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L3I GIOI THIEU

Thyc hién Nghi dinh 43/2000/ND - CP ngay 30/8/2000 ctia Chinh phtu quy
dinh chi tiét va hubng dAn trién khai luat Gido duc, Bd Gi4o duc va Pao tao, B0 Y
t& da ban hanh chucng trinh khung dao tao Cid nhan Ky thuaty hoe. Bo Y t& t8
chiic bign soan b tai héu day hoc cac mén hoc ¢d sG va chuyén mén theo chudng
trinh méi nham ting bude xay dung b sach chudn trong cong téc dao tao Cid nhéan
Ky thuat y hoe.

Sach ky thuat xét nghiém vi sinh lam sang duge bién soan theo chudng
trinh khung da duge phé duyét. Nam 2005, cudn sach nay dugc Hoi déng chuyén
mén tham dinh sach giao khoa va tai lidu day hoc cua Bo Y t& tham dinh. B Y
t& théng nhat sit dung la ta liéu day hoc chinh thitc ciia nganh trong giai doan
hién nay. Trong thoi gian tit 3 dén 5 nam, sach can duge chinh 1y, bd sung va
cap nhat. Tai héu duge bién soan gbm 21 bai, mai bai ¢6 muc tiéu hoc tap va cac
n6i dung thiét y&u. Trong do, nbi dung thé hién dudc chc yéu chu: kién thiic cd
ban, chinh xéc khoa hoc,cap nhat dude tién bo khoa hoc hié tai va thuc tién
Vidt Nam. Sach dung dé dao tao Cl nhan Ky thuat y hoc déng thoi cling 1a tai
liéu tham khao tot cho sinh vién cac chuyén nganh khéc va cac can bdy t& quan
tam dén cong tac xét nghiém.

Vu Khoa hoe Dao tao, Bo Y t€ xin chén thanh cam on TS.BS. Pham Huang Van
chc giang vién Trudng Dai hoc Y Duge TPHCM da tich eye tham gia bién soan cudn
sach nay. Cudn sach nay duge viét 1an dau va dang dan ting budc hoan thién nén
noi dung bién soan khong tranh khéi nhitng thiéu sét va cin duge bd xung. Vu

Khoa hoc va Dao tao mong nhan duge nhidu ¥ kign déng gop caa doc gia va déng
nghiép dé cudn sach nay cang hoan thién hon.

VU KHOA HOC VA PAO TAO
BO Y TE



LOI NOI DAU

Khéc vdi thii nghiém sinh hoa va huyét hoc tai bénh vién la céc thi nghiém
ma ngay hém nay chi ¢é khau 14y méu trén bénh nhéan la phai lam bang tay con tit
cé cac cong doan con lai déu cé thé thuc hién duge trén may tu déng, xét nghiém vl
sinh 14m sang la mot loai xét nghiém van con c6 da s8 cac budc thyc hién phai 1am
bing tay va khong chi thé 12 mdt xét nghiém doi hoi nguol lam xét nghiém phai c6
mdt kién thic rat hé théng va kha toan dién d8 c6 thé quyét dinh duge cac bude di
tiép theo trong tién trinh 1am xét nghi¢m cho dén khi ¢6 két qua chung cudc. Ngay
c& khi 6 dude két qua chung cude, viéc danh gia va bién lugn két qua nhu thé nao
dé hiiu dung nhit cho 14m sang ciing doi héi ngudi lam xét nghiém phai ¢6 nhiing
hidu biét t5i thidu vé khia canh vi sinh trong 1dm sang. Chinh vi nhiing 1y do vay
nén vi sinh 14m sang 1a mét xét nghiém cho dén ngay hém nay c6 thé néi 1a cham
phat trén nhit so véi cac xét nghiém khac tai cic phong thi nghiém ldm sang tai
cac bénh vién ctua ching ta. Trong linh vuc giang day cang viy, do su thiéu thdén
cAc phuong tién va thiét bi nén cac kién thic cting nhu thyc hanh vi sinh l4m sang
duge gidng day cho cac sinh vién ciing con rit nghéo nan, chip va va thi€u hé
théng; va ciing chinh nhu vay da anh hudng thém dén chat lugng kém ¢dl cia cac
xét nghiém vi sinh lam sang tai cac bénh vién hién nay.

Véi 27 nam kinh nghiém trong giang day cling nhu lam vige trong Iinh vyc vi
sinh lam sang, tic gia da cd géng tdng két va hé thdng céc kién thie can thiét nhit
v& co ban nhat dé gitip céc sinh vién ciing nhu cac nha vi sinh 1am sang ¢6 thé ndm
duge khi xay dung, thuc hanh cac xét nghiém vi sinh 14m sang cling nhu khi bién
luan cic k&t qua ma cac xét nghidm vi sinh lam sang mang lai. Cac kién thitc nay
duge trinh bay trong nhiéu phén, trong d6 phin diu tién 12 cac k§ thuat 18y va lam
xét nghiém vi sinh lam sang cac bénh phiam khac nhau duge trinh bay trong cudn
sich nay, cac phan con lai sé lién quan dén viéc dinh danh céc vi khudn giy bénh
thudng phan lap duge tit cac bénh ph&m khéc nhau va céc ky thuat khéng sinh dé
thudng qui dude thye hién tai cidc phong thi nghiém bénh vién dang dugc viét va sé
dugc tac gia dua ra trong mot thoi gian ngén sdp téi.

Téc gia ludn cho ring mét nha vi sinh ldm sing ding trudc mot bénh phim
can phai lam xét nghlem vi sinh 14m sing gidng nhu mot bac si diéu tri ding trude
mét bénh nhan cin phai dudgc chén doan va diéu tri. Bac s1 cin phéai chin doan
ding bénh ma bénh nhin dang méc phai dé dua ra duge diéu tri ding va thich hop
cling gidng nhu nha vi sinh 14m sang trudc mdt bénh phdm phai dua ra duge mdt



qui trinh xét nghiém thich hgp dé thuc hién theo ding tién trinh va cudi cling ¢6
mot két qua xét nghiém vi sinh 14m sang hitu dung dugc cho ldm sang. Trong céc
bude xét nghiém vi sinh l4m sang phai thuc hién, bude 14y bénh pham va lam cac
bénh phdm la quyét dinh nh&t cho su thanh bai cta k&t qua xét nghiém. Chinh vi
vay, tac gia hy vong ring cudn cac ky thuat 18y va lam céac bénh phdm khac nhau
dé lam xét nghiém vi sinh 14m sang nay sé dap tng dudec phin nao yéu clu cha cic
nha vi sinh 14m sang trong nude ciing nhu cac sinh vién khoa k¥ thiiat y khoa dé
xay dung dugc co sd cia cac xét nghiém vi sinh 1dm sang ciing nhu cac phong thi
nghiém vi sinh 14m sang tai cdc bénh vién cua chiing ta hién nay.

Di nhién sach cing khéng thé nao tranh dudc céc sd sét vé kién thic, vé ngit
phap, va ca vé in 4n. T4c gid chin thanh uéc mong duge nhin sy déng gop cua qii
ddc gia.

TS. BS. PHAM HUNG VAN
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BAI 1. MAU MAU VA CAY MAU

MUC TIEU

1.

Giup duoc lam sang cho cde chi dinh cdy mdu thich hdp nhdt vi biét duge
chi dinh cy mdu va thoi diém t6t nhdt dé thue hién cdy mdu.

Thute hién ding cdch xét nghiém cdy mdu vi biét dude cdch thue hién cdy
mdu nhi thé nao, bao gom thé tich mdu nén léy dé cdy bao nhiéu, nén cdy
mdu méy lan?...

Lua chon duge phuong tién thich hop nhét cho cdy mdu trong cdc bénh vién
hién nay nho biét duge phuong tién (moi truomg) phi hop nhdt dé cdy mdu.

Thue hién t6t qui trinh theo doi cdy mdu va cho cdc két qud chinh xdc - Rip
thoi dén lam sang vi biét dige qui trinh theo doi cdy mdu.
Bién lugn duve mét cdch chinh xde két qua cdy mdu vi biét duge cdc v

khudn thudng gdp trong céy mdu I cdc vi khudn nao? Lam thé nao dé cé
thé nhan biét duge mot c8y mdu duong tinh thit sy vdi mét edy mdu duong

tinh do ngoai nhiém.

1. CHi BINH CAY MAU

Phai chi dinh ¢fy mAau trudc cic trudng hgp nhifm tring c6 thé c6 du
khudn huyét tam thoi (transient bacteremia) hay nhiém trung huyét
(septicemia)...

Do vay, nén chi dinh c&y mau trude cac bénh nhin c¢6 mét trong céc trigu
chiing nhu s6t, én lanh, lanh run, tiéng théi tim (cardiac murmur) nghi
ngd viém ndi tdm mac, ¢6 xudt huyét é da hay niém mac, xudt huyét

dang sao (splinder) trén mong tay, choang.

2. THOI DIEM CAY MAU

Phai ciy mau trude khi bénh nhdn dung khdng sinh hé théng. Trong
bénh vién, bac s1 phéi cho cdy mau trude khi bét ddu cho bénh nhéin dang
khang sinh.

— Tuy nhién trong céc trudng hop bénh nhin dang diéu tri khang sinh nhung

cac tridu ching cta du khudn huyét hay nhidm trang huyét van khéng
thuyén giam thi bac si cing nén cho chi dinh ¢4y mau dé phat hién tac nhan
vi khuAn gy nhiém trung.




- Thoi diém t6t nhat dé cdy mau 14 khi bénh nhén bi én lgnh hay dang
lgnh run trude khi sét, hay lic bénh nhin dang lén con sét...

~ C6 thé cdy méu 2 ldn trong vong 1 gie ddu vA thuc hién cfy mau tai 2 vi tri
18y mau khac nhau trén cd thé (vi du: 14n ddu 1y mau tay phai thi 1dn sau
18y mau § tay trai).

3. CACH LAY MAU PE CAY

- L&y mdu tinh mach bing phudng phép v triing (sat tring da bing cén 70%,
chd kho rdi méi choe kim 14y mau).

— Thé tich mau duge 18y dé c4y nén chidm 1/10 hay t0i da 1a 1/5 thé tich méi
trudng ¢y mau. Thong thudng 18y 3-10ml mau dé ciy vio mdi trudng ciy
mau ¢é thé tich 50ml. Dai véi trudng hgp bénh nhan 1a tré em, 14y khoang 2-
3ml mau dé cdy 1a vira.

4. MOI TRUONG CAY MAU

— BHI, TSB hay Columbia broth, cho vi khuan hidu khi.

~ D& cfy ky khi, thém viao méi trudng cac chit khit nhu Thioglycoliat,
L-cystein,

— D€ khang déng, t6t nhat 14 dung Sodium Polyanethol Sulfonat (SPS), néu
khong c6 thi dung citrat hay heparin.

5. THEO DOI CAY MAU

— Chai cidy mau duge U trong ti &m 35°C hay 37°C va theo d&i mbi ngay trong
5-7 ngay xem c6 déu hiéu c6 vi khu&n moc hay khéng trong méi trudng ciy
méu long, d6 1a: (1) C6 hat déng trén mat hong cdu, (2) Duc déu hay ¢b
mang, (3) Tan huyét, (4) Déng huyét tuong, (5) Cé gas, (6) C6 hat tring
trong 16p hong cdu hay mat 16p héng ciu.

— Néu la chai cAy mau c6 2 pha thi trude khi & v m8i ngay sau khi quan sat
mit thach cha pha dic xem c6 khém vi khudn moc hay khéng? Néu khOng
¢6 khom vi khudn moe trén pha déc, trang pha 1éng 1én pha déc. Cé mét s§
vi khudn rat d& bi ly giai sau khi moe trong méi trudng long nhu S.
pneumoniae, hay khé moe thanh khém trén pha dic nhu Streptococci, do d6
nén lam mét ciy truyén mu lén mit thach (thach mau hay thach nau, sau
dé u trong th &m CO, hay binh nén) sau khi @ chai cdy mau qua dém hoic
sau 24 gid.

~ B4t cit lic ndo phat hién c6 dau hiéu vi khuén moc (trén pha ddc thay c6
khém vi khudn moc, hay trén pha 1éng thdy c6 mot trong cac ddu hiéu vi



khudn moc nhu ké trén) hay nghi ngd vi khuén moe, tién hanh cdy phéan lap
ngay, t6t nhat 14 trén thach bé ddﬁng nhdt 1a thach nau ¢6 b8 sung XV
(CAXV = Chocolate Agar Isovitex), néu khéng c6 thi ciy trén thach mau
(BA) hay thach niu (CA) ddng thdi lam mét phét nhuém gram khao sat
truc ti€p. Néu két qua nhudém gram thay cé vi khudn, ¢6 thé 1am khang sinh
db tryc tiép tir chai cdy mau. Néu trén pha didc ¢6 vi khudn moe thi tién
hanh dinh danh va lam khang sinh 5 ngay.

— Sau 5 ngay theo doi chai cdy mau, phat cay truyén ma mét 14n nita dé chic
chén khéng ¢6 vi khuin moc trong chai ¢y mau trude khi tra 131 c8y mau
am tinh.

6. CAC VI KHUAN HAY VI NAM THUGNG LA TAC NHAN NHIEM KHUAN HUYET
HAY NHIEM NAM HUYET

- Gram (-)

+

+ o+ 4+ 4+ o+ A+ o+ o+ o+ o+

Escherichia Coli
Klebsiella spp
Enterobacter spp

Proteus spp

Samonella typhi
Samonella (ngoai 8. typhi)
Pseudomonas aeruginosa
Neisseria meningitidis
Haemophilus influenzae
Bacteroides fragilis
Brucella spp
Pseudomonas pseudomallei

7. VAN DE VI KHUAN NGOAI NHIEM

Cac vi khuan ngoai nhidm ¢6 thé
- Tu da:

+ Staphylococcus epidermidis,

+ Propionobacterium acnes,

+ Diphtheroides.

+

+ o+ o+ o+

+ o+ + o+ o+ o+ o+

— Gram (+) v ndm men

Staphylococecus aureus
S. epidermidis

S. pyogenes (nhém A)
S. agalactiae (nhém B)

Streptococci  tiéu huyét o
(viridans)

Streptococcus pneumoniae
E. faecalis (nhém D)
Listeria monocytogenes
Clostridium perfringens
Peptococcus spp
Peptostreptococcus spp

Candida albicans
va cac ndm men khac



— T méi trudng xung quanh:

+

Clostridium spp.

+ Acinetobacter spp.

+ Bacillus spp.

- Loai trit dude ngoai nhiém khi két qua ciy mau cho thay vi khuén:

+

+

-+

+

Cung phan lap duge tit hai chai cdy mau cay tit mét bénh nhan.
Cung phén lap duge tit mdt bénh pham khéc ciing trén bénh nhan dé.
Vi khuin moc nhanh (trong vong 48 gid).

Cac dong vi khudn cé ciing type sinh hoc va dé khang nhu nhau véi
khang sinh dugc cay tit hai chai ¢4y mau khac nhau trén ciing mét bénh
nhin.

8. TRA LOI KET QUA CAY MAU DUONG TiNH

T&t ca cac vi khuin moc duge trong chai cdy mau déu phai tra 10i che bac si
diéu tri. Tham khao véi bac si ldm sang dé rit kinh nghiém trong cdc truong hop
ngoai nhiém. Cac vi khudn nghi la ngoai nhiém, khéng cin thiét phai 1am khang
sinh db va thong bao cho béc si biét su nghi ngd nay. Phai thudéng xuyén théng bio
cho bac si ldm sang biét cac két qua tam thoi bt cd khi ndo thdy cé dau hiéu vi
khuén moc bing cac phiu tra 19i két qua tam thoi.

9. CAY MAU — CAC CAU HOI THUGNG GAP

9.1. Trén thyc té, ty 1&é cdy mau duong tinh tai cac bénh vién rit thap, cé phai la
do chi dinh cdy mau qua rong rai khéng?

- That sy ty 1& cdy méau duong tinh thap tai cic bénh vién khong phai do chi
dinh cdy mau qua rdng rai ma lai 12 do 1dm sang it bao gid nghi dé&n viéce cho
chi dinh c&y mau sém ngay tit ddu. LAm sang chi cho cAy mau sau khi da
that bai diéu tri khang sinh va chinh chi dinh ¢4y méau qua hep nay da lam
cho ty 1é ciy mau duong tinh tai cac bénh vién rat thap.

— Cdy mau 1a mét xét nghiém vi sinh lam sang cdn phai thuc hién trude céc
trudng hgp bénh nhén c6 chin doan l4m sang nghi ngd c¢6 du khudn huyst
tam thdi (nhiém trung hé hap cdp...), nhiém triang huyét, hay c6 nguy co
nhiém trung huyét (thuong han, nhiém tring tiéu, nhiém tring gan mat...).
C4y mAu ciing cAn phai thuc hién trén céc bénh nhan cé cac dau hidu nhiém
trung mach mau hay tim mach (viém van tim cép tinh hay ban cép, viém
ngt mac mach mau...). Néi chung chi dinh cdy mau rét réng rai, c6 thé gin
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nhu mét chi dinh lam céng thitc bach ciu trudc cac bénh nhén c6 dau chitng
nhiém trung.

9.2. Thdi diém tét nhat dé cay mau 13 khi nao va nén cdy mau may l1an?

— T6&t nhit 14 cdy mau truéde khi cho bénh nhin dung khang sinh hé théng.
Tuy nhién van phai chi dinh cAdy mau trong céc trudng hgp bénh nhan da
diung khang sinh ma van con cac ddu hidu nhiém trang tién trién.

- Thai diém c&y méau t6t nhat 13 lie bénh nhan dang lén con sdt hay lic bénh
nhan rét run. C6é thé thyc hién hai 1dn cdy mau cach nhau 1 gid tai 2 vi tri
18y mau khac nhau (I&n d4u 14y mau tay phai, l4n sau ldy mau tay trai
chéng han...).

9.3. Nén lay thé tich mau 1a bao nhiéu & cay?

~ Thé tich mau dudc ciy 12 1/10 hay t8i da 1a 1/5 thé tich méi trudng cAy mau.

— Ngudi 16n, méi 1an cay, 14y 5-10ml mau cho vao chai 50ml méi trudng. Tré
con ¢6 thé tit 1m] dén 3ml cho chai 30 dén 50ml méi trudng.

9.4. Phuong tién nao hién nay la thich hgp nhat cho cac bénh vién dé cay mau?

— Phuong tién cdy mau thich hgp nhat cho diéu kién ctia cac phong thi nghiém
lam sang hién nay li chai cdy mau 2 pha do céng ty Nam Khoa san xuit.
Chai cdy mau nay c6 du cic uu diém clia mdt méi trudng cdy mau ly tudng,
cua phudng phéap cdy mau tai giudng thuan tién, cia phudng phap theo dai
dé phat hién vi khuén rat tién lgi.

9.5. Qui trinh theo déi ¢y mau dugc thuc hién nhu thé nao? Bao lau sau thi l1am
sang sé co6 két qua ciy mau?

~ D& theo d6i cfy mau, cdn phai v chai cAy mau trong td 4m 35-37°C lién tuc
trong 5-7 ngdy. Sau ngay dau, phai cAy mu 1&n hép thach CA dé phat hién
dudc cac vi khuin moc nhanh va khé thanh khém trén mat thach nghiéng
cua chai c8y mau 2 pha, céc ngiy sau trang pha 16ng 1én pha diac dé cdy vi
khu4n moc trong pha déc 1én mat nghiéng. Bat cd lic nao phat hién duge
vi khuéin moc trong pha 1éng hay trén pha dic thi phai tién hanh dinh
danh va khéang sinh d6. Ngay theo d&i cudi ciing, phai cdy ma mét 14n nita
1én thach CA dé ddm bao khéng c6 vi khudn moe trudc khi tra 15i két qua
¢4y mau 4m tinh.

— M6t qui trinh cAy mau va theo déi cady mau dé tra 131 két qua cho 1am sang
t61 da 14 7 ngay. Nhiéu trudng hgp vi khuén moe nhanh, ta cé thé cé két qua
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trong vong 48 gid. Vi cAy mau can phai c¢6 thoi gian nhu vay nén bat ci lic
nao chiing ta phat hién ¢6 vi khudn moc trén chai c&y méu thi phai tra 16
két qua tam thdi cho lam sang trude khi cho két qua chung cude.

9.6. Lam thé nao nhan biét dugc mét chai cay mau dudng tinh 1a do ngoai nhiém

— Mbt két qua cdy mau dudng tinh do ngoadi nhidm c6 thé nhan biét duge khi:

(1) Cac vi khuan phan lap duge 14 cac vi khuan hoai sinh nhu Bacillus
subtilis, Bacillus cereus...; (2) Vi khuén cdy dude trén hai chai ¢y mau trén
cting mét bénh nhén trong cing mét thdi diém hay trong hai thoi diém cach
nhau 30’ dén 1 gid lai ¢6 k&t qua khéac nhau.

Mét két qua cdy mau chéc chin 1a duong tinh that su khi: (1) Vi khuén cay
dude 1a vi khuéin chéc chén gay bénh, khéng thé hoai sinh nhu: 8. typhi, S.
preumoniae, N. meningitidis...; (2) Vi khuin moc rat nhanh, chi 24 gid sau
khi ¢ay; (3) Vi khuéin cfy dude trén hai chai cdy mau trén cing mt bénh
nhan cho két qua gidng nhau; (4) Vi khuin ti cdy mau gidng hét vi khudn
phan lap duge ti mét nhiém trung khac 12 ngudn gdc gay du khuin huyét
hay nhiém tring huyét.

10. CAU HOI ON TAP

12

Hay cho biét khi ndo mét bénh nhéan can phai duge cdy mau?

Cay mau cho bénh nhan vao thoi diém nao 14 tét nhat? Cin phai cdy bao
nhiéu lan?

Thé tich mau duge ciy 13 bao nhiéu va ty 1& mau duge ciy so véi mbi
trudng cdy mau nén 1a bao nhiéu thi t8t?

M&bi trudng cdy mau tot nhat l1a gi ? Khiang dong béng gi 13 tét nhat va
tal sao?

Chai méi truong cdy mau thich hgp nhat cho cic bénh vién hién nay tai
Viét Nam 1a loai ndo? Phén tich cac yu khuyét diém cla chai cAy mau nay?
Hay cho biét cach theo ddi moét chai cdy mau 2 phase trong phong thi
nghiém? Dau hiéu nio cho bigt chai cdy mau duong tinh {(c6 vi khuin
moc)? Théi gian theo ddi chai cAy mau cho dén khi tra 181 duge két qua
cudl cung 1a bao lau?

Hay cho biét cac vi khuén thudng gap trong cdy mau dudng tinh?

Lam thé& nao ¢6 thé nhan biét duge mdt cdy mau 1a dudng tinh that sy
hay do ngoai nhiém?



PHU LUC 1:

San pham lién quan: Chai cay mau HAI PHA

Mo ta

— Chai cay méau HAI PHA (BIPHASIC) 13 sn phém tir dé tai nghién cttu cép
b6 ctia TS. BS. Pham Hung Van. San phim nay chi dung mét lan
(disposable), khéng dung lai dudc. Cau tao (xem hinh dudi) gém céac thanh
phén sau:

+

+

+

+

+

+

+

Chai bing nhua polystyren.
Niit cao su dé choc kim c&y mau qua, lam béng cao su trung tinh.

Nédp van bang nhia mau doé dé md nép chai c&y mau c4y truyén khi da co
d&u hiéu vi khudn moc trong pha 1ong hay trén bé mat pha dic.

Nép che bing nhua mau xanh 14 dé bao vé phin nit cao su.
Phase dic 1&2 mat mdi truong BHI agar (Difco, Biorad hay Merck).
Phase léng 13 BHI 16ng (Difco, Biorad hay Merck) c¢6 SPS (Sigmay).
Vach ngan pha déc va pha léng.

— Chai cady mau dugc boc trong mang co, ¢6 ghi 16 va ngay san xuét. Khi chua
dung, bao quan trong toi, nhiét dd phong thi nghiém va ¢6 han dang 2 ndm
ké ti ngay san xuit. Néu bao quan trong tu lanh, SPS sé bi két taa lai,
nhung k&t tia nay sé tan sau khi 0 trong th &m vii gid.

Cach cay mau

Xé rédch mang co, rit nip che ra khdi nép vin (khéng vin nép).
Sat tring mat nit cao su ctia ndp vin bang cén 70% rdi chd khd.
Choc kim ¢&y qua nit cao su, bom 3-10ml méau vaoc pha léng.

Pay nép che lai. Lic déu dé tron, trang qua mét méi trudng pha dic. U 35-37°C.

Cac yu diém cla chai cdy mau hai pha

— Tranh ngoai nhiém nho:

+

+

Khéng can md niit chai khi cdy mau.

Cdy truyén ngay trong chai cdy mAu kin tit pha léng qua pha dic.

— Maéi trudng cdy méau 1y tudng vi:
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+ Ché tit méi truéng BHI cta Difco, Biorad hay Merck.

+ C6 SPS véi cac cong dung.

Khéng dong, nhd d6 vi khudn khong bi by trong cuc mau déng.
Ut ché thuc bao.

Ut ché bé thé.

Ut ché tac dong ctia cac khang sinh Aminoglycosides.

Tach rdi pha dic khdi pha 16ng dé:

+ Neéu trong mau c6 chat tc ché vi khuén (khang sinh), chét tc ché ti mau
hoa vao pha léng sé sé khong thim qua pha dic. Nhd vay vi khuin khéng
moc trong pha 16ng van c6 thé moc trong pha dac.

+ Lam dugc khang sinh d6 tryc tiép tir chai cdy mau duong tinh.

Tiét kiém thai gian, c6 thé lam khang sinh d6 tryc tiép tir chai cAy méau
duong tinh bing cach dung pha 16ng 1am huyén dich vi khuén trai 1én mat
thach Mueller Hinton dé lam khéng sinh do, doc két qua sau 6-8 gio u. 95%
cac trudng hop nay c6 két qua phi hgp véi phuong phap chuén.

Nip che

/Nﬁ[ cao su

Chai nhua

ol

o e Phase 16n
g isrpusm yag e Bre

Hinh 1.1: C4u tao chai cdy mau hai pha



PHU LUC 2:

Mot s8 diém cdn can nhic dé Ilua chon chai cdy mau 2 pha
hién dang c6 mit trén thi trudng Viét Nam

Chai cdy mau 2 pha san xuit trong nudc

Cong ty san xuét dat ISO 9001: 2000, WHO-GMP/GLP (UKASS)
Khang déng bang SPS clia Sigma (My).
Mo1 trudng BHI etia Merck (Diic), hay Biorad (M#).

Thé tich mdi trudng 50ml tudng thich dé cdy mau cho ca ngudi 16n (5ml
mau) hay tré con (1-3ml).

Chai bing nhua trong suét, rat da phat hién khém vi khuéin moc
Tach roi pha dic ra khéi pha I6ng nén khém vi khuén sé da moe va dé tach rdi.

Dé thao tac trong thi nghiém vi nhe, miéng chai réng d& cho vong ciy vao
bén trong dé 18y dich cdy ciing nhu khém vi khuin.

Céac vi khuén khé moc nhu H. influenzae hay 8. pneumoniae vain moc duge
dé dang.

Chai cdy mau 2 pha ctia An D8 (Hi-Media)

Khéng chic khang déng bing SPS cha Sigma (M¥),

Msi trudng BHI ctia HiMedia (An D§), kém xa vé chat lugng so véi BHI ciia
Merck hay Biorad.

Thé tich méi trudng < 20ml chi tudng thich dé cAy mau cho tré con {1-2ml).
Muén diing c&y mau cho ngudi 16n thi phai ding chai c6 thé tich méi trudng
50ml véi gia thanh cao hon.

Chat bang thuy tinh day, khé phat hién khém vi khuin moc trén pha dic va
pha long.

Khéng tach roi pha diic ra khéi pha 16ng nén khém vi khuin sé rat khé moc
trén pha dic va dé bi bong khéi pha dic khi thao tic. Ngoai ra néu bénh
nhan di ding khang sinh thi khing sinh s& thim vao pha didc va e ché vi
khuén moc trén pha déc.

R4t khé thao tac trong thi nghiém vi néng, miéng chai hep khé cho véng cay
vao bén trong dé 14y dich cay ciing nhu khém vi khuin.
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—  Thit nghiém cho thdy vi khuén H. influenzae va S. pneumoniae rit khé moc
trong chai cdy mau nay.

Hinh 1.2: Chai cdy mau 2 pha c6 vi khudn moc (trai)
va chai cdy mau 2 pha chua cdy bénh pham (phai)

Hinh 1.3: Chai c&y mau 2 pha nuc ngoai dung méi truong Hi - Media ctia An Do
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BAl 2. CAC MAU MU VA CHAT DICH
~ VA CAY MU, CHAT DICH

MUC TIEU

1. Huong déan duge lam sang hay c6 thé thue hién ldy ding cde bénh phém

cho cde méu ma va chat dich vi bist duge cdc loai bénh phdm va cde cdch
16y bénh phém thich hop trong cde truong hop lam xét nghigm vi sinh cdc
mau mu va chét dich.

Thue hién duge cdc qui trinh nay mét cdch chinh xdc trong khi lam xét
nghiém cdc mu md va chét dich do biét duge qui trinh thue hién vi sinh
lam sang bao goém khdo sdt truc tiép, nubi cdy phdn ldp cde vi khudn gdy
bénh hién dién trong cdc mau mu va chét dich.

3. Lua chon dugc phiong tién thich hgp nhdt cho cdy mu va cde chédt dich

trong cde bénh vién hién nay do c6 duge phuong tién thich hop nhdt dé
thue hién duge xét nghiém vi sinh lém sang cde mau mi va chdt dich.

1. CHi BINH

Tat ¢d che trudng hgp ¢6 mu, chit dich nhu:

M ap xe.

Vét thuong nhiém trung, bao gbm cac v&t loét, cAt, 16, m& hau phiu, loét do
nam lau.

Cac mach luon.
Céac mach dan tif xoang hay hach bach huyét.
Cac dich tiét nhu dich mang phéi, khdp, mang bung.

Céc mAu nao mu xudng khi giai phu.

2. CAC LOAI BENH PHAM VA CACH LAY

- Mu dp xe, dich mang phoi, mang bung, khip: 18y bing phuong phap vb

18

trang nhu khi lam tiéu phau, sau khi sat triang ving da bén ngoai va cho
khdé, choc kim hut 14y md hay chét dich. Cho mu hay chat dich vao lo 18y
bénh phdm vé trung (ndp vin chat) hay tube Eppendorf biopure (tinh sach
sinh hoc), hay dé nguyén &ng kim hit md, rdi giti ngay dén phong thi




nghiém dé yéu clu cdy ngay. Cé thé t&m mu vao tam bong réi cho vao mol
trudng chuyén chd Stuart -Amies (dung cdp tube diia tadm boéng v
trung [ tube dita Stuart -Amies), hay ¢6 thé cdy ngay tai giudng bénh véi chai
2 mdt thach c8y cdc dich khong tap nhiém (xem gidi thidu chai 2 mat thach
csy DNT va cac dich khong tap nhiém) r6i chuyén vé& phong thi nghigém.

Cdc vét thuong nhiém tring: lau sach ving da lanh chung quanh vél con
70%. Lau sach mu trén vét thuong bang gac vo tring thdm nude mudi sinh
ly vb trang. Dung tém bérg vé tring ldy méu dé quét 14y mu, chdt dap nat,
hay md (ngay dudi 16p ma da chui sach); hay 14y méiu cho vao lo ldy bénh
phdm vé tring, hay tube Eppendorf biopure rdi gli ngay dén phong thi
nghiém dé yéu ciu csy ngay. Néu chua c6 thé gii ngay, cho tam béng da
quét mi vao mdi trudng chuyén chd Stuart -Amies (dung edp tube dila tdm
bong v triong [ tube dia Stuart -Amies).

Cdc nao mi hay mé khi gidi phau: cing duge 14y bing quét tam bdng hay
truc ti6p cho méu vao lo ldy bénh phém vé tring, hay tube Eppendorf
biopure rdi gli ngay dén phong thi nghigm. N&u chua ¢6 thé gii ngay, cho
vao méi truong chuyén chd Stuart -Amies (dung cdp tube diia tam bong vé
trizng / tube dita Stuart -Amies).

Cdc mach luon hay mach dan: ding tdm bong manh vé tricng ludén vao mach
luon: hay pipet Pasteur nhia hit lay mu cho vao lo lgy bénh phém vo trung,
hay tube Eppendorf biopure roi giti ngay dén phong thi nghiém. N&u chua cb
thé giti ngay, cho vao mdi trudng chuyén chd Stuart -Amies (dung cap tube
diia tdm bong vo tring | tube dia Stuart -Amies).

3. KHAO SAT DAI THE

Mau: do, vang, xanh...
Mii: théi, tanh, hang...

Tinh chat: dic, léng, nhay, c6 mau...

4. KHAO SAT VI THE

Nhom gram. Néu két qua nhudm gram thay c6 vi khudn thuén khiét, c6 thé
]am khang sinh d6 truc tiép mau bénh phidm. Nhudém khéang acid (néu cb yéu cau).

5. NUOI CAY

1

Ca4y ngay vao cac hop thach phén lap:
T&i thidu 12 BA hay BA ¢6 nalidixic acid (BANg) va MC hay EMB.
N&u c6 diu kién, cdy thém MSA hay DNA agar, BA ¢6 gentamicin.

Né&u nghi nam, cdy thém thach Sabouraud.
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— Cac hgp BA phai duge 4 35-37°C trong ti &m CO; hay binh nén. Cac trudng
hgp khac, @ khi trudng binh thudng.

— Quan sét hop thach Lén tuc trong 3 ngay, mét khi ¢6 khém vi khuin moce,
tién hanh dinh danh va lam khéng sinh d6 ngay.

- Cdy du phong vao mét 8ng Thioglycollat hay BHI, 4 dong théi véi cac hép
thach phan lap. Néu trén hop thach phan lap khéng ¢6 vi khuan moc ma
8ng BHI hay Thioglycollat duc thi cAy phén lap tit cac ng méi trudng nay.

6. CAC VI KHUAN GAY BENH CO THE PHAN LAP BUGC

~ Thudng gap
+ Streptococcus pyogenes,
+ Staphylococcus aureus,
- It gap hon
+ Céc truc khuén Enterobacteriaceae,
+ Pseudomonas va cac truc khudn gram (-) khong 18n men,
+ Streptococci (cac loai khac),
+ Clostridium perfringens,
+ Bacteroides va cac vi khudn ky khi khic.
— R4t hiém gap
+ Bacillus anthracis,
+ M. tuberculosis,
+ M. ulcerans,

Pasteurella multocida.

+

7. CAY MU, CHAT DICH — CAC CAU HOI THUGNG GAP

7.1. Tai sao c6 nhiéu trudng hdp ciy ma do nhidm tring vét thuong hd cho két
qua khéng phu hgp véi hiéu qua diéu trj khang sinh trong lam sang?

— Thuyc t& ding nhu vay, Iy do 1a khi 18y ma lam xét nghiém, thudng chiing ta
hay 18y mu trén bé mit vét thuong nhidm trung va nhu vay 6 khi vi khuan
phén lap dude khéng phai chinh 1a vi khuin gay bénh ma chi 13 cac vi
khuén tam trd trong ma, do ma cling 12 méi trudng t6t cho nhiéu loai vi
khu#n tiang trudng.
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Chinh vi vy, 14y mu d& tim vi khuéin giy bénh trong céc trudng hop vét
thuong hd, cAn phai lau sach mu va chi quét 18y chit dich trén bé mat 1dp
md caa vé&t thuong, diy méi chinh 1& bénh pham c6 nhiéu kha ning chia vi
khudn gay nhiém trung vét thuong. '

7.2. Tai sao c6 trudng hgp cdy mu hay chat djch két qua am tinh, tham chi c6 khi

khao sat truc tie

-

b qua phét nhudm gram van thay cé hién dién vi khuén?

Cay mu ké&t qua am tinh ¢ thé 12 do: (1) Khang sinh da lam sach duge v
khuin va ma chi chita xac vi khudn, xac bach ciu; (2) M1 gt dén phong thi
nghiém khong dugc cdy ngay, déc biét cac trudng hgp ma dudge 14y tryc tiép
ma khéng cho vao méi truong chuyén chd; (3) Vi khudn c6 qua it trong mau
mu (nhu ma két mac hay giac mac mét), trong trudng hgp nay cé thé lam
tang sinh ma trong BHI khodng 2-3 gid rdi méi cdy.

Ngoai ra, cAy mu cb thé Am tinh trong cac trudng hdp nhiém trang ky khi
ma trong khi d6 chiing ta chi ¢y md theo qu trinh hifu khi. Cac miu mi

chiing ta ¢6 thé nghi ngd ¢6 nhiém trang ky khi 12 cAdc mu 6 mi thé, cd
gas (c6 bot khi), mu 4p xe... (xem thém d phén qui trinh cay ky khi).

7.3. Khi nao cé thé 1am khang sinh 6 tryc ti€p mau ma?

Da s8 cac miu mu d8u c6 thé 1am khang sinh dé tryc tiép, nhung tot nhat 1a
cac mAu mu khéng bi tap nhidm (nhu ma ap xe). C6 thé quan sat qua mot
phét nhudm gram dé c6 thé biét dude méu khong bi tap nhiém nhd chi thay

mét hinh thai vi khudn thudn khiét.

— Tuy lam khang sinh d8 tryc tiép nhung ciing khéng thé bd gua khau dinh

2

danh va khang sinh d6 bing qui trinh thudng qui vi qui trinh nay mdi ¢6 thé
cho duge két qua chinh xac va day du.

7.4. Hay cho biét phuong tién thich hdp nhat d€ 15y, chuyén chd cac quét mu,
cac chat dich va cac mu abcess?

Khéng nén dung cac phudng tién ty ché& trong bénh vién nhu: chc que tim
béng tu quin cho vao dng nghiém nhét gon réi hdp hay sdy khu trang; hay
céc lo kidu chai peni hay tube thuy tinh nhét gon r&i hép sdy vo trung dé 18y
cAc bénh phim ma va cic chit dich. Ly do 14 cac phuong tién nay rit khé
thao tac khi 14y bénh phim trén bénh nhén, hay khi 14y bénh phim dé lam
xét nghiém trong phong thi nghiém. Ngoai ra cac phudng tign nay cing
khéng an toan khi thao tac hay chuyén chd vi nguy co ri bénh phim 1én
miéng tube hay chai. Nguy cd ngoai nhiém bénh phdm ciing rat cao khi
dung cac phudng tién nay.

Sau day la cac phuong tién thich hdp nhit dé 18y va chuyén chd cic bénh
phdm mu va chat dich:
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Hinh 2.2: (A) C&p tube diia tdm bdng vé tring/méi trudng chuyén chd Stuart — Amies;
(B) Cap tube diia tdm bong manh vé tring/méi trudng chuyén chd Stuart-Amies

(1) Tam béng vé trung 1y mau duge thiét k& véi phan ndp tube gén sin tam
béng do vay khi rit nap tube ra khéi 6ng, tam bong sé dugc rit ra theo va tay ngusi
thao tac ciing sé khong cham vao miéng tube, sau khi 14y quét ma xong tim bong
c6 thé duge cho vao lai trong tube hay cho vao tube dita chita méi trudng chuyén
chd Stuart -Amies di kém.
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(2) Cap tube diia tam bdng v0 trung/tube daia moi trudng chuyén chd Stuart -
Amies duge thigt k& dé tam béng ctia tube diia tam bong vé trung sau khi 154y mau
xong cho vita viin vao tube daz mdi trudng chuyén chd Stuart -Amies véi thao tac
r&t dé dang va thuén tién.

(3) Lo vb trung 18y mAu rat thich hop dé 18y cac chat dich hay mu abcess nho
nép van khi md ra tay ngudi thao tac sé khong cham miéng lo (tay cham miéng lo
<& rit dé c6 nguy cd ngoai nhidm), sau Khi 14y bénh phim xong vén chat nép, 1o sé
&t kin khong bj ro ri khi chuyén chd mau.

(4) Tam béng manh vd trung 1ay miu rat thich hgp dé 18y cac quét mu tir cac
ong hep nhu mach luon, 8ng catheter... va cing tudng thich dé ¢6 thé cho vao tube
diia méi trudng chuyén chd Stuart — Amies.

8. CAU HOI ON TAP

Cho biét cac chi dinh 1am sang 48 c&y m va céc chét dich.

b. Hay cho bidt cac loai bénh phim mu va chit dich, va cach 14y céc loai
bénh pham nay.

c. Hay cho biét phuong tién 14y va chuyén cho cac bénh phim mu va cac
chat dich thich hgp nhét cho cac bénh vién hién nay va phan tich cac vu
Khuyét diém ctia cac phuong tién nay.

d. Hay cho bidt qui trinh xét nghiém vi sinh lam sang thue hién tai phong
thi nghiém d8i véi cac bénh pham mt va chat dich.

e. Hay cho biét cacvi khufn c6 thé gap duge trong cay mu va cac chat dich.
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S dé 2: Qui trinh vi sinh 1am sang EI

cac mau mu va chat dich
Cay ngay tai giuong

DO vao chai 2 mat thach
véi cac bp khong tap
“x S hid

nhiém (xem qui tfnh 9 4y i, choc hut mi

. P han chai 2 mat thach | d
Quét mu, choc hat mu abces pcgy gm-‘ va cac di?ch abces (MT chuyén chd
(khéng MT churén chd) khong tap nhiém) Stuart - Amies)

—Cb thé chd dén cudi ngay |

Lam xét nghiém ngay

: " Néu khong c6 VK
Cho KQ g ,
phan lap ey da nhiém

C4y phan lap trén BA hay
BANg, MC/EMB
KSTT: nhuém GRAM .

Néuco __p KQsobd

-]

KSB truc tiép T° " yK thudn KSTT
D1 .
Cdy tang sinh
o l1en BA
KQ so bd: KSD truc tiép o P
U 37°Chit saTg dén chiéu
Pinh danh . Khang sinh do
D2
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BAI 3. MAU PHAN VA CAY PHAN

MUC TIEU

1. Hudng dén dudc lam sang hay thye hién hay I6y diing mdu phdn lam xét
nghiém vi sinh lém sang phdt hién cde tdc nhén vi khudn gy bénh nhd
bist dude cde cdch i@y va chuyén chd mau phan.

2. Thue hién duge cde qui trinh vi sinh lam sang méu phén mot cdch chinh
xde vi thich hap nhd biét duge qui trinh thyc hién.

3. Lua chon duge phitong tién thich hgp nhét cho cdy phén trong cdc bénh
vién hién nay nho biét duge phudng tién thich hop nhdt dé thuce hién duod
xét nghiém vi sinh ldm sang mau phdn.

1. CHi BINH CAY PHAN

— Chi dinh c&ly phén khi bénh nhén bi tidu chay hay bi cac rdi loan tiéu hoa
nghi do bi nhiém trung tiéu héa.

_ Ditng truéc cac bénh nhan c6 mét trong cac tridu ching sau day, nén cho chi dinh
ciy phan: tiéu chdy, Iy vdi phén c6 mil, nhdy hay mdu, bi con dau bung.

2. THOI DIEM LAY PHAN

— Nén 14y vao giai doan sém, cang sdm cang tot cua bénh.

_ L&y phan khdo sat trude khi bénh nhén ding khang sinh.
3. CACH LAY MAU PHAN

_ C6 thé 18y phan tudi, tét nhit la ving nhiy mau, cho vao lo sach; rong
miéng; nap van chat 6 gin mai cheo (dung lo 6y mdu phan khong FM),
giii dén phong thi nghigm. Phén tudi phai duge cdy trong vong khéng qua 2
gid sau khi 14y méu.

_ (6 thé dung tim bong nhing vao phan, vang nhiy mau, cho vao mdi trudng
chuyén chd Cary -Blair (dung cap tube diia tim bong vd trung/tube dia
Cary -Blair) rbi giti dén phong thi nghiém. Moi trudng chuyén chd Cary -
Blair ¢6 thé giti mAu phén trong hon 48 gid. Tuy nhién, phai tién hanh cdy
cang s6m cang tét. Trong trudng hop nghi bénh nhén bi thé ta (do vi khudn

ta), ¢6 thé cho tam béng 14y phén vao &ng mdi trudng pepton kiém dé vita

tang sinh, vita chuyén chd dén phong thi nghiém.
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— C6 thé 18y méu phén bing tim béng quét hdu mén rdi cho vao mdi truong
chuyén ché (dang cap tube diia tdm béng vé triing [tube d‘ua Cary -Blair) dé
gui ngay dén phong thi nghiém,

_ (6 thé khéng dung méi trudng chuyén chd néu tdm béng 14y phan (dung
tdm bong v tring ldy mdu) duge nudi cdy trong vong 30 phat sau khi
lay mau.

4. KHAO SAT DAI THE

Quan sat mau phén va ghi nhén:
- Ldng hay dac? C6 nhay, ¢6 mau khong?

— Mau: tring, vang, nau den? C6 giun san khong?
5. KHAO SAT VI THE

Chi khao sat vi thé cac trudng hgp sau:
- Lam phét soi tugi trong trudng hgp nghi ta.
— Lam phé&t nhudm gram trong trudng hgp nghi ta va nghi Campylobacter jejuni.

6. NUOI CAY

— (6 thé cay phong phi vao cac mdi trudng
+ GN broth dé phong pht ca Salmonella 1an Shigella.
+ Pepton kiém d& phong phu Vibrio.
+ Campy-thio dé phong pha C. jejuni.

— Cdy ngay phén, hay cdy tit méi trudng phong phu da cdy phén vao cac hop
thach phéin lap:

+ Toi thidu 1a MC (hay EMB) va S8 (hay XLD hay HE).

+ Né&u cé yéu cdu tim Vibrio, cdy thém 1én MEA hay TCBS.
+ Né&u cé yéu cdu tim C. jejuni thi ciy thém Campy -CAP.
+ Néu nghi ném, cdy thém thach Sabouraud.

— Cac hép thach phén lap phai duge & 35-37°C trong ti 4m. Riéng hop Campy-
CAP thi 0 vi hiéu khi trong nhiét d6 42°C.

_ Quan sét hop thach sau khi @ qua dém, chon khém vi khudn nghi ngd dé
tién hanh dinh danh va 1am khang sinh dé.

— Déi véi cac khém vi khudn nghi ngd Salmonella hay Shigella thi c6 thé lam
phéan {ng tu vdi khang huyé&t thanh déc hiéu dé dinh nhém hay dinh type.
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7. CAC VI KHUAN LA TAC NHAN GAY BENH TiM THAY TRONG MAU PHAN

— Cdc vi khuan chdc chin giy bénh: Salmonella, Shigella, cac E. coli gy bénh
(ETEC, EPEC, EIEC, VETEC), 8. aureus (c6 enterotoxin), V. cholerae va cac
Vibrio khac, Campylobacter. jejuni va cac Campylobacter khéc, Yersinia
enterocolitica va cdc Yersinia khac, Clostridium difficile (c6 toxin).

+ - P - A - - .
— Céc vi khuln c6 thé gay bénh: Plesiomonas, Aeromonas.

- Cac vi khuéin khéc c6 thé gay bénh néu chidm da s6 do bi loan khuén,

8. CAY PHAN — CAC CAU HO!I THUONG GAP

8.1. Phuong tién nao thich hgp dé Idy va chuyén chd mau phan?

— Néu 14y mau phén tudi thi t6t nhat la ding lo sach ¢6 méi chéo gin trén nip
dé 14y mau. Ciing c6 thé dang tam bdng v6 tring dé quét 14y miu phan.
Mau phén tudi phai duge gli dén phéng thi nghiém dé 1am xét nghiém ngay
vi néu chém tré thi s& 1am gidm co hdi phat hién c4c vi khuéin giy bénh.

— Trong diéu kién hién nay, t6t nhit 13 ding cip tube diia tim bdéng vé
tring/ tube dfia Cary -Blair dé 14y mAu phan. Ly do la v8i phudng tién
nay, phong thi nghiém c6 thé dé dén miu lai dé cdy vao cudi ngay hay vao
thoi diém thich hop nhit trong ngay ma khéng cin phai ciy ngay mbi khi
nhan duge méu.

— Tranh dung céc lg penicillin ria sach, tube nip gon vdi tAm béng ty quin
hay cac lo nhya, hi thuy tinh dé 14y m&u phén vi nhu vay sé khéng an toan
trong khau giti miu hay trong thao tac xét nghiém.

8.2. Tai sao da s céc trudng hgp tiéu chay xét nghiém phan th udng am tinh?

— C6 thé bénh bi tiéu chdy khéng phai do vi khufn ma do céc nguyén nhéan
khac nhu do virus, do thim th&u, do dau bao ti, hay do cac réi loan tiéu
hod khac. Mot tae nhan virus thudng giy tidu chay la Rota virus va phong
thi nghi¢m vi sinh 1am sang ¢6 thé phat hién tac nhan nay néu cé phudng
tién sinh hoc phén ti (PCR, hay chi cdn ly trich ARN toan phén réi dién di
dé phat hién 11 vach ARN dic hiéu ctia virus) hay mién dich (tu latex hay
di¢n di mién dich d6i luu @& phat hién khang nguyén dac hiéu cia virus
trong phén).

— Co thé bénh nhan bi tidu chay do céc tic nhén vi khuin ngoai kha nang
phat hién cua phéng thi nghiém do thiéu phudng tién, hay do phong thi
nghiém khéng c6 kinh nghiém d€ phéat hién nhu E. coli (EPEC, ETEC,
EIEC, EHEC, VETEC), S. aureus tift enterotoxin, ma muén phat hién
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chinh x4ac phai c6 thém phudng tién mién dich hay sinh hoc phéan ti; hay
Campylobacter jejuni, Clostridium difficille, Y. enterocolitica, ma muén phat
hién phai ¢6 phuong tién nudi cdy thich hgp; Vibrio cholerae, Aeromonas,
Plesiomonas ma mudn phat hién thi phai cé kinh nghiém hay phai ¢6 quan
tam trudc.

Ciing c6 thé do khong dung ding phudng tién dé 14y va chuyén chd bénh
pham, kéo theo hau qud 1a vi khudn gy bénh khéng con nhiéu trong bénh
pham, hay do phong thi nghiém cham tré lam xét nghiém cic mAu phan
tugi khong dugc ldy vao méi trudng chuyén chd. Ngoai ra mdt nguyén do
nita c6 thé 1a do phong thi nghiém khéng ¢6 phudng tién vi sinh t6i thiéu dé
phan lap vi khudn giy bénh trong miu phan ciing nhu dinh danh duge vi
khuén gy bénh c6 trong miu phan.

Cudi ciing, ¢6 thé do bénh nhéin da diung khang sinh trude khi 14y miu nén
khéng thé cady duge vi khudn giy bénh ¢6 trong phan.

8.3. V4i qui trinh xét nghiém vi sinh 13m sang mau phan nhu da trinh bay, c6 phai
chiing ta chi phat hién dugc mét s6 chir khong phai tat ca cac vi khuin gay bénh?
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Qui trinh da trinh bay cho phep chung ta c6 thé phat hién hau hét cac vi
khudn gay bénh ké ca C. jejuni va Vibrio spp. Chi cé C. difficille, S. aureus
sinh Enterotoxin va Y. enferocolitica 13 khong thé phat hién dugc vi can
phai ¢6 thém phuong tién nudi cdy thich hgp, tuy nhién day la 2 tac nhan
khéng thuong gap.

Véi C. _}ejum vi day 13 vi khuén ciing kha thudng gip, do vay céc bénh vién
ciing nén quan tim dé trang bi cho phong thi nghiém phuong tién nuéi cdy
phat hién dude tic nhén nay (xem phén k¥ thuat phan lap C. jejuni).

Véi cac vi khuin E. coli gy bénh, dé phat hién duge EPEC, phong thi
nghiém phai trang bi thém bd khang huyét thanh phat hién (c6 thé mua tit
Biorad). Vaéi cac E. coli khac nhu ETEC, EIEC, EHEC, VETEC thi néu
mudén phat hién chinh xac can phai ¢6 thém cac phudng tién mién dich hay
sinh hoc phan ti (PCR).

Vi 8. aureus sinh enterotoxin, dé phat hién chinh xéc thi cin phai c6 thém
b thude thit ELISA phat hién ddce t6 hay phuong tién sinh hoc phan t& phat
hién enterotoxin gen bang k¢ thuat PCR.

Vdéi cac phong thi nghlem khéng thé trang bi thém cac phUdng tién phat
hién chinh xéc E. coli, néu khéng phat hién dutdc chc téc nhéan vi khuén gy
benh khac ma trén h0p thach phan lap vi khuin E. coh lai chi€m da s& thi
nén lam khang sinh d6 vi khuéin nay dé tra 13i két qua cho lam sang. ‘

Cac vi khufin khéng giy bénh duong rudt nhu Proteus, Klebsiella,
Pseudomonas ¢ thé la tac nhin giy tiéu chay trong cac t‘,rLIdng hgp Ioan
khuan do vay vén nén lam khang sinh do6 va tra 19i két qua cho 1am sang

néu chiém da s6 trén hop thach phan 14p va khéng ¢6 cic vi khuén gay
bénh khac.



9. CAU HOI ON TAP

a.  Cho biét cac chi dinh dé c&y phan.
b. Hay cho biét cach 18y m&u phan nhu thé nao?

c.  Hay cho biét phuong tién dé 1ay va chuyén chd m&u phén thich hgp nhit
cho cac bénh vién hién nay, va phéan tich cac uu khuyét diém cua cac
phuong tién nay.

d. Hay cho biét qui trinh xét pghiém vi sinh l4m sang thuc hién tai phong
thi nghiém déi v6i bénh pham phan.

e. Hay cho biét cac vi khuén gay bénh co6 thé gip dudc trong ciy phan.

3.:}-\'(} TRI‘.,‘-N_{:_.
Byng min
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Hinh 3.1: Lo Idy phan tuoi c6 trang bi mai
chéo gén trén nép rat thuan tién cho
bénh nhan 14y phan va ndp vén chat

tranh nguy cd ri phan ra miéng lo

Hinh 3.2: Lo 18y phan khao sat ky sinh trung
c6 tii F2M sin sang dé dung bao quan phan
khao séat ky sinh triing. Vi lo nay ching ta
c6 thé Iuu mau hon 1 tuén

%
k Ly bénh phiim
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Hinh 3.3; Cap tube dla tam béng v trung/méi trudng chuyén chd Cary — Bair
c6 thé gitp Iuu mAu phan trong 48 gio
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So dd 3: Qui trinh vi sinh 1am sang
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PHU LUC 1:

Ky thuat phan lap Campylobacter jejuni

L3y mau

MAu c6 thé 14y tugi gii dén phong thi nghiém dé lam xét nghiém ngay. Néu
dé cham tré hon 2 gio thi miu phai 18y vao méi trudng chuyén chd/ting sinh
Campy -thio.

Phan lap Campylobacter jejuni

C6 thé cdy phan lap ngay, hay ¢6 thé git ting sinh mAu trong Campy - thio 8
ti1 4m 42°C trong 4 — 6 gid réi mdi cdy phan 1ap. C6 hai cach:

— Phéan lap truc tiép: cdy bénh phdm bing phudng phap 3 chiéu trén msi
trusng Campy — BAP, roi 4 hop thach trong mot binh 0 ky khi (Genbox-
anaer clia bio -Mérieux) dung bao sinh vi hiéu khi (Microanaer cta bio -
Mérieux). Giit binh trong ti 4m 42°C trong 24 dén 48 gid.

— Phén lap qua loc: dung mdt loc cellulose acetat 0,65um vé trung dit trén
mit hop thach Campy — BAP nhung khéng c6 khang sinh. Dang pipet
Pasteur vé triing hit bénh phdm hay dung dich ting sinh bénh phdm, nho
5 — 15 giot lén tAm cia gifly loc. U ngita hop thach trong ti &m 37°C hay
42°C trong 1 gid. Sau d6 14y to gidy loc ra khoi mit thach, tranh khéng cho
bénh phdm nhé tric tidp 16n mat thach. U hép thach nay trong diéu kién vi
hiéu khi nhu trén.

Dinh danh Campylobacter jejuni

— Sau khi 4, quan sat mat thach. C. jejuni cho khuén lac kha tidu bidu: mau
xam nhat hay xam vang nhat, hoi nhay, d6i khi ¢6 duéi theo dudng cdy
(hinh 10). Kich thuée kha 16n: 1,6 — 2 mm.

— Nhuém gram, vi khudn dn mau gram [-], hoi nhd, hinh cong, c6 thé thay
dang dic trung hinh canh chim hai 4u. D61 khi ¢6 hinh d4du nga (hinh 3.1).

— Soi tudi qua kinh hién vi do pha hay nén den, thay vi khuén di déng nhu
tén ban.

— Thi nghiém oxidase [+], catalase [+]

H&1 da dugde cac yéu t6 trén 1a c6 thé dinh danh Campylobacter jejuni.
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PHU LUC 2:
Mabi trudng cdn thiét dé phan lap C. jejuni

Dung dich khang sinh 100x

— Cong thic

Vancomycin 100mg
Trimethoprim 50mg
Polymyxin B 25000U1
Amphotericin B 20mg
Cephalothin 150mg
Nudce cit 100ml

— Vb trung qua loc milipore. Phan phéi vao cac chai, mdi chai 2ml dé ché 200
m] méi trudng. Giit cac chai trong ti déng —70°C

Mai truding chuyén chditing sinh Campy -thio

-~ Céng thic
Thioglycolat media 30gr
Bacto agar 1,6gr
Nudc cdt 1000ml

~ Pun tan méi trudng va agar, dé ngudi, chinh pH dé&n 7,2.

— Phén vao céc chai Duran loai 250m] nap vin chit, mdi chai cho vio chinh xac
200ml méi truong. H&p khtt trung 121°C/15 phat. Dé ngudi, thém vao méi
chai 2ml dung dich khang sinh 100X & trén. Cé thé dé nguyén chai trong t
lanh 4°C, hay phan phéi v trung 5ml Campy -thio vao cac tube 15 x 125mm
v6 tring nip van chéit rdi gid trong t lanh 4°C (khéng qua 2 thang).

Moi truong phan |&p Campy -BAP

— Cong thiic
Brucella agar base 43gr
Nude cat 1000ml

— Pun tan méi trudng va agar, dé ngudi, chinh pH dén 7,2.
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— Phén vao cic chai Duran 250ml ndp vin chit, méi chai 200ml méi trudng.

Khit tring bang hap uét 121°C/15 phit. D& ngudi dén 45°C, thém vio mai
chai 10ml mau cttu da mé4t fibrin va 2ml dung dich khang sinh 100X & trén.
Lic nhe dé trén déu, tranh bot. P8 vao hop petri vo trung loai 90 mm, méi
hop d6 18 — 20 ml méi trudng. Chd dic lai hoan toan.

Gitt cac hp thach trong td lanh (khéng qua 2 thang).
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Hinh 3.2: Hinh anh khém vi khudn Campylobacter jejuni trén thach Campy - BAP
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BAI 4. MAU NUGC TIEU VA CAY NUGC TIEU

MUC TIEU

1 Thue hién duge hay hudng dén lém sang thue hién duoc ldy ding mdu
nude tiéu, tranh ngoai nhiém, dé lam xét nghiém vi sinh lam sang phdt
hién cdc tdc nhén vi khudn géy bénh.

2. Thue hién dude qui trink xét nghiém vi sinh lém sang mau nwdc tiéu,
dde biét qui trinh cdy dinh lugng méu nude tiéu.
3. Lua chon duge phuong tién thich hop nhét cho cdy nude tiéu trong cdc

bénh vién hién nay nho biét duge phuong tién thich hop nhdt dé thuc
hién dude xét nghiém vi sinh lém sang nudc tiéu.

1. CHIi BINH CAY NUGC TIEU
~ Cée trudng hop béc si 1am sang nghi ngd nhidm tring tiéu (NTT) c&p tinh,
man tinh, ¢6 triéu chiing hay khéng ¢é triéu ching.

— Nén cho chi dinh ey nudc tiéu d6i vi cac bénh nhén c6é mét trong céc tridu
chéng nghi ngd bénh nhan bi (1) nhiém tring bang quang nhu ddi ra mu, ddi
khd, dai ra mdu, ddi dau, dau tuc ving trén xuong mu hay bung dudi,
hay (2) nhiém tring than nhu dau lung, titc cdng ving géc séng - suon.

2. THOI BIEM CAY NUGC TIEU

~ Tét nhat 14 budi sang, 14y trude khi bénh nhén ding khang sinh.

— Trong dém, bénh nhan ¢8 nhin tiéu cho d&n khi 14y miu.
3. CACH LAY BENH PHAM

~ Nuée tidu nén duge 1y vao cac lo v tring nap day chit (o vé tring ldy
méu). Tt nhét 1a cac lo miéng rong, hay cic 6ng nghiém ly tAm ndp chit.
C6 thé 18y nude tidu va ciy ngay tai giuong vio chai cdy 2 mdt thach cdy va
dinh lugng nudc tiéu (xem hudng dén va qui trinh si dung chai 2 mdt thach
cdy va dinh luwgng nude tiéu).

- Nudc tiéu sau khi 14y xong phai dugc gdi dén phong thi nghiém khao sat
ngay. N&u cham tré, c6 thé giit trong t lanh 4°C, nhung khdng qua 4 gid.
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_ Nuéc tiéu phai duge 14y bing phuong phap vb trang, tranh t61 da sy nhicm
ban ti ¢o quan sinh dyc ngoai. Sau day cac phudng phap 18y nuéc tiéu it
bénh nhan.

3.1. D5i véi phu nir hay tré gai Ion, bénh nhan ty 1am hay diéu duSng giup

- Ria tay k¥ bing xa phdng, nudc rdi lau khé bing khin sach.

_ (C&i quAn, vach am méi, rifa sach rdi thdm xa phéong trong ra ngoai bing
béng hay gac vo trung.

- Rua sach xa phong ri th&m khé bling gac v6 tring. Sudt qua trinh van
dung tay vach Am méi khong cho dung vao phén bén trong.

— Tiéu bé phan dau, lay nudc tiéu phén con lai.
3.2. D&i v6i dan ong hay tré trai 16n, bénh nhan ty 1am hay diéu dung gitp
— Rua tay sach nhu trén.
— Kéo phin da qui d4u tut ra sau.
— Riia sach cling nhu trén.
- Tiéu bd phan dau, 14y phin nuée tiéu cdn lai,

3.3. DSi v6i tré nho, khé 1ay hon vi bénh nhan khdng biét hgp tac

— Trude khi 14y nude tidu nén cho bénh nhan uéng nhiéu nude.
— Cho bénh nhén ngdi trén dui me, ria sach bd phén sinh duc ngoai roi xi bé
tidu, hitg 14y nuéc tiéu cang nhidu cang tot.

3.4. C6 thé 1ay biing cac phuong phap khéc

— Choe qua da trén xugng mu.
— Bing &ng thong tiéu hay qua ndi soi bang quang.
4. KHAO SAT TRUYC TIEP
Tron déu nude tidu rbi nhd 1 giot tryc tiép trén lam. Cha khé tu nhién roi

nhuém gram. Quan sat dudi vat kinh dau.

— N&u c6 it nhat 1 t& bao vi khudn va/hay bach cAu hién dién trén mft quang
trudng, ¢6 thé nghi ngd bénh nhin bi nhiém trang tidu. C6 thé 1am khang
sinh dé tryc tiép ti mau nudc tiéu nay.

— Né&u toan phét nhudém khong hay phat hién duge rit it t& bao vi khuin hay
bach cdu, bénh nhan chic chén khéng bi nhiém trung tidu.

35



5. CAY NUGC TIEU

— Ding vong cfly dinh lugng 0,01 (10ul) hay 0,001 (1ub, 1ay ddy mot vong ciy,
cling ¢6 thé dung micropipet véi dau tip v trung 14y 1ul nude tidu, trai toan bd
1én bé mat hdp thach nudi cdy (thudng 14 BA hay BANg va MC hay EMB).

- UBA hay BANg trong binh nén, MC hay EMB 1 thudng, tat ca trong ti 4m
35-37°C, dé qua dém.

— Doc két qua bang cach dém s8 khom trung dé biét s lugng vi khudn trong
mam c&y ban diu, sau d6 suy ra toan b sd lugng vi khudn séng (Colony
Forming Unit=CFU) trong 1 ml nuéc tidu. Néu cé:

+ < 10000 CFU/ml nuéc tifu, khéng 6 nhiém trung tiéu.

+ > 100000 CFU/m] nude tidu, chic chén c6 nhiém trang tiéu, dinh danh vi
khuén va lam khang sinh dé.

+ 10000 < 100000 CFU/m] nudc tiéu, nghi ngd nhiém trung tiéu. Trong
trusng hdp nay, néu bénh nhin co d&u hidu 14m sang chic chén nhiém
trang tiéu hay bi nhiém trang tiéu tai phat nhiéu l4n, cé thé dinh danh
vi khuAn phén lap duge va lam khang sinh dé.

6. KHAO SAT SINH HOA, TE BAO VA CAN LANG

- Thuc hién sau khi cdy.
— D&i vdi sinh héa, dang gidy nhing.
- Quay ly tAm 14y cén dé khao sat t& bao va cin ling.

7. CAC VI KHUAN THUONG LA TAC NHAN GAY NHIEM TRUNG TIEu

Enterobacteriaceae (Escherichia coli, Klebsiella spp, Proteus spp...)

Enterococcus spp.

. N # aF A~ ~ -
— Pseudomonas aeruginosa, va cic truc khuan khong 1én men khac.

Staphylococcus aureus.

S. epidermidis.

S. saprophyticus.

— Candida albicans.

M. tuberculosis.
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8. CAY NUGC TIEU — CAC CAU HOI THUGNG GAP

8.1. Lam thé nao dé lay dung nudc tiéu lam xét nghigém vi sinh lam sang?

8.2.

Lay ding nudc tidu dé 1am xét nghiém vi sinh 14m sang la phai 14y nude
tidu gidia dong, 14y bang phudng phap vb trung, trong dé quan trong nhat
12 phai riia sach bd phén sinh duc ngoai trude khi hing 14y nudc tiéu gitia
dong.

Dung cu dyng nudc tiéu dé lam xét nghiém vi sinh 14m sang ciing phal thich
hop, nghia 1a phai ding céac lo vo trung va cé thé hitng 14y nudc tiéu dé dang
ciing nhu khong chay thim ra ngoai trong qua trinh chuyén chd dén phong
thi nghiém. Thich hgp nhat 14 céc lo dung tich khoang 50-100ml, v0 trung,
miéng réng, c6 ndp van chat va ¢6 nhin dé ghi tén bénh nhan ciing nhu cac
théng tin t3i thi€u khac vé bénh pham.

Trén thue t& rat it khi 1Am sang quan tam su dung ding dung cu 18y nudc
tidu, rat nhidu ndi chi dang cac lo thuy tinh kidu chai dung thudc chich rua
sach, nhét gon hay cac tube thuy tinh nhét gon roi say hay hap dé vé trang.
Cac vat liéu nhu vay khong chi rit khé hing nudc tiéu gitia déng ma con bi
thdm ra miéng lo hay tube giy nguy cd ngoal nhidm cho miu va con c6 thé
nguy hiém cho ngudi xét nghiém.

Ngoai ra ciing ¢6 nhiéu ndi 1dm sang khéng quan tam hudéng dan hay gitp
bénh nhan lay dung nudc tidu giida dong va 18y vo trang, tham chi ¢6 khi
bénh nhan lai 14y nude tiéu trong b6 dé dua cho lim sang. Chinh vi vay mau
nudc tiéu gii dén phong thi nghiém cé thé bi ngoai nhiém va gy sai léch
két qua.

Quay ly tam nudc tidu va lam phét nhudm gram c@n lang cé gia trj gi khong?

- Hién nay vAn cé mot s6 phong thi nghiém lam phét nhudm gram cén lang

nude tidu sau ly tAm va tra 191 cho 1dm sang cie hinh anh gram vi khuan ho
quan sat duge. That sy két qua nay khong c6 ¥ nghla gi trong viéc cho biét
bénh nhén cé hay khong c6 bi nhiém tring tiéu va bi nhiém trang do vi
khudn gram nao vi da s cac can l4ng nude tiéu da khong bi nhiém trung
tidu vin cé chia mot it vi khuén do két qua cta sy tap nhiém khi nude tiéu
di qua dudng sinh duc ngoai.

— Tuy nhién nhuém gram cidn ling nude tidu sau ly tAm lai rat cé gia tn dé

phat hign w1 khuén lau (N. gonorrhoeae) la cac song cfu gram [-] hinh hat ca
phé noi t& bao trong cac t&€ bao niém mac dudng tiéu hay dudng sinh duc.
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8.3. Néu chua thé cdy ngay, c6 thé luu miu nudc tiéu trong th lanh 4°C dugc
khéng? Va luu dugc trong bao lau?

— T6t nhét 14 nude tiéu phai dude chuyén dén phong thi nghiém ngay sau khi

18y va phai duge cAy ngay vi néu dé cham tré cac vi khuan tap nhiém sé
tdng sinh trong nudc tidu va lam sai léch k&t qua cfly dinh lugng. Chinh vi
vay, trong cic phién truc, hay khi khéng ¢6 ky thuit vién cdy dinh lugng
nudc tidy, t6t nhit phong thi nghiém dung chai cdy nudc tiéu hai mit thach
vl v&1 phuong tién nay bat cit ai cling thue hién duge k§ thuat cdy dinh
lugng nude tidu,

C6 thé giit nude tiu trong ta lanh 4°C, nhung khéng dude qua 4 gis. Tuy
nhién c¢6 nhiéu miu nude tidu bi duc do syt hinh thanh céc tinh thé khi da
lanh, do vay cac miu nay khong thé khao sat can ling duge.

8.4. Phat hign nitrit trong nudc ti€u cé6 chinh xac khéng dé xac dinh nhidm
tring tiéu?
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- Phat hién nitrit d& xac dinh nhidm trung tidu dya trén nguyén tic 1a néu 6

nhiém tring tiéu, vi khuin trong nudc tiéu sé khi dudge nitrat trong nude
tiéu thanh nitrit. Tuy nhién khéng phai t4t ca cac vi khudn déu c6 kha ning
ndy, do vay vAn cé nhiéu trudng hgp nhiém triing tiéu nhung khi thi nitrit
vAn 4m tinh.

Ngoai phudng phéap tim nitrit, cling c6 thé tim sy hién dién cua bach cau
trong nuée tidu dé xac dinh nhidm trang tidu vi mdt khi ¢6 nhiém tring tiéu
thi ¢6 phan dng viém va ¢6 phan ng viém 14 c6 hién dién bach cAu. Nguoi
ta phat hién bach ciu béng cach phat hién men myeloperoxidase hay mét s6
men déc hiu clia bach cdu ¢6 trong nude tiéu khi cé bach cdu.

C4 hai phuong phép trén vin 1a cac phuong phéap gian tiép phat hién nhiém
tring tiéu, khéng thé cho bidt vi khuén gay bénh 1a vi khu&n gl va ciing
khong thé cho biét khang sinh d8. Chinh vi vay, phudng phéap vi sinh cAy
dinh lugng phat hién nhiém tring tiéu 12 phudng phap chuén nhat va hitu
dung cho 14m sang nhat.



PHU LUC

San pham lién quan: Chai cdy dinh lugng nudc tiu hai mat thach
BANg va MC

Muc dich sif dung o g Nép ngoa
Chai cdy hai mat thach BANg .
va MC da duge nghién ciu san xuat
ra dé thuc hién dude ky thuat céy . Nép cao su
dinh lugng nude tifu mdt cic dé dang
thay phﬂLIdng phap cdy dinh lugng Nip trong
kinh dién phai dung micropipett v6
tring 1pl hay phai dung vong cay . Thach MC
dinh lugng. :
Than chai
Déng goi polystyren
Chai cAy hai mit thach BANg - Thegé::Nrgau
MC 12 chai bing polystyren ¢é do hai A
mit thach BANg va MC trén hai mat
héng cta chai. Chai c6 nap van chat
véi mat ndp bing cao su dé dang
dam kim bom méim cay vao. Chai ¢con
c6 mot nip ngoai boc bao vé8 16p ndp  Hinh 4.1: Cau tao chai cdy nudc tidu 2 mat
trong. T4t ca duge boc kin bang thach BANg va MC

mang co.
Cach si dung

P N ” 2 . ae 2 - 2 2 s .
_ Xé rach mang co, riit nap ngoai khol nap trong, van nap trong dé ma chal.

— D& nudc ticu can cdy vao chai, day chat nap trong. Lac nhe dé trang déu
nude tidu 1én hai mit thach. Mg nap trong dé dd bé tat ca nudc tiéu trong
chai ra ngodi. Van ndp trong trd lai nhung gl nap 16ng. Pay nip ngoai 1én.
G chai 8 vi trf thing trong binh nén réi dé trong th &m 35-37°C. Quan sat

khém vi khudAn moc trén hai m3t thach mdi ngay trong 2 ngay. Poc két qua
dinh lugng nhu hinh dudl. :

— K&t qua dinh danh sd b6 ¢6 thé doc nhu sau:

_ N&u chi c6 vi khudn moc trén mat thach BANg ma k]lﬁng moc dugc trén mat
thach MC thi vi khuan phén lap duge co thé 13 céu khudn gram [+] nhu
ntreptococcus faecalis hay Staphylococcus aureus hay S. saprophyticus.
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~ Néu vi khuén moc trén MC ma khong moc trén BANg thi d6 1a cac truc
khuén gram [-] dé moc.

~ Tat ca vi khudn phén lap dude déu phai nhuém gram, dinh danh va lam
khang sinh do.

M&u duong tinh Mau &m tinh Mau nghi ngo |
(nhiém tring tiéu) (khéng nhiém tring tiéu) (c6 thé nhiém trung tiéu)

Hinh 4.2: Danh gia cac mic dd vi khudn moc trén chai céy nudc tiéu
hai mat thach BANg va MC

Hinh 4.3: Lo ndp do vé tring ldy nudc tiéu
gitip bénh nhan dé dang ldy nuéc tiéu va tranh
nguy co nuéc tiéu bi ri ra ngoai trong qua trinh
chuyén chd dén phong thi nghiém hay khi thao
tac véi bénh phdm

Hinh 4.4: Chai 2 mat thach BANg va MC dung
cdy dinh Iugng nudc tiéu, rat thich hgp trong cac
phién truc khi phong thi nghiém khong cé nhan
vién truc chuyén khoa vi sinh
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9. CAU HOI ON TAP

a.

Cho biét cac chi dinh dé cdy nude tidu.
Hay cho biét cac cach 14y mau nudc tiéu nhu thé nao?

Hay cho biét phucng tién 14y va chuyén chd mau nudc tidu thich hop
nhat cho cac bénh vién hién nay va phén tich cac uu kXhuyét diém ctia cac
phudng tién nay.

Hay cho biét qui trinh xét ng}nem vi smh }am sang thuyc hién tai phong
thi nghiém do1 véi bénh phédm nudc tidu.

Hay cho biét cac vi khuin gay bénh cé thé gap dude trong cily nude tidu.

41



@SH BA MA Yuep yuip 'LIN 92
6@:0 Bunys mzw 1@ zd

TR LT N RIS

| ngw e Ag
FRAFFFRFFFR : t o
m : - .. . mc::o GV_
ugy haiyu jeyd S ._m
op yuis mr_m_t_ c__._mn yuig ngp ue| :
a4—  mINEINEN ‘_l LINEIDSN ey
. ”  denoina@sy
jwin4dd ooooo__‘h _E_.ﬁn,o coooor 00001 /N4 00001 > _ :0q 0s DM i
1a
+ bt e - o s - . . . =
: . a o
o : a
Bupn| yuip Ao v . )
co:_i ipAZODAQUD | | | oM BALIN o o
e - 0 :5q 08 enb1gy :
. R dat} 2/\) @S
(vg) 200/0:LE N _ . o I
" . ney Bunu) weiyu 03

Bupny) BuenbyuEnuy 1A 1 > 00

:Bupny) Guenbngo yoeq | T 99 NeN )

O eA BNV \ - \
1]4]

Ay g ugl) d— » .
Bugn| yuip AD AVYD WONYN=L1SM

Ng1 0pNU ES OBLY BUES Wil YUIS 1A YULY IND ¥ 0P S

‘42



BAI 5. DICH NAO TUY

MUC TIEU

1. Ly, chuyén chd dich ndo tuy va thy duge tinh cdp thiét phdi gii gép dich
ndo tuy dén phong thi nghiém dé céy ngay dé ting co héi bat duge vi khudn
géy bénh. ’

2. Thuc hién dude day du cde bude dé khong bo sot cde co héi phdt hién cde
tdc nhén vi khudn géy bénh nhi biét dudc qui trinh thuc hién vi sinh lam
sang mau dich ndo tuy.

3. Phat hién dude cdc tde nhén thuong gy viém mang ndo mu diz ede tde nhan

nay da s6 rdt la khé moc vi biét ding cdc phuong tién cén thiét va thich hop
nhdt dé thue hién duge xét nghiém vi sinh lam sang dich néo tuy.

1. CHi BINH CHOC DO DICH NAO TUY (DNT) KHAO SAT VI SINH LAM SANG
~ DNT nén dude choc do dé khao sat vi sinh 1am sang trude cac bénh nhén cé
cac tridu chiing nghi ngo viém mang ndo.
— Khéng nén choe dd DNT trude cac bénh nhén ¢é ddu hidu gia tang ap luc nHi
s0. Dau hiéu nay duge kham phé qua soi day mét thay gai thi bi phii né.
2. THOI BDIEM CHOC DO DNT

- Cang sdm cang tdt, ngay sau khi ¢6 chdn doan 1am sang.

— Trudc khi bénh nhan dung khang sinh diéu tri hé thing.
3. CACH LAY VA CHUYEN CH®

— DNT phai dudc bac si chuyén khoa chee do, phuong phéap vo trang.

~ 5-10ml DNT duge 18y vao 2 lo v6 trang nép chat (cé thé dung tube ndp
vang vb triing hay tube Eppendorf biopure) roi giti ngay dén phong thi
nghiém, khéng cham tré. Mét lo khao sat vi khudn hoc va mét lo khao sat
sinh héa t& bao,

— C6 thé cdy ngay tai giudng vii chai 2 mdt thach cdy DNT va cde dich khong
tap nhiém (xem hudng déan va qui trinh sz dung chai 2 mdt thach cdy DNT
va cde dich khéng tap nhiém). :
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4. QUAN SAT DAI THE

Ghi nhan céc tinh chat dai thd ciia DNT, nhu 1a:
Trong, keo

Duc, mt

Vang, hay vang chanh

— Cé mau, c6 sdi fibrin, ¢6 can
5. KHAO SAT VI KHUAN HOC
Khao sat vi khuan hoc theo cac bude sau
5.1. Stra soan bénh pham

~ Né&u DNT duc, khéng cin ly tam.

— Céac trudong hop khac, ly tam DNT 10 dén 15 phiit d t6c d6 cao nhét cua
may ly tdm ban. L4y phin can khéo sat vi thé va nubdi cdy, phidn nudc
lam phan Gng héa mién dich phat hién khang nguyén hoéa tan va lam
phan iing sinh héa.

5.2. Khao sat vi thé

— Lam phét soi tuoi

Nho mét giot cin ly tAm vao lam kinh, day lamel 1&én. Doc dudi quang trudng
x400, déng bét hay ha bét tu quang dé thdy ré do tuong phan. Tim:

+ Bach cidu (da nhén hay lympho), héng cau
+ Vikhufn, ndm men
+ Don bao (Naegleria fowleri)

Néu ¢6 ndm men nghi Cryptococcus neoformans, quan sat dich nio tay dudi
giot mye tau hay véi nigrosin 20%

-~ Lam phét nhudém
+ Gram
+ Khang acid (néu c¢é yéu cau)

K&t qua phét nhudm va két qua soi tudi phai thong bao ngay cho béc i diéu tri.
5.3. C3y phan lap vi khuin gay bénh

— Vi la miu bénh phdm khéng bi ngoai nhifm nén c6 thé cdy nhiéu mam ciy.

44



Cé thé chi cAn ciy vao thach nau cé bd sung XV (CAXV), 0 § nhiét do 35-
37°C trong binh nén.

Néu khéng c6 diéu kién ma DNT 14 clua tré con, c¢6 thé ciy vao hop BA cb
vach mdt vach 8. aureus thang géc véi dudng cdy mam cdy dé kich thich H.
influenzae moc duge, i 3 nhigt dd 35-37°C trong binh nén.

Phan DNT con lai ¢6 thé cay luu dy phong (back-up) vao dung dich BHL

Theo ddi lién tiép trong t6i da 3 ngay, bat cit lic nio c6 sy hién dién cla
khém vi khuén, tién hanh dinh danh va khang sinh d6. Néu ¢6 diéu kién,
dinh type hay group huyét thanh ctia vi khuén.

Vi viém mang nio ma (VMNM) 14 mét bénh nguy hiém, de doa tinh mang,
nén mét khi c¢6 vi khuédn moe thi phai ti€n hanh nhudm gram khém vi
khudn va két hgp véi tinh chit khém vi khudn moc trén méi trudng phan
1ap, phai tra 101 két qud tam thoi cho bac si ldm sang ngay.

N&u ¢6 yéu cAu tim C. neoformans, cdy DNT trén thach Sabouraud, trén
BHI, 1 & nhiét d6 35-37°C. Cing theo déi lién tuc trong 3 ngay.

Néu c6 yéu clu tim M. tuberculosis, cdy DNT vao méi truong Lowenstein -
Jensen (nén céy 3 6ng), 4 § nhiét d§ 35-37°C. Theo ddi lién tuc trong 2 thang.

6. TIM KHANG NGUYEN HOA TAN CAC VI KHUAN GAY BENH THUONG GAP
TRONG DNT BANG CAC PHUONG PHAP HOA MIEN DICH

C6 thé phat hién khang nguyén hoa tan cac vi khudn gay bénh c6 trong DNT

bing mot trong céc phan ting héa mién dich nhu:
— Tu latex véi bd thude thit MENINGITEX, PASTOREX..
— Pién di mién dich d6i luu (CCIE)
- ELISA

Trong cic phudng phap trén thi phuong phéap tu latex cho két qua nhanh

nhit (khoéng qua 3 phiit), don gian nhat (c6 thé thye hién ngay tai giudng bénh), it
chiu anh hudng cla cac théng s6 k¥ thuat va rit nhay cdm.

7. TAC NHAN VI KHUAN GAY VIEM MANG NAO

— Tré sd sinh (cho d&n 2 thang tudi)

+ Escherichia coli,
+ Céc Enterobacteriaceae khac (Salmonella spp, Citrobacter spp),
+ Streptococcus agalactiae (nhém B),

+ Listeria monocytogenes,

— Céc lita tudi khac
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+ o+ + o+ o+ + o+

Haemophilus influenzae type B,
Neisseria meningitidis,
Streptococcus pneumoniae,
Mycobacteriur;t tuberculosis,
Listeria monocytogenes™,
Cryptococcus neoformans®,

Staphylococei®.

Bang 5.1: Bién luan két qua sinh hoa -t& bao -vi thé - dai thé dich néo tuy dé t d6 c6 thé

suy doan ra dugc tac nhan vi sinh vat gay viém mang néo my

Théng s& VMNvikhudn ~ VMNlao VMNvinim  VMNvirus
Bach cau Pa nhan Bon nhan Pon nhan Bdn nhan
Glucose Rat thap Thap Thap Binh thuding

5-20mg/100ml 20-40mg/100mi 20-40mg/100ml 65-70mg/100ml
Protein Tang Tang Tang Hdi tang trong giai
doan dau
Vi thé Thudng phat hién Hiém khi thay Thudng phat hién am tinh
dudc vi khudn dudc AFB dugc vi ndm
Pai thé Buc vang chanh Buc nhe Trong

@ | & tac nhan gay VMNM thudng gap nhét & tudi tir 6 thang dén 2 tudi, Hiém & tudi trén 5 tudi.
® Gap § ngudi bi suy giam mién dich (vi du AIDS)
© Gap & ngudi chiu phAu thudt so ndo hay sau dan iuu

8. CAU HOI ON TAP

a.

b.
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Cho biét cac chi dinh 1am sang dé cdy dich ndo thy, va thoi diém t6t nhat
dé 13y dich nio tuy.

Hay cho biét céc cach ldy va chuyén chd dich nfo tuy dén phong thi
nghiém dé 1am xét nghiém vi sinh l1Am sang.

Hay cho biét phudng tign 14y va chuyén chd dich nao tuy thich hgp nhit
cho cac bénh vién hién nay, va phan tich cac uu khuyét diém cua cac
phudng tién nay.

Hay cho biét qui trinh xét nghiém vi sinh 14m sang thyc hién tai phong
thi nghiém d8i véi bénh phim dich néo tay.

Hay cho biét cac vi khudn gay bénh ¢é thé gip duge trong cdy dich néo tay.

Hay cho biét cac phuong phap hoa mién dich phéat hién khang nguyén
hda tan cac vi khuin gy bénh viém mang nao mu ¢ trong dich nio tuy.
Phan tich cic vu khuyét diém cta cac phudng phap nay.

Bién luan két qua sinh héa t& bao xét nghiém dich néo tay.



Naegleria fowleri
soi tugi dudi KHV

.

Neisseria meningitidi qua
phét gram dich n&o tuy

C.neoformans soi dudi
KHV dao pha

Strepiococus pneumoniae qua
phét gram dich n&o tuy

C.neoformans
soi tuai dudi KHV

Hinh 5.1: mo6t s& hinh
anh quan sat tryc tiép
phét soi tuoi hay phét
nhuébm gram cac mau
dich ndo tuy bénh nhan
VMNM
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PHU LUC 1:

~ . A
San pham lién quan:

CHAI HAI MAT THACH CAXV DPE CAY DICH NAO TUY HAY CAC CHAT DICH

KHONG TAP NHIEM KHAC

Muc dich sif dung

Chai cay hai mit thach CAXV
da dude nghién cttu sdn xuét ra dé
thuc hién dude kj thuit cdy tai
giuong hay cay trong phién tryc cac
mau dich ndo tuy; hay cac dich
khéng tap nhiém khéc nhu dich
mang phéi, ma abcess, dich mang
bung, dich méang tim, dich khdp...

Pong goi

Chai cAy hai mit thach CAXV
14 chai bing polystyren c¢6 d8 hai
mat thach CAXV trén hal mét héng
ctia chai. Chai ¢6 nap van chit véi
mit ndp bing cao su dé dang dam
kim bom méam cfy vao. Chai con ¢b
mét nidp ngodi boc bao vé 16p nip
trong. T4t ca4 dude boc kin bing
mang co.

Cach sur dung
—~ Xé rach mang co, riat nip
ngoai khoi nap trong.

-~ M4 nip trong dé cho bénh
phdm trang 1én hai mét
thach sau dé van chat lai

Nép ngoai

P T S

N3p cao su

~ Nép trong

_Thach CAXV

Théan chai
_ polystyren

Thach CAXV

Hinh §.2: C4u tric cha chai 2 mat thach CAXV
ding cdy dich nao tuy va cac dich
khéng tap nhiém khac

nap trong. Cé thé khong md nap trong ma dang bom tiém hut lay bénh
phiam rdi bom bénh phim qua nép cao su (sau khi st trang bing cén va dé
kho) de trang 1én hai mat thach. Dé chai ndm 1én mat bén (khoang vai phut
cho m&i mit bén) dé bénh phém dude trang déu lén 2 mit thach., Sau dé
dUng ding chai 1én, néi 16ng nap trong, day nép ngoai 1én, cho vao binh nén
va d8 vio ti &m 35-37°C. Né&u 12 t& &m CO, thi khong cin cho vao binh nén.
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— Quan sat khom vi khudn moc trén hai mat thach mdi ngay trong 2 ngay.

_ Do mat thach cAy bénh phim 1a thach CAXV giau bé dudng va g1au XV, do
vay tit ca cac vi khuén dd khé moc nhu H. influenzae, N. meningitidis, S.
pneumoniae déu c6 thé moc dudgc. Khi thay c6 su hién dién cha bt k¥ khim
vi khuén nao moc trén mat thach thi phai lam phét nhudém Gram dé quan
sat hinh thai v1 khudn va tién hanh dinh danh, khang sinh dé theo hudng
ma hinh anh Gram vi khuén ggi §.

PHU LUC2:

MEN}NGITEX - phat hién nhanh khang nguyén hoa tan cac vi
khuan thuong gay viém mang nao mu ‘

Nguyén téc thir nghiem

Thi nghiém thyc hién dua theo nguyén thc cia phan ang tw latex, cac khang
thé dac hiéu duge gAn trén hat latex s€ bi tu lai khi gip cac khang nguyén tuong
tng va hién tugng tu nay sé thiy dude bing mét thuong.

Thanh phan thudc thir

Mot bd thude thit gdm 5 tube nép chit chita thudc thu la 1 ml huyén dich cac
hat latex d& duge gan khang thé dac hiéu Neisseria meningitidis group A (lo NMA),
Neisseria meningitidis group B (lo NMB), Neisseria meningitidis group C (1o NMC),
Haemophilus influenzae (19 Hib) va Streptococcus pneumoniae (1 1o PNE). Ngoal ra
con ¢6 lo chita 200ul khéang nguyén ching (1o C [+]). Hop thube thit phai dudc bao
quan tai nhiét d% 4°C, ¢ han duing 2 ndm ti sau ngly san xudt.

Phurong phap thyc hien thu nghiém

Chudn bi mot lam sol kinh hién vi mdi, lau sach bing con, 1 sau d6 lau kho.
Nhé khi cAm lam phai cim trén canh lam chit khong cAm trén mit lam. Dang bt
aceton hay bit m3 ké 50 trén lam. Nho 1én mb 6 mdt giot (khodng 10pD) dich nao
gy (DNT). Léc manh cac tube thudc thit MENINGITEX dé thanh huyén dich duc
d6u nhu sita. Sau do nho trén 6 ddu tién mot giot (khoang 10p1) NMA, 8 tha 2 mot
giot (khoang 10pl) NMB, & thit 3 mot giot (khoang 10pb NMC, 6 thit 4 mdt giot
(khoang 10p1) Hib, 0 thit 5 mot giot (khoang 10pl) PNE. Thay diu cone sau moi 1an
14y va nho thudc thit trén lam. Dung que tam tron déu giot thudc thi vao giot dich
nao tay, vifa tron via ¢rai rong hén hop ra cho ghn day mat &, nhd thay que tam
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sau khi trén hén hgp trong mbi 6. Sau khi tron xong, giii canh lam giia hai ngén
trd va cai, 1dc nghiéng téi roi nghleng lui trong vong 3 phit, via l4c vita quan sat
xem 0 nao tu lai dé ghi nhan két qua [+] khang nguyén hoa tan cia vi khuén giy
bénh c6 trong dich ndo tiy tuong ng véi khang thé dac hiéu cé trong giot thudc
thi. C6 hién tudng tu trong 6 khi cac hat latex khong con 4 dang huyén dich duc
déu nhu sia ma tu lai thanh hat lgn cgn trang trén nén dung dich trong dan di.
Hat lgn cgn trang cang 16n khi phén tng tu cang manh, cang nho khi phan Gng tu
cang yéu. Néu sau 3 phut phan ng tu chua thay ro, ¢ thé quan sat qua mt gudng
16m anh phan chiéu cia cac 6 qua guong 16m dé phéat hién hién tugng tu.

Kiém tra thudc tha

Ci mbi vai thang kiém tra thudc thit xem c6 con di nhay khéng véi ching [+]

va véi nuée mudi sinh ly. Thuc hién trén 2 lam soi kinh hién vi, méi lam cting ké 5
6. Thuc hién nhu trén nhung trén mot lam, thay vi nhd vao mdi 6 1 giot DNT, cho
vao moi & mot giot 10 pl ching [+] (tit 1o C [+]) va trén lam kia cling thay vi nho vao
méi 6 1 giot DNT thi nhd vao mbi 6 mot giot 10 pl nuée mudi sinh 1y. Thude thi con
hiéu luc khi ca 5 6 nho ching [+] déu c6 hién tugng tu so véi ca 5 6 nhé nude mudi

sinh 1y déu khong c6 hién tugng tu.
——|0]0/0[8|0

ol o
O O O
-
| I Poc két qua: Hib

NMA NMB NMC Hib PNE

0[0]0}0]0 §16)0/8]0

Chimng am (nuéc mudi SL) Chimg [+]

[ I / T

O o4l

o
T

Hinh 5.3: M6 ta cach lam xét nghiém phat hién cac vi khudn gay bénh c6 trong dich nao tuy
bing bot thudc thit MENINGITEX
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Hinh 5.4: Chai 2 mat thach CAXV cdy dich n&o tuy va cac dich khéng tap nhiém khac, rét thich
hop trong cac phién truc khi phong thi nghiém khoéng c6 nhan vién truc chuyén khoa vi sinh

Hinh 5.5: Cac phuong tién thich hgp dé 18y dich nao tuy cé thé la:
(A) Tube ly tam vé tring 15ml ndp v&n (trai ) (B) tube vé tring 5ml, tube vé tring 1,8ml va
(D) tube ndp bat kiéu Eppendorf biopure
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BAI 6. MAU QUET HAU, HONG
VA CAY MAU QUET HAU HONG

MUC TIEU

L. Thie hién duge cdch ldy cling nhu hudng dan duge lam sang ldy dugc
bénh pham nay nha biét duge cdch quét hdu hong.

2. Thuc hién duge qui trinh vi sinh lém sang mau quét hdu hong dé c6 thé
phén ldp duge cdc vi khudn dich ma Yéu cdu clia lém sang muén tim.

3. Chon lua va si dung diing cdc phuong tién d‘é: khdo sdt duge vi sink lam
sang mau quét hdu hong nhém véo cdc vi khuén dich cdn tim theo yéu cdu
cua lém sang nhi bist dugc phuong tién cén thiét va thich hop nhét dé
thice hién duge xét nghiém vi sink lam sang quét hdu hong.

1.CHI BINH

— Quét hau hay quét hong duge chi dinh trude cic bénh nhén can xac dinh cé
phai bi nhidm trang viing hau, hong do vi khugn hay khéng. Nghia 14 nén
¢6 chi dinh quét hiu, hong trude cac bénh nhan c6 cac trigu ching: dau, rat
vang hau, hong. Kham thay niém mac hiu hong sung 44, pha né, viém
amidan, ¢6 mang mda hay mang gia, phu né ludi, ludi dd dau tdy va sung
hach cé. '

~ Ngoai ra quét oha’iu, hong ¢on c6 khi duge chi dinh &€ phat hién ngudi lanh
mang vi khuin nhu S, aureus, N. meningitidis, 8. pyogenes (nhém A),
C. diphtheria,

2. THOI DIEM QUET HAU, HONG
Phaéi 1dy mAu trude khi bénh nhén ding khéng sinh hé thdng.

3. CACH LAY MAU
— Cho bénh nhan ngéi, diu hoi nglia ra sau. Yéu cdu bénh nhén ha miéng ra,
c6 thé viia h4 miéng vita phat Am A. A A
— Dung cay dé ludi, dé ludi cia bénh nhén dé thay rs hong.

- LAy tim bong vé trang (tdm bong vé tring &y méu) quét vao vang amidan,
ving thanh sau hong hay viing bi viém nhidm. Tranh quét vao ludi hay vom
khéu cai hay niém mac ma, miéng.
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- Cho tam bong vao tube nap chat vd trung rbi gui ngay dén phong thi
nghlem Néu cham tré hon 4 gid thi cho tidm béng vao méi trudng chuyén
chd Stuart -Amies.

4. KHAO SAT TRUC TIEP

— Lam phét nhudém gram (sau khi_ tién hanh nuéi cAy néu bénh pham chi 1a

mot que tdm bong) va tiy yéu cdu cila bac si 1dm sang, xét nghiém vién c6
thé tim:

+ Cé vi khudn dang bach hdu khéng?
+ (6 thoi xoédn khuén khong?

+ C6 ndm men khong?
+

Su hién dién cha cac vi khuan khéc nhu lién céu, tu cAu la khéng co gia tri
vi cac dang vi khudn nay ¢6 thé thady nhidu trong quét hau hong ngudi binh
thudong.

— Né&u c6 yéu cdu cta bac si 1a tim vi khudn bach hdu thi lam phét nhudm véi
xanh methylen kiém.

5. NUOI CAY

5.1

5.2,

54

. Trudng hgp tim bach hau

- Céy trén thach Loeffler, i 35-37°C trong 6-8 gid réi sau d6 cy lai trén thach
mau (BA) ¢6 thém tellurit dé chon loe.

— Ciing c6 thé cdy trén BA -tellurit ngay trong ngay diu.

— Sau khi 4 trong 24-48 gid, néu ¢d vi khudn moc thi nhudém gram, néu phat
hién ¢6 vi khuan dang bach hﬁu thi tlep tuc dinh danh va lam thi nghiém
tim déc t6 dé xac dinh vi khuén bach hau gy benh

Trugng hdp tim lién ciu

— Cdy trén mét hop thach mau cé gentamicin (BA- Ge) va co thé tham mét hop
thach BA hay BA ¢6 nalidixic acid (BANg). C6 thé dat ¢ yung ¢ mam céy
nhiéu nhat mét dia bacitracin va mét dia co -trimoxazol. U hép thach trong
binh nén, trong ti & 35-37°C, dé qua dém.

- Ne}l ¢ nh‘leu khém 1ién cdu tan huiyét B moc trén hop thach, ¢6 thé doan
biét lién cau thudc nhém nio.

+ Nhém A: néu nhay bacitracin, khang co -trimoxazol
Nhém B, D: néu khang bacitracin, khang co -trimoxazol
+ Nhom C, G, F: néu khang bacitracin, nhay co -trimoxazol

— Né&u it khém lién cdu moe, tién hanh cdy thuin khiét réi dinh danh sau.



- Trén hop thach mau cé thé tim duge Staphylococet, S. pneumoniae. Nhung

cac v1 khudn nay chi phan lép va phuc trinh két qua cho bac s1 lam sang c6
yéu cau rd rang, hay khi co yéu cu tim ngudi lanh mang trung.

- Né&u la lién cdu tan huyet nhém A, khoéng can thiét phai 1am khang sinh d6

vi vi khudn nhay cAm 100% véi penicillin, néu 12 cac lién cdu nhém khéc thi
¢6 thé 1am khang sinh db.

5.3. Trudng hgp tim H. influenzae

Cay thém hép thach CAHI (CA mAu ngua va ¢6 thém bacitracin) nhu trong

trudng hop mau dom.

5.4. Néu c6 yéu cau tim N. gonorrhoeae (viém hong do 13u ciu), hay tim N.meningitidis
(phat hién tinh trang mang tring)

Cdy thém hdp thach CATM (thach ndu Thayer Martin), & binh nén 35-37°C

qua dém hay 24-48 git. Dinh danh khém nghi ngo.

5.5. N&u khong c6 mat yéu cau rd rang cua bac silam sang

Chj thue hién nuéi cdy tim vi khudn dich 14 lién ciu tan huyét beta.

6. PHUONG PHAP MIEN DICH HOC

|

Muc dich tim khang nguyén dac hiéu lién ciu tan huyét beta thugc nhém A

Cé nhiéu phudng phéap nhu ELISA, sic ky mién dich, tu latex. Phudng phap
tu latex hay sac ky mién dich 14 thich hgp dé thue hién ngay tai noi kham
bénh nhat.

Céac phuong phap nay c6 d nhay va déc hiéu kha cao.
T4t ca cac phuong phap nay déu dé dang thuc hién tai cac phong kham.

7. CAY QUET HAU HONG - CAC CAU HOI THUONG GAP

7.1. Mau quét hadu hong ¢é cin phai cho vao mdi trudng cuyén chd Stuart -
Amies khong?

Théng thudng véi vi khudn dich c¢in tim 1a lién ciu tiéu huyet nhém A hay
tu cau thi khéng cdn phai cho miu quét hiu hong vao mdi trudng chuyén
chd néu miu dude ciy trong vong 4 gid sau khi 1dy.

Tuy nhién néu vi khuin dich cdn tim 1a 8. pneumomae N. meningitidis, N.
gonorrhoeae thi nén cho vao mdi trUdng chuyen chd vi cac vi khuén nay rit
khé moc va dé bi ¢chét trong mdi trudng ngoai cd thé.

Néu vi khuém dich 13 bach hau thi cing khong cin dang moi truong chuyén
chd vi yéu cau tim bach héu 1a yéu ciu khan phong thi nghiém phai lam
ngay sau khi ¢6 mau ma khéng duge cham tré.



7.2. Néu két qua cdy quét hau hong cé H. influenzae, S. pneumoniae, S. aureus
hay N. meningitidis thi day cé phai la cac vi khuan gay viém hong khong va co

can tra 18i cho 1am sang khong?

_ Céc vi khudn trén déu c6 thé 1a vi khuén thudng tra & hau hong, khong phai

la tac nhan giy viém hong. Riéng H. influenzae, néu la type B thico t

tac nhan giy viém hong.

hé 1a

— Khi két qua cdy 1a mdt trong cac vi khuz’inq trén thi c6 thé tra 101 cho 1am
sang néu c6 yéu ciu rd rang tim céc vi khuén trén, nhung phai ghi cha day

¢6 thé 13 vi khudn thudng tri khong gay bénh viém hiu hong.

7.3. Xin cho biét gia tri cta cac thir nghiém hoa mién dich (séc ky mién dich hay tu

latex) phat hién tryc ti€p va nhanh lién cau tiéu huyét nhém A trong quét hong?

— Day la cac thi nghiém hoa mién dich phét hién khang nguyén carbohydrat

C dac trung cta lién ciu tan huyét nhém A trong hau hong.

_ Céc thit nghiém nay c6 do nhay va d¢ dac hiéu rét cao, khong thua gi nudi
ciy. Lai c6 thé thuc hign rit dé dang tai cdc phong mach hay phong kham
va két qua cling rit nhanh chi trong vong khéng qua 10 phut sau khi 1ay
méu. Chinh vi vay ddy la thit nghiém nén c6 tai cac phong mach hay phong
kham vi viém hong 1a mot bénh canh rét thudng gap va yéu cAu tim lién cau

-

tan huyét nhém A ciing 1a mot yéu cAu rat cin thiét dé giap chin doan phan
bigt véi cac tac nhan viém hong khac ciing nhu giap bac si ¢é ngay chi dinh
didu tri chinh xéc ngay tu dau. Hinh dudi diy mo ta nguyén tac hoat dong

cua thi nghiém.

A. Cho tam béng quét hong vao
tube chira dém ly trich khang
nguyén carbohydrate C dac hiéu
lign cdu tan huyét beta nhém A.
Khang nguyén dudc ly trich s&
tham vao I6p gon thuy tinh c6 tdm

1. Ldp gon thuj tinh tim khang thé ddn dong dic hi¢u khdng nguyén

carbohydrat C cii lién cdu tan huy&t nhém A. 2. Vach tim khing thé tho dic
hi¢u khing nguyén. 3. Vach tim khing ddc hiu khing thé ¢
day. 5. Thanh nitro cellulose € shc k. 6. Tim bong quét hong dude ngdm vio

hudt.4. Gidp thim

khang thé don déng gén mau dac ’ tube chita dém ly trich khing nguyén. 7. Khing nguyen carbohydrat C cia

hiéu khang nguyén Jién ciu tan huyét nhém A da dugc ly trich.

B . Khang nguyén dugc ly trich sé

/7

|
bi khang thé don dong gan mau A% y Y ot
(c6 thé la cac hat vang thé keo)

toém tat

4

B3 F

w9

1
C. Phitc hop khang nguyén - $$AA
khang thé sé di chuyén sac ky dan B

len trén va sé bi vach tdm khang

thé thé dac hiéu khang nguyén AA
tém tat, nhg dé phirc hop sé tap

trung nhidu trén vach nay va lam cé z pd

vach trd nén sam mau. Két qua

nhu vay 1a [+]

D. Khang thé don déng thisa tiép &*
tuc di chuyén Ién trén va s& bi vach

t4m khang thé dac hiéu khang thé £ 7 7
chudt t6m bét, nhd vay vach tré nén D

sam mau. Két qua nay chimg té hé

théng hoat dong tot

Hinh 6.1: Nguyén tic thif nghiém séc ky mién dich phat hién khang nguyén carbohydrate C

a*

dac hiéu lién cau tan huyét beta nhém A trong cac quét hau hong
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8. CAU HOI ON TAP

a.

b.

Quét tam bong lén hach amidan
tranh dung vao Iui, nién mac ma

Cho biét cac chi dinh 1am sang dé 14y mau quét hAu hong khao sat vi
sinh 1am sang.

Hay cho biét cac cach 1dy va chuyén ché mAu quét hadu hong dén phong
thi nghiém dé 1am xét nghiém vi sinh 1am sang.

Hay cho biét phuong tién ldy va chuyén chd miu quét hu hong thich
hdp nhét cho cac bénh vién hién nay va phén tich cac uu khuyét diém
ctia cac phudng tién nay.

Hay cho biét qui trinh xét nghiém vi sinh lam sang thuc hién tai phong
thi nghiém déi v6i bénh pham quét hau hong dé phat hién lién cau tiéu

1]

huyét nhém A va dé phat hién céc vi khuén dich khac theo yéu cdu caa
lam sang.

Hfiy cho biét cac vi khudn giy bénh cén phai phan lap trong méu quét
hau hong. T

hay vom khau cai

Hach amidan

Hinh 6.2: Cach |14y bénh phdm quét hau hong bing quét tam bong 1én hach amidan,
tranh cham vao Iudi, niém mac ma hay vom khau cai

Hinh 6.3: Hinh anh vi thé vi khudn bach cau. (A) Phét nhuém
methylen blue kiém (B) Phét nhuém gram
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So dé 6: Qui trinh vi sinh 1am sang khao sat
mau quét hau hong tim lién cau tan huyét beta

q
T Bénh pham quét hau hong, khong can
Do /| méi truang chuyén trd
i
Phan lap: BANg/BAGe
hay BA
» ) 37°C/binh nén/qua dém
D1
U 37°C/binh nén/4-6 gio  czy tang sinh béng dudng Phat hién cac khém
zic-zac trén mat BA Streptococci tan huyét beta
Dinh danh Streptococci
D2 .
KQ chung cudc: dinh danh

va khang sinh dé
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Bl 7. BENH PHAM TAL, MAT, MOI, XOANG
vA CAY BENH PHAM TAIL, MAT, MUIL XOANG

MUC TIEU ]

1. Hudng dén duge lam sang hay tham chi c6 ti{é’ thue hién dugc tdt budc
I8y va chuyén chd mau nh& biét duge cdch ldy va chuyén chd cdc mau
bénh pham tai mat miui xoang.

9. Thue hién duge day dit ede bude trong qui trinh xét nghiém vi sinh lém

sang cdc mdu bénh phdam ldy tiz tai, mat, mii xoang d¢é khong bo st cdc
co hoi phdt hién cdc tdac nhén vi khudin géy bénh.

3. Su dung dudc phudng tién cdn thiét va thich hgp nhdt dé thuc hién duge
x6t nghiém vi sinh lam sang cdc bénh phdam ldy tiz tai, mat, miit, xoang;
nhi vy 6 thé phdt hién duge cde tdc nhén gay bénh cho di la cdc tdc
nhén rdat khé moc.

1. CHi DINH

_ Céc bénh phém tai, mét, mii, xoang duge chi dinh 14y trude cac trudng hgp
viém cip tinh hay man tinh cac ving tai, mat, mai, Xoang.

_ Cu thé 1a viém tai ngoai cap tinh, viém tai gitia c&p hay man tinh, viém

xoang c4p hay man tinh, viém miii c&p hay man tinh, viém ké&t mac cdp hay
man tinh.

2. THOI DIEM LAY BENH PHAM
T4&t nhat 1a trude khi bénh nhéan dung khéang sinh hé thing hay tai chd.

3. CACH LAY BENH PHAM

3.1. Trudng hgp viém tai ngoai

_ Néu chua v3 mu, sat trang da bing cdn 70%, ché kho, sau db choc hiat hay
rach 14y mu cho vao tube vb tring (tube ndp vang vé trung hay tube
Eppendorf biopure). Néu da v3 md, lau sach mt réi dung tdm bong vd trang
ép nin mu tham vao tim bong (dung tdm béng vo tring lay mdu). Cac mau
ma 18y khéng c6 mbi trudng chuyén chd phai gli ngay dén phong thi
nghiém dé yéu cdu ciy ngay.

59



Thich hgp nhit 1a dang tam béng thim hay 1dy ma cho vao méi trudng
chuyén chd (dung cdp tube diq tam bdng vé tring/tube diia Stuart Amies
hay cdp tube diia tdm bong mdnh vé trung* [tube dia Stuart -Amies) 18y
hay thdm mi.-Mu 18y ra, c6 thé cho vao lo hay tube ndp chit v6 trung hay
thAm vao tim béng v trang réi cho vio tube nip chit v trang, gui ngay
dén phong thi nghiém. Trong trudng hop cham tré thi cho vao tube mo;
trudng chuyén chd Stuart -Amies réi giti d€n phong thi nghiém.

3.2. Trudng hgp viém tai giira

Néu cap tinh va chua vd ma, bac s chuyén khoa 14y qua choc hit xuyén
mang nhi cho vao tube vé truang (fube ndp vang vé trung hay tube Eppendorf
biopure). Néu da vd mi hay chay ma man tinh, lau sach md ving tai ngoai
r0i diing tAm béng v6 trimg thdm mi vao tAm bdng (dung td@m béng vé tring
lay mau, hay t6t nhdt la tam bong manh vé trung*). Cac mau mu lay khong
€0 mdi truong chuyén chd phai giti ngay dén phéng thi nghiém dé yéu cau
cly ngay...

Thich hgp nhit 13 diung tam bong thdm hay 14y m cho vao moéi trudng
chuyén chd (dung cdp tube dia tim béng vb tring/tube diia Stuart Amies
hay edp tube daa tim bong ménh vé tring* [tube dia Stuart -Amies) 13y
hay thaAm mu. Mu 14y ra, ¢6 thé cho vao lo hay tube nip chat vd trung hay
tham vao tam béng v triing rdi cho vao tube nip chit vo trang, gii ngay
dén phong thi nghiém. Trong truéng hop cham tré thi cho vao tube mé;
truong chuyén ché Stuart - Amies rdi glii dén phong thi nghiém.

3.3. Trudng hgp viém xoang

Néu cép tinh thi 14y quét mai sau hay quét mG khe giita. D& 14y quét mi
sau, bac si chuyén khoa dung kep nong mii bénh nhan réi 14y quét miii sau
bing mét tdm bdng nhd, cong mém (tdm bdng manh v& trung®), ludn tir 15
mii qua vach mii trude va miii sau, dita sau vao trong cho dén khi can lai 1a
hau. bé 14y quét ma khe giita cén phai liy qua néi soi tai mai hong. Quét
mil sau va quét ma khe giita duge cho vao tube v6 trang hay vao méi
trudng chuyén chd Stuart -Amies réi gui dén phong thi nghiém (dung cu
thich hgp nhat dé 14y miu nhu vay la edp tube dia tdm béng manh vé
trung [tube dita Stuart -Amies)

Néu man tinh, 18y méu thit 1a mAu sinh thist hay dich rita xoang bing nude
mudi sinh Iy khong cé chat sat trang. Manh sinh thiét hay dich ria dudc cho
vao lo v trang (dung lo vé tritcng Idy mdu) hay tube vo trang (tube
Eppendorf biopure) rdi gii ngay dén phong thi nghiém.

*Truong hgp ving phai 14y ma qua hep nhu mu khe giita, mG tai ngoat,

mu tat gitia
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3.4. Truong hgp viém miii

3.5.

— Bac si chuyén khoa 18y quét miii sau hay quét ma khe giida réi gii dén
phong thi nghiém.

- Quét mQi trude chi duge 18y dé khao sat tinh trang mang vi khuan S.
prneumoniae, H. influenzae d cac bénh nhan tré em bi nhiém trung hé hap
cip. Ngoai ra, quét mii trude con duge 18y dé.diéu tra tinh trang ngudi lanh
mang S. aureus. Dung cu thich hop nhat dé 18y quét mii trude 1a dang cdp
tube diia tdm béng vé trung [tube diia Stuart — Amies.

Trudng hgp viém két mac mat
— Bénh phidm 1 quét ma k&t mac mét duge bac si chuyén khoa 14y bang k¥
thuat v6 trung.

— Dung cu thich hgp nhat dé 18y mau la cdp tube diia tdm bong vo triong /tube
diia Stuart Amies hay cdp tube dia tdm béng manh vé tring */tube dia
Stuart — Amies.,

4. CAC VI KHUAN GAY BENH €O THE TiM THAY TRONG BENH PHAM

4.1.

4.2,

4.3.

Céac trudng hgp viém xoang, miii ¢cip tinh va man tinh

- S. pneumoniae,

- H. influenzae,

- M. catarrhalis,

— Céc Streptococci tan huyét B,

— 8. qureus,

— Klebsiella va cac vi khuin thude ho Enterobacteriaceae,
— Vikhuin ky khi (Bacteroides va cac vi khuin khic).

Trudng hop viém tai gilra cap

— S. pneumoniae va cac Streptococci khac,
~ M. catarrhalis,

- H. influenzae.
Truong hgp viém tai gilra man tinh

— P.aeruginosa,

— Proteus spp.,
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4.4,

— Céc vi khuén ky khi,

— Céc vi khuén khac: hiém gip.
Trudng hgp viém k&t mac mat cap tinh hay man tinh

— Haemophilus spp.,
—~ Moraxella spp.,

- N. gonorrhoeae,

— 8. aureus,

- S. pneumoniae,

- 8. pyogenes,

— P. aeruginosa,

— Céac vi khuan khac: hiém gip.

5. KHAO SAT TRUC TIEP

— Lam phé&t nhudm gram (sau khi tién hanh nuéi cdy néu bénh pham chi 1a
mdt que tdm bong).

- Ghi nhéan sy hién dién cac vi kXhuin trong méu va tra 151 so bd cho bac si1dm
sang.

6. TIEN HANH NUOI CAY

6.1.

Ciy phan lap trén cac hgp thach phan lap, t6i thidu la

— Thach méu (BA) thudng hay BA ¢6 nalidixic acid (BANg).

— (6 thé thém BAGe (thach méau c6 gentamicin chon loc cic vi khuén
Pneumococci va Streptococel).

— Thach ndu chon lgc H. influenzae (CAHI).
_ Thach chon lo¢ truc khudn Gram [-] dé moc (EMB hay MC).
— (6 thé thém thach ndu chon loc Neisseria (CATM) khi c6 yéu cAu.

_ (6 thé thém Sabouraud Dextrose Agar c6 hay khéng ¢6 khang sinh dé cay
chon loc vi nam.

Cac hop thach BA, BAGe, CAHI, CATM phai 1 trong binh nén, cac hop thach

khéc & khi trudng binh thudng. Tat ca d€ trong ti 01 35-37°C va quan s&t moi ngay
trong lién tiép 3 ngay.
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6.2. Cac khom moc trén hdp thach phan lap déu phai tién hanh dinh danh va lam
khang sinh do

7. CAY BENH PHAM TAIL, MAT, MUI, XOANG - CAC CAU HO!I THUONG GAP

7.1. Trudc bénh nhan bj viém mii, Iam sang ¢6 khi 14y bénh pham bing tam bong
cho vao mai réi quét lay dich mii xanh hay vang chay ra tir miii bénh nhan dé

1am xét nghiém vi sinh; cach 1ay bénh phe‘i’m nay cé gia tri khéng?

_ Vé&i cach 1ay bénh phim trén thi ching ta chi 18y duge quét mii trude va
nhut vay thi ¢ thé bénh pham nay bi ngoai nhidm véi vi khudn thudng trd
viing mii trude nhu S. pneumoniae, H. influenzae, va 8. qureus ma cac vi
khufn nay cling rit cé thé 14 tac nhan gy viém mil hay vidm xoang mot
khi lah ti ndi thuong tri sang xoang hay mii sau. Chinh vi vay két qua cdy
cac bénh phim nay khéng thé khang dinh duge tac nhin vi khuén phén lap
duge c6 phai 1a tac nhan gy bénh hay khong.

— Vay thi bénh phdm nao 1a thich hgp nhét trén cac bénh nhan bi viém mii?
Ciing nhu trong viém xoang cép, bénh pham thich hop nh&t phai 1a cac quét
mu 14y tit khe gilta cia ma1 hay 14 quét miii sau. Cac bénh phdm nay khéng
thé 1&y dugc bing cac que tam bdng thong thuong vi khéng thé tranh khoi bi
dung vao mii trude khi 1&y mAu. Phuong tién thich hdp nhat dé 18y duge
quét mu khe gitta va mi quét mii sau phai la cac que tam bong manh lam
bing soi nhom. Véi que tdm bong nay, lam sang co thé d& dang ldy mau
quét mu khe gitia hay quét miii sau qua noi soi hay que kep nong 16 mid,
tranh cham vao mii trude.

7.2. Vi sao tai nhiéu bénh vién, két qua vi sinh lam sang cac bénh pham 13y tir tai
mit miii xoang thudng cho két qua am tinh hay khéng phi hgp véi hiéu qua diéu
tri khang sinh trén bénh nhan?

(6 thé két qua am tinh that sy do bénh nhan da didu tri khang sinh trude
lam cho cac vi khuéin khong thé phan lap duge do dé bi tidu diét bdi khang
sinh hay da l4n trén trong cac vi tri sdu hon, cling ¢6 thé tac nhan khong
phai vi khudn ma la céc tac nhéan khae.

_ Nhiing nguyén nhén khéc lam ké&t qua Am tinh 14 ¢6 thé lién quan dén vin
dé k¥ thuat nhu 18y va chuyén chd bénh phdm, quan trong nhat la bénh
pham sau khi 18y khong cho vao méi trudng chuyén chd va khi dén phong
thi nghiém lai khong dudc ciy ngay trong khi d6 da s6 cac tac nhan gy
bénh dudng tai mét mii xoang lai 14 céc tée nhén vi khuén rit khé moc nhu
H. influenzae, S. pneumoniae, va M. catarrhalis. Ngoai ra mot nguyén nhén
khéac rit thudng gap tai cac bénh vién ching ta hién nay 1a phong thi nghiém
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chi diing cdc méi trudng tu pha ché thong thudng nhu thach mau nguoi va
thach Mac Conkey hay tham chi chi ding thach dinh dudng thudng (Nutrient
Agar) ma khéng ding cac thach phan lap thich hgp nhét cho cac bénh phdm
14y tit tai mAt mii xoang nhu thach mau citu va thach CAXV dé phan lap
dude cae vi khuén rat thudng gip nhung khé moc néu trén.

Nguyén nhan lam cho cé sy khac biét gita két qua vi sinh vé1 hiéu qua diéu
tri khang sinh trén bénh nhan cé thé 1a do vi khuéin phéan lap duge khong
phai 1a vi khuén gAy bénh ma chi la cac vi khuan thugng trd vang mii
trude, ving tai ngodi... va nguyén nhéan thudng la vi 1am sang 1€fy bénh
pham bi tap nhiém véi cac vung nay do dung phuong tién 1ay mau khéng
thich hop nhu da dé cap o phén trén; hay cling c6 thé& vi khuan phén lap
duge chi la v khudn tam trd trong bénh pham vi du vi khuén tam tri trong
mu tai ngoai, mi xoang hay mu tai gifta chay vao tal ngoal... va dé giai
quyét duge nguyén do nay 1am sang can phai chii sach mu G cac vung trén
va chi ldy mi mdi chay ra hay mdi nén ra.

7.3. Xin cho biét iam thé nao dé c6 thé I3y bénh pham tir cac loét gidc mac?

L&y bénh phim tif cac loét gidc mac doi hoi phai st dung mdt cdy nao bang
kim loai d8 nao duge vét loét cho vao Ong mdi truong BHI b8 sung XV rdi
méi chuyén vé phong thi nghiém. Néu khong ¢6 cidy nao nay, lam sang co

thé ding que tam béng manh v trang quét 14y ma tit vét loét cho vao dng
BHI -XV.

_ Tai phong thi nghiém, 6ng BHI -XV dugc G trong ti &m 35 - 37°C trong 6 gid

hay qua dém dé hém sau cdy phén lap ti8p 1én cAc moi trudng phan lap nhu
da hudng din trong qui trinh. Ong BHI - XV vin phai dude tiép tuc G trong
t Am va theo ddi lién tuc trong 7 ngay dé phat hién vi khuén hay vi nfm
moc néu 14n phén l1ap ddu khéng ¢6 vi khudn moc.

— Trong trudng hgp nghi tac nhan giy bénh 1a nim, thi cac nao hay quét mu

vét loét phai duge cdy ngay trén méi trudng Sabouraud Agar bén canh viéc
tang sinh trong éng BHI - XV.

8. CAU HOI ON TAP

64

a.

Cho biét cac chi dinh 1am sang dé 18y cac bénh phdm tit tai, mat, mii,
xoang lam xét nghiém vi sinh lam sang.

Hiy cho biét céc cac loai bénh phim léy t tai, mit, mii, xoang v& cac
cach 14y va chuyén chd cac loai bénh phim nay dén phong thi nghiém dé
Jam xét nghiém vi sinh ldm sang.



¢.  Hay cho biét phuong tién ldy va chuyén chd thich hgp nhat cho cac bénh
vién hién nay dé 14y cac bénh pham tu tai, mat, mili, xoang va phén tich

cac wu khuyét diém cta cac phuong tién nay.

d. Hay cho biét qui trinh xét nghiém vi sinh 1am sang thuyc hién tai phong
thi nghiém déi v6i bénh phdm 14y tit tai, mat, mdi, xoang.

e. Hay cho biét cac vi khuén gy bénh cin phai phén 1ap trong cac mau
bénh phdm 14y ti tai, mat, mai, xoang. :

Hinh 7.1: Tam bdng manh vé triing rat tich hop dé 14y cac quét md tif cac khe hep nhu md khe
gitta, m{ chay ra tif tai gitfa, quét m niéu dao ngay trong long niéu dao; hay |&y ma loét giac
mac la cac vét loét nhé khéng thé dung tam bdng binh thuong dé quét. Tam béng manh nay

dugc thiét k& dé c6 thé cho vifa vén vao tube dlia mdi trudng chuyén chd Stuart — Amies

XA-THY

Hinh 7.2: Méi trudng tang sinh BHI-XV chifa trong cac tube 5ml rat can thiét dé tang sinh céac
quét mi loét giac mac vén di chifa rét it cac vi khudn gay bénh
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Céc bénh pham la mi tai . o
hay md xoang, c6 thé Iay Ly tam lay cén tif cac bénh

. o ‘— 4 .\ . E)
truc tiep hay cho vao méi phama dich rfa xoang
trudng chuyén chd

DO Cay phan lap trén:
- BAGe (chon loc PNE, STR)*
- CAHI (chon loc HIN, BRA}
- BANg (chon loc Gr[+] cocei)*
- MC/EMB (chon loc Gr{-] rod)
* N&u khong c6 BANg va BAGe,
thay bang BA

Lam mot phét
l\ nhudém gram
U 37°C qua dém
; - BAGe (binh nén)
- CAHI (binh nén)

- BANg (binh nén)
- MC/EMB (binh thudng)

K&t qua so bo: KSTT

B o e T A e e e

D1 Chon khém vi khuén dich

trén cac hép thach phan lap

chon loc
Cay tang sinh bang dudng zic-zac lén
mat thach BA hay mat thach thich hop.
U 37°C/CO, trong 4-6 gid
Binh danh so bé e
Gat vi khuan tang sinh tur
dudng T’y zic-zac
Binh danh
o

D2 *

Két qua chung cudc

S dé 7: Qui trinh vi sinh 1am sang mau ma tai,
mu xoang, dich rita xoang

L

66



BAI 8. B, DICH HUT B QUA MO, DICH HUT RUA

PHE QUAN QUA NOI SO1 VA cAY pom,
BENH PHAM CHUA DOM

MUC TIEU

1.

Hudng dén duge lam sang cho chi dinh ding, cing nhu huong dén dugc
lam sang hay bénh nhén 16y diing cdc loai bénh phdm nay nhd bist dude
cée chi dinh, phuong phdp va thii diém dé 16y mbu dom va cdc bénh
phém c6 dom khdo sdt vi sinh hoc.

Pénh gid duge mdau ddm va cdc bénh phém c6 dom nhd vy 6 thé loai
bé, khong tién hanh nudi cdly cdc mdu khong c6 gid ¢ri, tranh duge cde
k6t qué xét nghiém mdu dom khong hitu dung cho lam sang.

Trj,ié'}z khai sit dung dude cdc phuong tién thich hop nhét va day du nhét
dé c6 the phan lgp duge diing cdc vi khudn gdy bénh cé trong mau dom
va cde bénh phém cé dom, du la cde vi khuén kho moc nhdt, nho biét

diuge qui trinh xét nghiém vt sinh lém sang mdu dom va cdc bénh phdm
c6 dom J

1. CHi BINH

_ Chc trudng hgp viém nhiém dudng hd hip dudi nhu viem phdi, viem phé

quan ¢ap, con cAp cua viém phé& quan man.

_ Nén cho chi dinh 18y mAu trong céc trudng hop bénh nhén c6 mot trong cAc

tridu ching sau: ho ¢6 mau hay ho nhidu, dau ngyc, kho thd, co ddu hidu dac
phéi nhu c¢6 ran Am va rit; giam tiéng ri rao phé nang; go duc khi kham
phéi; phim phdi ¢6 tham nhidm: ¢6 nang, ¢6 mu.

2. THO! DIEM LAY MAU

_ Cang ¢ giai doan sém cta bénh cang tot. Nghia 13 tién hanh 14y méu ngay

sau khi cé chan doan lam sang.

_ Nén 14y méu trudc khi bénh nhan dung khang sinh hé théng.
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3. CACH LAY MAU
3.1. Dom

~ Trudc hét cho bénh nhan stic miéng sach, khong sic miéng bang nudc stc
miéng cb chit sat trung.

— Huéng dan bénh nhéan hit that sau vao rbi hiy ¢6 khac dom ra. C6 thé gjup
bénh nhén khac d0m bing cach vd nhe vio lung. Benh nhén khae dom vao

lo v6 trung, rdng miéng, nip chat (dung lo vé tring ldy méu). Tranh 14n
nude bot.

3.2. Dich hat dom trén khi quan qua dugng miii (Naso-Tracheal-Aspirate)

— Trudng hop bénh nhdn khéng thé khac duge dom, nhu d tré em.

— Dung dung cu dac hidt g01 12 bd hut khi quan (tracheal suction set) la mét
ong nghiém gan vil mot nap van trén dé ¢6 2 vo1, mot nd1 v mét ong théng
mém, mdt nbi véi may bom chan khéng dang hoat déng va trén vol nay cb
mot van héng dang md. Trudc hét ngudi me hay than nhan bénh nhi dm
ngia bé vao long, gni d4au hot ngia ra sau. Pua 6 ong théng qua mii bénh nhi
cho d6n khi ddu &ng cham vac phan trén khi quan, lic d6 bénh nhi s€ c6
phan xa ho. Ngay luc bénh nhi ho, dung tay bit chit van héng lai, nhé vay
dom dude hit vao éng thoéng. Sau dé rat éng thong khéi mii bénh nhi, rdi
cho ddu 6ng thong vao mét lo chita 5m1 nudc mudi sinh 1y vd trang. Nudée
mudi sinh 1y sé& rita dam dinh & thanh ong théng vao ong nghiém. Tit may
bom, thao nép c6 voi khdi Sng nghiém réi day chat dng nghiém bang mot
nép vin khéc ¢6 trong bd dung cy. Giti mau dén ngay phong thi nghiém.

— N&u khéng c6 dung cu ndy, ¢6 thé ding dng chich 60ml, n&i mdt dau véi éng
théng mém dé 14y dom theo cach nhu trén, nhung thay vi dung bom chén
khong, hit ddm bing tay véi 6ng chich trén.

3.3. Dich hat phé quan qua ndi soi (BW = Broncho-Washing)

Do bac si chuyén khoa 1ay khi dang néi soi, cho vao tube vo trung nip chat rdi
giti ngay dén phong thi nghiém.

3.4. Cac bénh pham khac

Nhu dich hat xuyén khi quan, choc hat phéi, do céc bac s chuyén khoa lay va
giti ngay dén phong thi nghiém dé khao sat.

4. DANH GIA MOT MAU CO GIA TRI BE KHAO SAT VI KHUAN HOC
— Vi dom ciing nhu dich hat doém trén khi quan qua ducng miii (NTA) hay

dich ria phé quan qua ndi soi (BW) ¢6 thé bi ngoai nhidm bdi cic vi khuéan
thudng trd ving hong, do d6 cAn phai danh gia trude khi tién hanh nudi cay.
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_ T&t nhat cac mAu sau khi nhan phai duge tién hanh khao sat ngay, khéng
cham tré. Néu vi mét ly do gi d6 chua thé khao sat ngay duge, ¢6 thé gid
miu trong ta lanh, nhung khéng qué 2 gid.

4.1. Khao sat dai thé mau dom

Ghi nhan tinh chat dai thé cta mau dom, cac tinh chat sau:
— (6 nhiéu nuée bot khong?
— (6 mu (purulent) khéng, thudng méau xanh hay vang duc?
— (6 ma nhiy (muco-purulent) khéng?
- (6 nhay (mucoid) khéng?

MAu ¢6 14n nhiéu nudc bot 1a mau khéng thich hgp dé cdy.

4.2. Khao sat vi thé

— Dimng mdt que tre, gd, vong cdy, hay pipet Pasteur 14y mét it dom tit vung
nhay ma, trai déu thanh mét phét 2 x 3 cm trén mot t&m lam. D& khé tu
nhién, sau d6 gin nhe trén lia. Thyc hién phét nhugm gram.

— Khio sat dudi kinh hién vi, trude hét dudi quang truong x100 (vat kinh
x10). Tim viing nhay nhét réi ghi nhan s6 lugng t& bao vdy (squamous cells)
1a céc t& bao c6 goc canh va t& bao bach cdu hay t& bao mu (leukocyt hay
purulent cells) 12 cac t& bao tron nhé hon va an dam mau toan t& bao.

Bang 8.1: Thang diém Barlett dung danh gia mau ddm

Tinh chat dai vi thé piém
ME dom . o .

10 — 25 bach cau +1
> 25 bach cau +2
Nhay, m{, mi nhay +1
10 — 25 t& bao vay -1
> 25 t& bao vay -2
Mau dom hat qua mﬁi N(NTA=.HésaI tracﬁéél subtion"i." n6|50| phé quan .............
10 — 25 bach céu +1
> 25 bach ciu +2
Té bao try +1
10 — 25 t8 bao vdy -1
> 25 1& bao vay -2
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— MAu khéng thich hdp 1a miu cé s6 lugng t& bao vy trong mdt quang trudng
x100 qua 25 t& bao. MAu tin cy nhat 13 méiu ¢6 nhiéu bach cAu hay t& bao
mu, qua 25 t& bao trong mdt quang truong x100. Néi chung, méu tin cay 1a
mau c6 nhidu t& bao bach ciu (= 25), it t& bao vay (= 10), ty 18 t& bao bach
cAw/vay tot nhit 1a > 2,5.

- Pé dé dang va khach quan, dung thang diém Barlett danh gi4 miu ddm,
trong d6 két hgp ca quan sat dai thé 14n vi thé dé cho diém.

Thang diém dé danh gia 14 cong tit ca cac diém lai réi danh gia nhu sau:

<0 khéng tin cay dé cay.

1-2 tin cay vua.

>3 rat dang tin cay.

Pon gidn hon, ¢6 thé danh gia dya vao s6 lugng t& bao vdy va t& bao bach cdu
trén mét quang trudng x100. MAu hoan todh tin cay dé ciy khi cé = 25 bach cdu va
< 10 t& bao vay. MAu hoan toan khéng tin cay khi ¢6 < 25 bach cdu va >10 t& bao
vay, ddy la mau chi 14 nudc bot hay dich tiét viing hdu hong. MAu tin cay vita khi ¢6

khi ¢6 = 25 bach cdu va > 10 t& bao vay, day 1a mAu bi ngoai nhiém nude bot hay
dich tiét ving hdu hong.

Sau khi danh gia, chuyén sang vat kinh ddu (x100), quan sat viing nhiy nhdt
va quanh t& bao bach ciu @€ ghi nhén su hién dién cac vi khuin theo nhu bang 8.2.

Bang 8.2: Cac tinh chat vi thé cla cac loai vi khudn dich ¢ thé quan sat
dugc trong phét nhudm vi thé

Tinh chat Nghi VK dich Tinh chat . Nghi VK dich

Cau khudn gram [+] xép  Staphylococei | Cau khudn gram [+] x8p d6i  Pneumococci
thanh chim

Cé‘uukhué’ ngram [+] xép  Streptococci Cau khudn gram [-] xép déi M. catarrhalis
chudi
Tryc khudn gram [-]nhd  Haemophilus | Truc khuén gram [-] Idn True khudn gram [] dé moc

5. CAY PHAN LAP VI KHUAN GAY BENH

— T4t cd cac miu dom sau khi danh gia néu tin ciy thi tién hanh nudi cdy
ngay. CAc méiu khong tin ciy thi khéng tién hanh nudi cdy ma yéu ciu lam
sang 18y miu lai. Riéng cdc miu tin ciy vita, ¢6 thé yéu cdu 14y méu lai hay
ciing ¢6 thé tién hanh nudi ¢y nhung phai ¢§ 14y mam cay 1a viing ddm ma,
tranh 14y nhét hay nudc bot & nudi cay.

— M&i mét mau ddm phai dugc tién hanh nuéi cAy 3 chiéu trén cac méi trudng
phén lap ¢4 kha ning dé ciy ra duge cic vi khudn gay bénh du khé moc.
Trinh bay dudi ddy 1a cac mdi trudng phén lap cdn phai duge st dung dé cdy
ddm va cac bénh phiam c6 ddm
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5.1. Phan 1ap cdu khudn Gram [+]

— Thach mdu ciu (BA) phén lap khong chen loc (ca vi khu&n gram [+] lan vi
khuén gram [-] déu moc duge), hay thach mdu cé nalidixic acid (BANg) dé
phén lap chon loc ciu khuin gram [+].

~ Hay c6 thé thém thach mdu c6 gentamicin (BAGe) dé phan lap chon loc S.
pneumontae.

5.2. Phan 1ap H. influenzae va M. catarrhalis

- Thach niu méiu ngya (CAXV) phén 13p khong chon loc H. influenzae vad M.
catarrhalis.

- Hay co thé dung thach ndu mdu ngua b3 sung Bacitracin (CAHD) dé phan
lap chon loc cac vi khuén nay.

5.3. Phan lap tryc khuin dudng rugt va khéng duong rudt
— Thach Mac Conkey (MC) dung phan 1ap chon loc tryc khuéan dudng rudt hay
khéng dudng rudt.
— Hay c6 thé dung cac hép thach phan 1ap khac ¢6 cung muc dich.

— (6 mdt s0 truc khuan khong dudng rugt khong moc trén MC, nhung trong
céc trudng hop nay, vi khuén ¢é thé phan lap dude tif thach mau.

Céc hop thach mau hay thach niu duge 2 trong td 4m 35-37°C va gitt trong
binh nén bay trong ti CO,. Thach MC hay loai tudng duong thi khong cin 1 CO,.
Sau khi 4 qua dém, quan sét cac hop thach phén 1ap dé tim cac khom vi khuén gy
bénh. Tién hanh dinh danb va khéng sinh 46 dd c6 thé tra 181 két qua dén lam sang
vao ngay hom sau. Céc trudng hop khong phat hién duge vi khuén gay bénh thi ¢6
thé tra 161 ngay cho ldm sang.

6. CAC VI KHUAN GAY BENH CO THE TiM THAY TRONG MAU DOM, NTA VA BW

Thudng khi mau pin cAy, vl khuén phan lap dugc trén mat cac hdp thach phén
lap rdt pha hodp véi k&t qua khao sat tryc tiép qua phét nhudm gram. Sau day la
cac vi khuén 1a tac nhan gay bénh ¢6 thé phan lap ti mau.

6.1. Thubng gap trong nhiém trung cong déng

- H. influenzae
— 8. pneumoniae

M. catarrhalis

}

S. aureus

K. pneumoniae
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6.2.

Thuéing gép trong nhiém trung bénh vién

~ 8. aureus

~ P.aeruginosa

— K. pneumoniae

— Céc tryc khuén gram [-] d moc khac

Céc Enterobacteriaceae khac

7. CAY BOM VA BENH PHAM GHUA DOM - CAC CAU HOI THUGNG GAP

7.1. Pé lay dom'lam xét nghiém vi sinh lam sang tim cac vi khuan gay nhiém
trang hé hap dudi, thai diém tot nhat c6 phai 1a vao lic sang s6m khéng?

- L&y dom vao sang s6m 13 14y ddm dé khdo sat tim vi khudn gay bénh lao va

trong xét nghiém nay bénh nhan 18y ddm vao 3 ngay lién tiép d€ gl dén
phong xét nghiém lao méi ngay. Tai phong thi nghiém, mau dom duge tién
hanh nhudm khang acid (acid fast staining) va cé thé duge lam thuin nhit
dé cAy vao méi trudng cdy lao.

Dé lam xét nghiém vi sinh 1am sang phat hién cac vi khuin gy nhiém triing
hé ha&p dudi, phai tién hanh 18y ddm ngay sau khi ¢6 chdn doan va trude khi
cho bénh nhin diing khéng sinh. Lam sang phai hudng din bénh nhan cach
1y dom vi néu khéng, rit nhidu bénh nhan khéng biét cach khac ddm ma chi
khac ra nudc bot va nhu vay thi khong c6 gia tri dé 1am xét nghiém.

7.2. Tai sao cé nhiéu khi két qua xét nghiém vi sinh 1am sang khong phu hgp vdi
higu qua diéu trj khang sinh trén bénh nhan? Vi du cay ra vi khuan P, aeruginosa
khang rat nhiéu khang sinh trong khi dé chi didu tri bénh nhan bing Augmentin
hay cephalosporin thé hé 2 bénh nhan van cai thién dugc lam sang?

— Dom la mét bénh pham rét 6 gia tri dé tir d6 ¢6 thé phat hién duge tac nhan

vi khan gay nhiém tring cip dudng hé hdp duéi, nhung cling cé thé 1a bénh
pham khéng c6 gia tri gi néu nhu ching ta khong lay duge dom that s ma
bénh phdm gt dén phong thi nghiédm chi 14 nudc bot hay 1a bénh pham ddm
nhung lai tap nhiém qua nhigu nudc bot ving hiu hong.

— Trudng hgp ké trén thudng 1a do bénh phim giii d&n phong thi nghiém chi 1a

nudc bot hay tap nhiém nhiéu nudc bot ma phong thi nghiém khéng danh
gl4 va van ti€n hanh nudi cdy. Chinh vi vay vi khudn phan 1ap duge khéng
phdi 14 vi khudn gy bénh ma chi 1a vi khudn thuong trd hay tam trd trén
vung hau hong ma théi.



_ Ciing c6 thé ¢6 mot 1y do nita 1a phong thi nghiém khéng ding mdl truong
CA méu ngua (CAXV) va BA mau citu, chinh vi vay khéng c6 khad néng
phéan lap duge S. pneumoniae, H. influenzae va M. catarrhalis 13 cac vi
Khuén rit thudng gip (>50% tac nhan gay nhiém trang hd hép dudi 14 céce
tac nhAn nay) nhung lai rét kh6 moc va khoé nhan dién trén cac mdi trudng
théng thudng khac ctia nhiéu phong thi nghiém hién nay nhu BA mau ngudi
v MC. Chinh vi chi dung chc mdi trudng nay nén phéng thi nghiém chi
phéan lap dudc cac thc nhan vi khudn dé moc, 46 13 tryc khuan dudng rudt
hay khong dudng rudt ma cac vi khuén nay cé khi chila vi khuén tap nhiém
ti1 hAu hong.

7.3, Nhiu khi trén hdp thach phan 1ap chi thay lién c4u tan huyét alpha, nhung khéng
cé dac diém cua cac khuan lac S. pneumoniae. Trudng hdp nay chung ta c6 tién hanh
tiép dinh danh valam khéng sinh d6 dé tra 13 k&t qua cho 1am sang khong?

_ GAn nhu 90% cac miu dom la c6 lisn cAu tan huyét alpha khéng phai S.
pneumonige moc trén cac hop thach phan lap. Da s0 cac truding hgp nay 1a
tap nhiém vi khuén lién cau tif vung hiu hong.

— Tuy nhién trong truong hop méu ¢b gia tri va trén thach mau hay thach nau
c¢hi thay toan 14 lién cAu tan huyét alpha khong phai S. pneumoniae thi
chang ta phai tidn hanh dinh danh va lam khéang sinh &6 dé tra 181 cho lam
sang vi day rét c6 th& 12 vi khuén gay bénh 6 ngudn gbe tit Vi khuédn thuong
trd vang hau hong nhung lan xubng dudng ho hap dudi dé gay bénh.

7.4. Xin cho biét cach nhan dang céc khém S. pneumoniae, H. influenzae va
M. catarrhalis?

_ Khém vi khudn S. pneumoniae moc trén thach mau ctiu cho tan huyét alpha
(trén mau ngudi lai cho tan huyét beta nén r&t d& nhim véi lién cAu tan
huy#&t beta), trén thach néu cho mdt vong mau vang tudi quanh khém (biéu
hién tan huyét alpha trén thach naw). Khém vi khuédn thuong det, khong 161,

vA & giita khém thudng bi 16m xubng do vi khudn bi ty tidu.

_ Trén thach méu, khém vi khuén H. influenzae chi ¢0 thé moe thanh cac
khém li ti vé tinh quanh céc khém vi khudn khéc nhu Staphylococct,
Streptococct hay Bacillus. Trén thach ndu (CAXV hay CAHD), H. influenzae
moc thanh cac khém duc nhe, hoi det, duong kinh #1mm rat dé nhan dién.

_ Khém vi khuin M. catarrhalis moc trén thach mau hay thach niu thudng
hoi 161, ¢6 mau tring hay mau vang, dudng kinh <1mm. Héc diém 1a khém
b3 nhu bét khoal tay khudy, ¢6 nghia la dung vong cly cat 1y mdt géc khoém
rat d& dang. Thi nghiém oxidase trén khém cho k&t qua [+].
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Hinh 8.1: Mot s8 vat dung hién nay van con dung tai nhiéu bénh vién dé |4y mAu bénh phdm
trong d6 c6 mau dom (A,B,C,D), cac dung cu nay rat khé dé 1dy mau vi miéng miéng lo hay tube
rat nhd, ngoai ra cling khong an toan vi bénh phdm cé thé dinh vao nat gon va ri |&én miéng lo
hay tube. Véi lo nhya chuyén dung nép van, dugc khir triing b&ng gamma thi khi 18y mau nhu
ddm cb thé danh gia ngay la mAu cé gia tri vi chi chita dom (G) hay it gia tri vi 1an nudc bot (F),
hay hoan toan khéng gia tri vi chi 1a nuéc bot khéng phai dom (E). Ngoai ra phuang tién nay
ciing rat an toan khi chuyén chd méu vi khéng bi ri bénh pham Ién nép.

Hinh 8.2: Cac dung cu dung dé 18y méu ddm qua 8ng théng mdi : (A) Bo 18y dom qua
8ng théng mii (NTS set) ban san trén thi trudng. (B) N&u khong c6 bo NTS nay, c6 thé dung
xilanh 20 hay 50 ml g&n véi 8ng thdng mém dé thay thé
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Hinh 8.3: K&t qua danh gia mau dom qua phét nhudém gram quan sat dudi quang truong x100:
(A) mAu khéng tin cay vi c6 >25 t& bao bi€u md va khéng c6 t& bao bach céu, (B) mau bi tap
nhidm nuéc bot vi c6 > 25 t& bao biéu mé va > 25 bach cau (C,D) mAu hoan toan tin cay vi co

<10 & bao bi€u mo va > 25 bach cdu. Két qua quan sat mAu dom tin cay qua phét nhudém gram

& quang trudng x 1000: (E) song cAu gram [+] nghi S.pneumoniae, (F) song cau gram
[-] nghi M.catarrhalis, (G.H) tryc khudn gram [-] nhd va ngén nghi H.influenzae
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8. CAU HOI ON TAP

6

a.

Cho biét cac chi dinh 1am sang va thdi diém t6t nhat dé 18y dom va cac
bénh phim chita ddm dé€ lam xét nghiém vi sinh lam sang.

Hay cho biét céc 14y va chuyén chd dom va céc loai bénh phim cé ddm
nay dén phong thi nghiém dé 1am xét nghiém vi sinh 1am sang.

Haiy cho biét cach danh gia mét mAu ddm nhu thé nao 1 c6 gia tri dé nudi cay.
Hiay cho biét qui trinh xét nghiém vi sinh lAm sang thyc hién tai phong
thi nghiém d6i v6i ddm va cic bénh phidm chita dom.

Hiay cho biét phudng tién thich hop nhét dé 1am xét nghiém vi sinh lam
sang miu ddm va céc bénh phim c6 dom.

Hay cho biét cac vi khuéin giy bénh cdn phai phéan lap trong ddm va céac
bénh pham chita dom.



&
&  Rira dom lan nhiéu nudc bot véi
4 5ml nudc mudi sinh Iy vé tring

Khéng can rifa
dom néu khéng

1an nuéc T_rt

Do

M&u tin cay (diém

Bartiett>2) |

(diém Bartlett = 1

Quan sat phét ddm qua
kinh hién vi vat kinh
x 10 danh gia mau
bang thang diém Bartle

Mau chura du tin cay

Ly tam I&y can dom tif cac bénh phdm
a dich hut ddm trén thanh quan hay
qua dich hit ndi soi khi quan ¢——

gram

Méu khéng tin ca
) diém Bartlett = 0)

Yéu cdu |dy lai mau,

Céy phan lap trén: U 37°C qua dém

- BAGe (chon loc PNE, STR)" £ B bi

- CAHI (chon loc Hin, BRA)" _ Ciﬁle((bl:r? ,,n;:;)
- BANg (chon loc Gr [+] cocci)™\ - BANg (binh nén)
- MC/EMB (chon loc Gr{-] rod)

-MC/EMB (binh th

khéng tién hanh nudi cdy

uong)

* Néu khong c6 BANg va RN

BANe thay bang BA Binh danh sd b

D1
Chon khém vi khudn
dich trén cac hop thach A
phan lap chon loc S N A
Cay tang sinh bang Gat vi khudn tang sinh
duong zic-zac lén mat » t?rtdvl:'bngu c:’:y zicg:-zac
thach BA hay mét thach
thich hap. U 37°C/CO, |
trong 4-6 gid *
Khang sinh dd
Binh danh
I s
D2 h 4

So dd 8: Qui trinh vi sinh 1am sang mau dom/dich

Két qua chung cudc

hat ddm trén thanh — khi quan/dich rifa khi quan
qua ndi soi
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BAl 9. CAY BINH LUUNG MAU DOm

MUC TIEU

1 deng dan lam sang cho dung chi dinh cdy dinh lugng dom ma khong
phdi qud han ché hay qud rgng khong cén thist vi biét duge cdce chi dinh
lam sang dé cho lam xét nghiém cdy dinh lugng méu dom.

2. Thuc hién duwoe qui trmh cdy dinh lugng méu dom trong phong thi
nghiém vi sinh lém sang clia minh.

3. Trién khai thie hién d‘wdc xét nghiém cdy dinh lugng mdéu dom tai benh
vién khi ¢6 yéu cdu cia lam sang vi biét va chudn bi dude cde phwofng
tién cdn thiét va thich hop nhat dé thuc hién diuge xét nghiém nay.

1. CHI BINH

Hlen nay c6 mét xu hudng méi trong ciy dom, d6 1a cdy dinh lugng. Dya vao
két qud cdy dinh lugng c6 thé phéan biét tac nhan nao 1A tic nhén that sy gy bénh
c6 trong mAu ddm, tac nhan nio l1a ngoai nhiém ving hau hong. Phuong phap cay
dinh lerng méu ddm duge chi dinh théng thuang nhat 14 trén cac viém ph01 néng
hay trén cac viém phéi bénh vién. Trén viém phdi cong ddng thi khéng nhit thiét
phai 4p dung phudng phap nay.

2. THOI PIEM LAY MAU VA CACH LAY MAU
Tuong tu phuong phap ciy khong dinh lugng
3. DANH GIA MAU BOM

Trude khi tién hanh nudi cdy, mau dom cling duge danh gia dai the va sau dé
lam mét phét nhudém gram dé danh gia vi thé nhu phudng phap cdy ddm khéng
dinh lu(;mg

4. PHUONG PHAP CAY DINH LUONG

Trude hét 1dm tan ddm trong dung dich nudc mudi sinh 1y vé trang viia pha
thém NALC (SPUTAPREP-QT kit cGa Nam Khoa) va sau d6 pha loang dém. Tién
hanh nhu sau:

- Trong mot tube 15ml vé tring ndp xanh (loai Falcon) d3 chita 10ml nudc
mudi sinh 1y v6 triang (NS), cho thém vao 50mg NALC (N-Acetyl-L-Cystein),
tdc 1a toan bd bot NALC ch@a trong mét tube Eppendorf Lic nhe cho tan
hoan toan. Dung dich NS c¢6 NALC nay chi diing trong ngay va da cho 2 — 3
mAu. Luén ludn bao quan tube dung dich NALC di pha trong tu lanh 4°C.
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— L&y mat thé tich dom cAn nudi cay cho vao mdt tube v6 trung nip vian chit
(hay 10 vd tring nép do). Thém vao mét thé tich nhu vay dung dich NS c¢6
NALC vita méi pha Lac nhe cho dén khi dom tan trong dung dich nay. Nhu
vay ching ta da c6 dom da pha loang 1/2. Sau khi ddm tan hoan toan, pha
lodng tiép mau dém nay thanh 1/10 trong nudc mudi sinh 1y vé tring. Nhu
vay ching ta da c6 dom pha loang 1/20.

— Tién hanh c4y dinh lugng mAu ddm da pha loang 1/2 trén cac hop thach
mau ciiu (BA), thach nau mau ngua cé bacitracin (CAHI) va thach MC bang
khuyén cdy dinh hfdng 10ul1 (0,01ml) va 1ul (0,001ml) hay dang micropipett
dé hut 10;.:1 va 1pl cdy lén mit thach. Véi mau dom pha loang 1/20, dung
khuyén cdy 1ul hay dung micropipet dé hit Ipl cdy 1én mit thach va ciing
trén 3 loai hop thach nhu trén. Phuong phap cdy dinh hrdng trén mat thach
dugc thuc hién nhu cdy dinh luong nude tiéu. Sau khi cdy, cac hop thach BA
va CAHI dude 4 trong khi trudng CO, con cac hop thach MC duge u trong
khi tru’dng binh thl.rdng, nhiét d6 u 1a 35-37°C, thaoi gian u qua dém hay to1
da 24 gid. Doc két qua va dmh lugng céc loai vi khuéin moc trén cac hép
thach nhu trong bang 4 trinh bay sau:

Bang 9.1: Cach doc két qua dinh Iugng cac loai vi khudn trong mau ddm dua trén
s6 lugng cac loai khém vi khu&n moc trén cac hop thach

Hop thach  Mau dom pha loang  Vong cdy dinh lugng  Thé tich ddm dudc cdy Sé vi khudn
dudc dinh lugng

1/2 10pl Spl 2N x 10%/ml

12 ul 0,5ul 2N x 10%/ml

1/20 Tul 0,05ul 2N x 10*/mi
0,5ml

4.5ml NS vo trung

LI  Pom pha Ioéng 1120
‘?? . trong NS hay PBS

Bam pha loang 1/2
trong dung dich NALC

10p

Sd dé 9: Cach pha loang va
cdy dinh lugng mau dom
trén cac hop thach
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N 12 58 khém cha mot loai vi khudn dém dude trén cac hop thach. D& c6 con s6
dinh lugng cia mot loai vi khudn thi ching ta nén lay s§ trung binh cia céc két
qua. Vi du: ing véi cac khém nghi ngd K. pneumoniae, két qua trén hop thach MC1
14 200 khém, lugng vi khuén K. pneumoniae trong 1ml ddm la 40000 CFU/ml
(2x200x10%; trén hop thach MC2 1a 15, lugng vi khudn/ml dodm 1a 30000 CFU/ml
(2x15x10%; va trén hdp thach MC3 1a 3, lugng vi khuén 12 60000 CFU/m] (2x3x10°%).
Nhu vay, két qua cudi cing lugng vi khudn K. preumeoniae trong miu dom sé duge
tinh la (40000 + 30000 + 60000)/3 = 43333 CFU/ml. Néu cac hop thach 1 va 2 ¢6 vi
khuin qué nhidu (=200 khém 2), chiing ta chi nén dém s8 khém trén hop thach 3.

5. BIEN LUAN KET QUA

Céac vi khudn ¢é lugng = 1000 CFU/ml thi phai dinh danh va lam khang sinh
d6. C6 nghia la tién hanh dinh danh va lam ‘khang sinh d8 bat ctt khém vi khuén
nao moc dude tren hép thach 2 va 3 hay c6 s6 lugng = 6 khom trén hop thach 1. Tra
i5i Jam sang ca két qua dinh lucng 1a bao nhiéu vi khudn da dinh danh va lam
khang sinh d6 dé 1am sang c6 thé tuy nghi sit dung.

6. CAY BINH LUONG MAU BOM — CAC CAU HOI THUONG GAP

6.1. Trong trudng hgp viém phdi céng déng, cé cén thigt phai cdy dinh lugng
mau dém?

- Viém phdi ¢dng déng néu 1a nhe hay trung binh thi khéng nhat thiét phai
cdy dinh lugng vi céc vi khuén gay bénh thuong la H. mﬂuenzae M.
catarrhalis va S. pneumoniae. Cac vi khuén nay da déu cé thé 1a vi khudn
thucng tri vung hiu hong nhung khé co thé moc duge trén mdi truong nudi
cay neu ching d dang thudng tra vi sé lugng rat it. Chinh vi vy ching ta
chi can danh gia mau dd¥m qua phét nhudém gram, néu th&y tin cay thi tién
hanh nudi céy binh thudng chi khéng cin cdy dinh lugng.

— D61 véi viem phdi cong dong ning, cac viém phdi bénh vién thi rit cin thiét
phai cdy dinh lugng miu ddm vi tdc nhén vi khuén giay bénh thUOng la cac
trige khuan gram [-] d& moc hay 13 tu cAu ma day la cac vi khuén <6 thé 1a
cAc vi khuan tam tri rit d& moc trén cic hdp thach phan 1ap da sé lugng vi
khuén hién dlen it trong mau.

6.2. Khi tién hanh cdy dinh luong, c6 cdn danh gia mau dém trudc qua phét
nhudém gram khong?

- Cay dinh lugng nhim muc dich 1a chi bt céc vi khuén c6 s6 lugng ldn trong
mau dom vi ddy mdi chinh la tac nhan gy bénh that su. Do vay vé nguyén
tdc khong nhat thiét phai danh gid miu dom trude khi cdy dinh lugng.

— Tuy nhién vi qui trinh ciy dinh lugng ngoal viéc phai dang b thude thu lam
tan dom, ching ta con phai st dung s8 lugng hép thach phan lap nhiéu gap
3 14n phudng phap cdy khéng dinh lugng, do vay rat cAn thiét phai danh gia
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mau dom dé chi tiép tue qui trinh clly dinh lugng khi méu dom duge danh
g1a 1a tin cay hay tin cay via, nho vay ching ta cé thé tist kiém vi khéng
phai tién hanh cdy dinh lugng méu khéng tin cay.

6.3. C6 khi nao trong két qua ciy dinh lugng dém cho két qua s6 lugng vi khuan
gay bénh trén 1.000 hay 10000, ma k&t qué danh gi4 dsm qua phét nhudém gram
quan sat d quang trusng x100 lai khéng tin cay khong?

— Trén thue t& ¢6 phong thi nghiém cay dinh luong ddm cho két qua nhu trén.
Tuy nhién véi nghién ctu ma chiing t61 da tién hanh tal phong thi nghié¢m
cua minh thi 100% cac miu khéng tin cay déu cho két qua dinh lugng véi g6
lugng vi khuan (dng v6i méi loai) <1000 CFU/ml.

~ K&t qué nay cang khing dinh la khong nén cdy dinh lugng khi phét nhudm

gram mau ddm quan sat dudi kinh hién vi vdi quang trudng x100 cho thay
6 >10 t& bao bidu mé va <25 t& bio bach ciu.

— Do vay, ¢é 1& phong thi nghiém nay da quan niém sai vé cach tinh 8 lugng
vi khuan, thay vi 1a s8 lugng ctia tung loai vi khuan, ho lai tinh s§ lugng cta
tét ca cac loai vi khu#n hién dién trong mau dom.

6.4. Cay dinh lugng dom c6 kha thi khong véi diéu kién hién nay tai cac phéng
thi nghiém vi sinh [am sang bénh vién?

— Trude day, khé c6 thé cay dinh higng dom vi doi héi phai ¢6 thude thit lam
tan dom phai dit mua nudce ngoai va gid thanh kha dit. Hién nay bé thuée
thit 1am tan dom dé cdy dinh lugng dom da duge cong ty Nam Khoa (dat ISO
9001:2000) nghién citu thanh cong va sin xuat trong nudc véi san pham
mang tén SPUTAPREP -QT. San pham nay rat tiét kiém va tién dung nho
duge chia nho dé c6 thé thyc hién trén téi thidu 2 miu ddm trong ngay.

— Né&u dudc trang bj SPUTAPREP -QT; va c6 thém cac loai méi trudng phan
lap 1a MC, BA méu citu, CA giau XV (cac méi trugng nay ciing da duge cong
ty Nam Khoa san xuft dudi dang ché sin hay sin sang dé ché); cac phong
thi nghiém vi sinh 1am sang bénh vién hoan toan c6 thé cdy dinh lugng duge
méu dom ma khéng gap bat ctt khé khan hay trd ngai gi.

6.5. Khi nao thi nén chi dinh ciy djnh lugng ddm?

— That ra cdy dinh lugng ddm c6 thé chi dinh cho t4t c& c4c trudng hgp cay
dém. Tuy nhién nhu da néi & trén, cdy dinh luong dom tén kém gip 3 lan
hdn cdy khéng dinh lugng. Do vay, ching ta khéng can thiét cho cdy dinh
lugng d4i vdi cdc trudng hop viem phéi céng déng nhe va vira.

- R4t can thiét phai cho cdy dinh lugng ddm cae trugng hop viém phéi nang,
cdc trudng hgp viém phéi bénh vién, cdc trudng hgp viém phoi nam tai cac

phong cép citu va phong cham sée tang cuong (ICU).
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- Cang nén cho cdly dinh ludgng khi khi quan sat dai thé cac miu dom lay duge
thdy c¢6 lan nudc bot.

— Mobt nguyén tic ma ching tbi cho 1a rat cdn thidt phai tuin theo dé tiét kiém
chi phi cho bénh nhén va bénh vién, 46 1a khéng cdy dinh lugng khi quan
sat vi thé mAu dom qua phét nhudm gram cho thay 1ld4 mau hoan toan khéng
tin cay.

7. CAU HOI ON TAP

a.  Cho biét cac chi dinh 14m sang dé cdy dinh luong mau dom.
b. Cocan danh gia mau ddm trong cady dinh lugng khong?
¢ Néu cu thé cach ciy dinh lugng miu dom nhu thé nao va vé so dd thuc hién.

d.  Bién luan mét két qua cdy dinh lugng dom.
PHU LUC

San pham lién quan: SPUTAPREP-QT — B thudc thr 1am tan
ddm dé cay dinh lugng dém

Nguyén tac hoat dong

B4 thudc thi hoat dong dya trén nguyén tdc dung N -Acetyl-L-Cystein
(NALC) dé lam tan d9m va cac nhdy nhét trong ddm, nhd vay lam déng nhat duge
mAu dé c6 thé tién hanh cdy dinh lugng, tach chiét duge nucleic acid cha virus hay
vi khudn gay bénh c6 trong ddm dé lam tht nghiém PCR...

Thanh phan thudc tho

SPUTAPREP-QT danh cho 10 mau ddm gém cac thanh phéin sau:

1. N-Acetyl-L-Cystein (NALC): b6t nguyén chat chia trong § tube Eppendorf
nho, mdi tube chita NALC du duing cho xu 1y 2 mau dom.

2. Dung dich nuéc mudi sinh 1y v6 trung: chita trong tube 15ml ndp van chat,
mdi tube chita 10ml nudc mudi sinh 1y v6 trung.

B thude thit SPUTAPREP -QT chua diing hay ngay sau khi diing nén duge

giit trong th lanh 4°C cho dén ngay hét han ghi trén hdp (2 nAm sau ngiy san xudt).

Phuong phap lam tan dom véi SPUTEPREP -QT

1. Trong mét tube 15ml vé triing nip xanh (loai Falcon) da chita 10ml nude mudi
sinh 1y v6 trung (NS), cho thém vac 50mg NALC (N-Acetyl-L-Cystein), titc 1a
toan bd bot NALC chida trong mét tube Eppendorf. Lac nhe cho tan hoan
toan. Dung dich N8 ¢6 NALC nay chi dung trong ngay va da cho 2 — 3 mau.
Luén ludn bao quan tube dung dich NALC di pha trong tu lanh 4°C.
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2. LAy mot thé tich dom can nudi cdy cho vio mdt tube vo trung nip vin chit
(hay lo v6 tring nap d6). Thém vao mét thé tich nhu vay dung dich NS c¢6
NALC vita méi pha. Lic nhe cho dén khi dam tan trong dung dich nay. Nhu
vay ching ta da c6 dom da tan va dugc pha lodng 1/2. Pom da tan nay sin
sang cho qui trinh cfa'y dinh lugng hay qui trinh tach chiét nucleic acid cho
PCR hay RT -PCR dé phat hién cac tac nhan vi khudn hay virus giy bénh c6
trong mau dom.

Hinh 9.1: M6t s6 hinh anh céy dinh lugng m&u dom trén mét thach phan lap:
(A). Thach nau véi khém vi khudn nghi ngd M.catarrhlis, (B) Thach nau véi nhiéu khom vi khuan
nghi ngd S.pneumoniae cé tap nhiém vi khudn hdu hong khac, (C,D) Thach mau véi nhiéu khém vi
khudn nghi ngd Streptococus feacalis, (E) Thach MC véi cac khém vi khudn nghi ngd Acinetobacter
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BAl 10. MAU BENH PHAM SINH DYC
VA CAY MAU LAY TU BUONG SINH DUC

MUC TIEU

1. Thue hién lGy ding bénh phdm duing sinh duc vi biét duge cdch ldy cdc
loai bénh pham dudng sinh duc trén cdc doi tugng bénh nhan khdc
nhau.

2. Thue hién duge déy di: cde bude va phan tich duge cde két qud dé khong
bé s6t cdc cd héi phdt hién cde tde nhén vi khudn géy bénh v biét duoc
qui trink thuc hién vi sinh lém sang cdc mau Idy ti dwong sinh duc.

3. Phdt hién dugc cdc tde nhan thuong gay nhiém tring Gy truyén bing
duimg sinh duc di la khé moc vi biét duge phuong tién cdn thiét va thich
hop nhat dé thyc hign dude xét nghiém vi sinh lém sang cde mau ldy tic
duong sinh duc.

1. CHi BINH

Khi nghi ngd nhiém trung bénh lay truyén bdng dudong sinh duc (dan ong,
dan ba) hay khi bi huyét trang nghi do nhiém tring (dan ba).

2. THOI DIEM

— (Cang s0m cang tét, ngay trong giai doan dfu ciia bénh.

- Truée khi dang khang sinh.

3. CACH LAY BENH PHAM

3.1. 8 dan ong

_ Tyt da qui dAu ra sau, diing con 70% lau sach da qui dau, chd kha.

— Bénh nhan vudt nhe dudng vat doc theo ong dai dé ra cho duge mdt giot ma
va th&m giot mi 1én mot que tam bdng v trung, phan con lai quét trén mot
lam kinh. Que tim béng duge cho vao méi truong chuyén chd Stuart -Amies
(thich hgp nh&t 14 dung cdp fube dia tdm bong vo tring {tube diia Stuart
Amies). Giii ngay dén phéng thi nghiém dé khao sit cang sém cang tot.
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— Né&u banh nhan khéng vuét duge mu, cd thé diing que gon manh ludn vao
#ng dai sdu khoang 3-4 cm rdi vita xoay nhe vlua rat ra réi cho ngay vao méi
trudng chuyén chd Stuart -Amies (dung cdp tube diia tdm béng manh v
tring / tube dia Stuart Amies).

— Néu chi cin edy phan lap N. gonorrhoeae thi t6t nhat 14 cdy trén thach phén
lap CATM ngay sau khi lay bénh pham, cach 14y 1a dung vong cdy nhua hay
vong ciy kim loai hoc que gon manh {(dung tube diia tdm béng manh vé
tring) lubn vao éng dai sdu khoang 3-4 cm rdi vita xoay nhe vita rat ra.
Ngay sau d6 vach trén hop thach CATM réi glti d&n phong thi nghiém dé &
va theo doi.

_ Céc loai bénh pham khac c6 thé 14y dé khao sat 1a qués hau mdn, quét heng,
quét m khi 14y ndi sol truc trang ¢ ngudi ddng tinh luyén ai.

2. 8 phu nir

— Bénh nhan dugc n&m trén ban kham phu khoa, rlia sach bd phan sinh duc
ngodi bang nude, tham khd, sau cho cho md vit vao. Mo vit duge v6 trang
bang hap udt hay sdy kho chit khéng phai bang hoa chit.

~ Dung tam béng quét 1dy huyét tring d thanh sau cia 4m dao dé khao sat T
vaginalis va ndm (dung tdm bong vé tring ldy mdu, hay tdm boéng dai vo
trung ldy mdw). Tam béng nay duge cho vao mdt lo ¢6 dung dich bao quan
FoM (lo c6 F2M dé lay mGu) rdi gli ngay dén phong thi nghigm dé soi tuol.
Né&u mudh céy vi sinh hay n&m thi 18y quét huyét tring bing que tim bong
rdi che vao méi truong chuyén ché Stuart -Amies (dung cap tube dia tam
bong manh vé tring [ tube dila Stuart Amies).

_ P61 vdi ngudi bi nghi nhidm lay, 14y bénh phim tit 16ng b tit cung bing cach
ding gon vo trang lau sach huyét tréng r6i ding mét tam bdng manh dua
vao long cb ti cung xoay nhe trong 10 gidy trude khi rit ra. L&y miu bing 2
que tim bdng, mdt que quét lén mét lam kinh, que cdn lai cho vao mo1
trudng chuyén chd Stuart -Amies roi gui d&n phong thi nghiém dé khao sat
ngay (dung cdp tube dia tdm bong mdnh vé trung / tube dita Stuart Amies).

.3. O tre con

~ C6 thé 14y mh mat néu nghi bi viém ma két mac mét do lau.

— Ciing c6 thé 14y mi tit &m dao cia bé gai (trudng hop bi hiép dam).
. Cac trudng hgp dac biét

- Tim Chlamydia trachomatis bang k§ thuat nhudm khang thé huynh quang
tryc tiép: 18y bénh phim tit 1ong ¢8 ti cung nhu trong trudng hgp tim vi
khu#n lau. Quét tim bong nay lén mjt lam 16 chuyén dung, dé khd tu nhién
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¢6i nhé 1én mdt giot aceton hay methanol, chd khd. Boc lam bang mdt t& gidy
nhém rdi gui ngay dén phong thi nghiém. Trudng hop chua gui dén phong
thi nghiém dude, ¢b thé bao quan lam trong th lanh 4°C trong té1 da khéng
qua 1 tuin.

Chc vt loét: lau sach béng gon vé trung rH1 nan chat dich vao mot tam bong
v6 trung, phan con lai quét trén mdt lam kinh. Que tdm bong duge cho vao
mot tube nép chit vé trung hay vao m6i trudng chuyén chd Stuart -Amies
(dung cdp tube dia tdm bong vo trung | tube dita Stuart Amies), gul ngay
dén phong thi nghiém d& khao sat cang s6m cang tot.

4. KHAO SAT TRUC TIEP

4.1. Bénh phim |y & dan éng hay tré con

Lam phét nhuém gram, khao sat dudi kinh hién vi d6 phéng dai 16n nhat
(vat kinh déu): néu chi c6 dudi 4-10 bach cdu trong mét quang trudng va
khong c6 song cAu gram [-] ndi té bao thi rat nhidu kha nang bénh nhén bi
viém niéu dao khéng phai do 1au. Néu c6 trén 10 bach cAu trong mdt quang
trudng vi/hay phét hién cé song cAu gram [-] noi t&€ bao, cb thé chac trén
98% bénh nhén bi lau.

Khoéng 1am phét nhudm gram quét hong hay quét hau mon. Tuy nhién néu
1a quét mi 18y tit ndi soi tryc trang thi rat cb gia tri dé khao sat gram.

4.2. Bénh pham Idy & phu nif
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Soi tudi rit can thiét dé phat hién Trichomonas vaginalis v ndm men.

Lam phét nhuém gram cac quét bénh phdm trén lam kinh va quan sat dudi
kinh hién vi, vat kinh ddu. Véi quét 4m dao: (1) Né&u c6 it hon 5 bach céu
trong mdt quang trudng va cb truc khudn gram [+] (thuong la
Lactobacillus), thi day 1a mét quét 4m dao binh thudng. (2) Néu co it hon 5
bach cfu trong mdt quang truong, khong cé cac truc khudn gram [+]
{Lactobacillus), ¢6 nhidu trye khudn gram [-] nhé quanh t& bao kém che vi
khuén khae nhu cau tryc khuén gram n [-], tryce khudn gram [-], tryc khuin
gram [-] cong, thi ¢6 nhidu kha ning bénh nhan bi viém &m dao do
Gardnerella vaginalis. (3) Néu c6 trén 10 bach cAu trong mdt quang trudng,
¢6 kha nang bénh nhén bi nhiém C. trachomatis. Véi quét ¢ ti cung: ¢d phat
hién cac song cdu gram [-] ndi t& bao. Tuy nhién két qua gram khong thé chéc
bénh nhén bi 1au vi 6 déc hiéu chi dat 50-90%, d6 nhay chi 50-70%.



4.3. Trudng hop bénh pham la nudc tidu

L&y mAu nudc tiéu bang phuong phép vd trung nhu da dé cap d phan cdy nudc
1iéu nhung khéng phai 18y gitta dong ma t6t nhat 1a 18y diu dong hay cudi dong.
NutGe tiéu gii dén phong thi nghiém phai duge ti€n hanh xét nghiém ngay bing
cach ly tam & tdc dd cao nhat cla may ly tam ban, sau dé chi 18y cian dé vita lam
mét phét nhudm gram, vita c8y trén méi trudng phén lap. Néu quan sat nhudm
gram cé song ciu gram [-] déc trung va ndi t& bao , c6 thé tra 161 két qua sd bd cho
bac si 12 nghi ngd 14u ciu.

4.4, Trudng hgp loét ha cam

Soi tusi dudi kinh hién vi nén den hay dao pha tim xoén khuén giang mai.
4.5. Trudng hop tim C. trachomatis

Nhuom khang thé huynh quang rdi doc dudi kinb hién vi huynh quang.
5. NUOI CAY, PHAN LAP

_ Trén thach niu Thayer Martin (CATM) dé cdy phan lap vi khuan N.

o

gonorrhoeae (vi khuan lau), thém thach BANg (c6 thé thay bang BA néu
khong ¢6 BANg) va MC cho céc vi khuan dé moc khac.

_ C6 thé cay thém trén thach ndu néu nghi cac nhidm trang vi khudn khé moc
khac.

- Cg’) thé cAdy thém thach Sabouraud cé hay khéng ¢é khéng sinh néu c¢d yéu
cAu tim ndm men.

— Cac hop BA va CA phai duge u 35-837°C trong binh nén. Cac trudng hgp
khéc, u khi trudng binh thuong. Theo d3i lién tuc trong 3 ngay. Trudng hgp
cily vi khudn N. gonorrhoeae, chi md binh sau 48 gid u.

_ N&u c6 vi khudn moc, tién hanh dinh danh va lam khéang sinh daé.

6. CAC VI KHUAN GAY BENH CO THE TiM THAY TRONG DUGNG SINH DUC

6.1. Thugng gap

- N. gonorrhoeae,

— Treponema pallidum (soi tuci).
6.2. It gap

— H. ducreyi,

— Gardnerella vaginalis (nhdm gram),
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~ Candida albicans (nhuém gram),

— Trichomonas vaginalis (soi tudi).
6.3. Rat hiém gap
~ Chlamydia trachomatis.

7. CAY MAU BENH PHAM LAY TU BUGNG SINH DUC - CAC CAU HOI THUGNG GAP

7.1. Mot ngum dan éng thudng hay cam thiy nga rat ¢ dudng tidu nhung lai
khéng bi ra md tai niéu dao ma chi hay ra chat nhdy trang trong vao sang sém;
hhu vay ho cé bi lau khéng va lam thé nao tim dugc tac nhan giy bénh trong
trusng hgp nay?

~ Triéu chitng trén c6 thé 1a 1au nhung bénh nhan da duge diéu tri khéng triét
dé trude dé hay 14 ban tinh (hosic vg) cla ho khéng duge diéu tri triét deé.
Tuy nhién ciing ¢4 thé ho nhiém tac nhan gay bénh khac khéng phai lau
nhu Trichomonas vaginalis, Enterococcus faecalis, hay Streptococct nhém B.
Do vay, trude hét phai hoi k§ bénh sii ctia bénh nhan xem trude déy co triéu
chiing cta lau khéng, ¢6 didu tri khdng? diéu tri nhu thé nao? 6 diéu tri ca
cho ban tinh khéng?...

— Trong trucng hgp nay cach 14y bénh pham t6t nhat 1a dung mot tam bong
manh hay mét vong cdy nhita nhé ludn vao niéu dao qua dau duong vat dé
ngoay nhe va ldy chit nhay ra lay lén hdp thach CATM va hop thach CA.
Cac hop thach nay phai duge chuyén dén phong thi nghiém dé & ngay trong
tu &m va binh nén hay ti 4m CO,. Ngoai ra cling phai 14y thém bénh pham
vdi cach nhu trén dé€ soi tuci va lam mot phét nhudém gram dé khio sat truc
tlep nia.

7.2 Mot s6 phong thi nghlem hay lam xét nghiém khao sat truc ti€p cin ling
nudc tidu dé tim vi khuan lau. Xét nghiém nay cé tin ciy khong?

— Néu mudn tim vi khuén l4u trong nude tidu thi nhat thist phai khao sat can
lang nude tidu véi nude tidu 14y d4u dong hay cudi dong vao sang sém. Tuy
nhién néu chi dya vao phét nhudm gram thi khé cé thé két luan chinh x4c
lau da 6 thé thay duge hinh dnh dién hinh song ciu gram [-] ndi té& bao, ma
phai nubi cdy can lang trén mai trudng CATM.

— Tuy nhién vi khuén lau trong nudc tidu cé thé khé nuédi cdy thanh céng, do
vAy hién nay mét ky thuat chinh x4c va nhay cAm nhét 14 ngudi ta tién
hanh thd nghiém PCR phat hién N. gonorrhoeae déng thoi véi
C. trachomatis trong can ldng nudc tidu.
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7.3. Hién nay co6 thu nghlem xét nghiém nhanh tim N gonorrhoeae va
C. trachomatis. Thu nghiém nay hoat dong trén nguyén tic nao va cé dang tin
cay khong?

- Céc tha nghiém nhu vay da s& déu dya trén nguyén tic thi nghiém sic ky mién
dich (xem trang 45) phat hién khang nguyén vi sinh vat ¢6 trong bénh pham.

- Vi la thd nghiém phat hién khang nguyen nén gia tri hon la thd nghiém
phat hién khang thé. Tuy nhién dd nhay cam va do dic hiéu cao hay khéng
thi lai rat thay d6i tuy theo hang sdn xuét. Do vay trLIdc khi ap dung ching
ta phai nghién cttu so sanh véi phuong phép nudi ciy (d61 véi vi khuan N.
gonorrhoeae), hay phu’dng phap mién dich huynh quang truc tiép (d6i véi C.
trachomatzs) hay néu ¢6 diéu kién thi so vé6i phuong phap PCR. Tuy nhién
d61 véi cac hang san xuét ma san pham nay da duge FDA danh gia chdp nhéin
luu hanh thi ching ta ¢ thé sd dung ngay ma khong cAn phai nghlen cuu.

7.4. Két qua nhudém Gram mét phet am dao hay co t cung thiy cé song cdu
Gram [-], ndi té& bao. Cé6 thé nghl ngd bénh nhan nhiém N. gonorrhoeae khong?

— Néu 12 m6t quét mi niéu dao 8 dan 6ng va két qua nhu vy thi c6 thé khang
dinh chan doan bénh nhén bi 1au. Nhung trong tru’dng hgp bénh phdm la
quét Am dao hay ¢ th cung clia phu nit thi chi ¢6 thé nghi ngd chd khéng
thé chéc chin, can phai nubi cay.

— Pé nubi cay, can phai cdy ngay quet nay len hép thach Thayer Martm
(CATM) c6 cac khang sinh e ché vi khuén va nim va O ngay trong binh nén
hay ti G CO, 5%. Sau khi phén 1ap, cac khém nghi ngd phai duge dinh danh
xac dinh N. gonorrhoeae bing phlidng phap lén men dudng nhanh (3 loai
dudng: glucose, lactose, maltose, va sucrose) Vi khudn N. gonorrhoeae chi
lén men duong glucose, khéng 18n men céac dudng khac.

7.5. Xin cho biét gia tr| cua thu‘ nghiém mlen dich huynh quang phat hién
C. trachomatis trong cac bénh pham Ia cac mau quet co tir cung

- Pay ia thu nghiém phat hién truc ti€p vi khudn C. tmchomatas bing ky
thuat mién dich huynh quang truc tiép dang khéng thé dic hleu
C. trachomatis gin huynh quang. Néu lam ding theo chi ddn ¢la nha san
xuft thi thit nghiém rat dang tin cay.

-~ Mot khd khan khi thue hién thi nghiém néy 14 nén dung dung cu lay mau
thich hgp dé 1a nhting ban chai quét 18y cd td cung ma hién nay néu phai
dat mua tai Viet Nam thi gid thanh kha dat.

8. CAU HOI ON TAP

a.  Chobiét cac cach 13y bénh pham tir dudng sinh duc & cac d6) tugng khéc nhau.

b. Hay cho biét cidc phuong phap khao sat truc tidp va cac cach danh gia
k&t qua khao sat tryc tiép trén cac bénh phim lay tit dudng sinh duc.
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c. Hay mé ta qui trinh nuéi cdy va phan lap cac vi khuin gay bénh tiu cac

bénh pham I4y tit dudng sinh duc va tit d6 cho biét cac phuong tién cin
thiét dé thuc hién duge qui trinh nay.

d. Hay cho biét cac vi khudn gay bénh c6 thé tim thay tir duodng sinh duc.

Hinh 10.1: Phét nhuém gram mot
mau md niéu dao clia mét ngusi dan
6ng nghi bj lau. Quan sat & quang
khudn x1000. C6 nhiéu t& bao bach
cau da nhan c6 cac song cu gram [-]
ndi t& bao. V&i két qua nay c6 thé
chan doan gan nhu 100% bénh nhan
bi 1au. Tuy nhién ciing can phai tién
hanh nuéi cay dé lam khang sinh dé

Dadd ghBub o
2 G
Brsup doyud ri* nbin
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L ¥ 3 _ £

Hinh 10.3: Hinh anh vi thé mét phét t& bao
am dao bénh nhan nhiém Gardnerella

Hinh 10.2: Phét nhuém gram mét vaginalis. (A) phét soi tudi chi thdy truc
méu can ldng nuéc tidu clia mot khuan cong bam d4y én t& bao chat t& bao
ngudi dan éng nghi bj lau cho thay bi€u mé am dao. éB) phét nhuém gram ciing
c6 mét s t€ bao bach ciu da nhan cho thay truc khudn G.vaginalis bam day lén
c6 cac song cdu gram [-] ndi 16 bao. té bao biéu mé &m dao. (C) Cing phét
Két qua nay c6 thé gitp chin doan nhudém gram quét am dao, ngoai G.vaginalis
bénh nhan bj lau, tuy nhién can xac (9). chung ta con théy cac vi khudn khac nhu
dinh bang nudi cay Bacteroides (b)) - Mobilincus (c) -
) Peptostreptococci (p)
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BAI 11. CAY KY KHi VA cAY miu BENH PHAM KY KHi

muc TIEU

1 Chi dinh lam sang duge dé cay ky Rhi va cdc triong hop nao khong nén
cdy ky khi ve o6 thé gitip diroc lam sang cho ding chi dink cdy ky khi va
tranh cde chi dinh khéng can thist.

8. Thyc hién duge cdy ky khi nhi do cé thé tricn khai duge xét nghiém cgly
ky khi tai phong thi nghiém lam sang tai cdc bénh vién vi biét duge ede
phuong tién cdn thist v thich, hop nhdt dé c6 thé thuc hiérn dude xét
nghiém nay.

4, Thie hign duge ddy di qui trinh cdy va theo dai ky khi, dong thoi tao duge
L méi lien lac véi lém sang trong qud trinh lam xét nghiém cdy ky khi.

1. CHi BINH

1.1. Ldm sang nghi dén nhidm tring ky, khi khij

= Dich ri: héi théi, cé hai, 6 mau den; huynh quang dg, hat sulfur,

- Céc nhidm trung gin niém mac.

— V&t thuong c6 hoai tl, mé dap nat, mang gia.

— Viém néi tAm mac ¢4y mau hidy khf 4m nghiém.

— Nhiém tring 3 cac bénh ac tinh, bénh c6 ph4 hiy mé, bénh c6 hu hai mach mau.

— Nhiém trung khj dang dung khang sinh Aminoglycosides.

— Nhiém trung huyét ¢ viem tinh mach thuyén tée, ¢ vang da, sau nao thai,

sau gidi phau ving bung,
1.2. Cac bénh phdm nén chi dinh cdy ky khi
Tat ¢d cic bénh phdm 14y b0 c4c ndi khong bi ngoai nhidm vi khudn thudng

tri ky khi, ky khi tay nghi va hidu khi:

— Vét thuong va ap xe, hit mu.
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= MG (sinh thiét, t thiét, phiu thuat),

— Cac dich co thd (DNT, mang phéi, mang bung, mang tim, dich khép).
- Mau, tay xudng.

— Dich hit khi quan qua da.

~ Nude tiéu_ {choc hit qua da trép Xudng mu, 16 mg nigy quan, thim tich, niéu
quan, phiuy thudt mé bang quang hay md than).

~ Niéu dyc (chi 14y tit c4e ngj khoéng c6 vi khusn ky khi thudng tr).
~ Rubt non (blind loop va cac hoi chiing kém hip thy tuong tu).
- Phan hay bénh phidm tir da day rudt (dé phét hign doc t5 va cdy phét hién

¢éc vi khudn nghi ngd gay bénh nhu Clostridium difficile, C. perfringens va
C. botulinum).

1.3. Cac bénh phim khéng nén chi djnh cay ky, khi

Do khong thé phén biét dude tdc nhan g4y bénh va vi khuin thudng trd nhy:
~ Quét hong hay mi; hau, quét nusy ring,

— Pom, djch hat nét soi ph& quan khéng 14y bing dng théng cé hai nong va cé

~ Bénh phaim 18y gén da vi niém mac bang cac phuong phép khéng thich hap,
dé bi ngoai nhidm_

~ Nuéc tidu (voided urin), quét Am dao hay cd ti cung,

2. CAC PHUONG PHAP LAY BENH PHAM DE CAY Ky Khi
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~ (4c bénh pham khac nhu DNT, chat dich, sau khi hit vao dng kim, day chit
nap kim lai va gii nguyén dén PTN.

3, QUI TRINH VI SINH LAM SANG KHAO SAT MAU KY KHI
* NGAY I:
© 3.1. Mau dugc. Iay vao méi trudng chuyén chd ky, khi

6 1a Carryport (Nam Khoa); trudng hop dich hay mu, cb thé hut bang éng
chich insulin khéng cho bot khi 1An vao rdi mang thang dén PTN.

3.2. Phong thi nghiém phai tién hanh khao sat ngay theo cac budc sau

CAy vao cic mdi trudng phan lap ky khi va /hay hi€u khi:

~ Cdy hi€u khi: BA hay BANg, EMB hay MC. BA G trong binh nén, MC hay
EMB 6 khi trudng binh thudng. Theo di theo qui trinh cAc miu bénh phém
cdy hiéu khi.

— Cdy ky khi: BA ky khi (BAYK) va BAYK cd phenyl Ethyl Alcohol (BAYK-
PEA) hay BAYK c¢é nalidixic acid (BANg). U trong binh hay tdi ky khi (vi
du: Genbox cuia bio -Mérieux) va khi trlmng ky khi dude tao ra bang phu’dng
phéap hoa hoc (vi du: bao Genbox anaer cua bio -Mérieux khoéng cin dung
xtic tac hay bao Gaspak ctia BD véi xic tac Pallidium -aluminium). Binh 4
ky khi dude giii trong ti &m 37°C trong 48 gia.

— Lam phét nhudm gram bénh pham, ghi nhan sy hién dién caa cac vi khuén
trong méu trude khi c6 két qui cdy. Tra 19i két qua sd bd cho bac si difu tri
qua dién thoai hay qua phiéu tra 1ai két qua tam thoi,

* NGAY 3: (vi phai 4 binh ky khi trén 48 gid).

— M4 binh ky khi hay tii ky khi. Quan sat cadc mit thach, ghi nhan cac loal
khém va hinh thai cic khém. Lam phét nhuém gram khao sat duéi kinh
hién vi.

— Thuyc hién cdy lai thuAn khiét cidc khom trong méi trudng BAYK/ ky khi,
déng thoi lam thi nghlem loai trir vi khudn phéin lap duge 1la YK tuy nghi,
HK tuyét d8i bing cach cdy thém trén mat thach BA /i1 binh nén.

- Tra 161 thém két qua sd bd cho 1am sang.
* NGAY 4 HAY 5:

~ Quan sat BA /4 binh nén. Néu khong ¢6 vi khudn mee thi vi khuén phan lap
duge 1a YK tuyét doi.

- M4 binh ky khi. Lay cac khém vi trung trén thach BAYK dd xac dinh la ky

khi tuyét d8i. Lam phét nhudém gram quan sat hinh dang vi khuén qua kinh
hién vi.
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— Tién hanh qui trinh dinh danh véi API 20A va lam khang sinh d6 véi ATB -
ANA, 1 ky khi 24-36 gis. N&u khéng c6 API 20A thi ¢6 thé tién hanh dinh
danh ky khi theo qui trinh kinh dién vdi mét s8 méi trudng va phan tng
sinh hoa dac biét.

— Tra 161 két qua chung cude cho 1dm sang sau khi doc két qua dinh danh va
khang sinh dé.

4. CAC PHUONG PHAP TAO KHi TRUONG KHONG CO 0, (OXY PHAN TU) DE
CAY KY KHi

4.1, Phuong phap ding bao sinh khi CO, va khir khi O, trong binh ¢ hay trong
bao G

Phuong phap nay dung mét tii kin chita mdt bao hoa ch4at ma khi tai kin nay
bi xé ra dé bao hoa chit tiép xic véi khong khi thi s8 xay ra phdn ting hoa hoc khi
0, trong khong khi va sinh ra khi CO, v6i ty 1& 5% trong binh 11 hay tdi 4 tucng ing
véi kha nang khi O, ctta bao hoa chit. Hang bio -Mérieux ¢6 dua ra thi trugng san
pham c¢6 ebng dung nhu trén va c6 tén 1a Genbox -anaer dung cho binh 1 cho
khoang 10 hdp thach phan lap va Genbag -anaer danh cho tii 4 cho khoang 2 héop
thach phan lap. Cac sén phdm nay rat d& dang si dung vi khéng cin phai cho nude
véo tdl hay 12 phai dung chat xie tae. Trong dén dung ching ta 6 thé thdy san
phdm ¢6 ¢dng dung khit O, (nhung khéng sinh CO,) trong cac ti1 banh trung thu
nhdm muc dich gilt banh trung thu ¢ didu kién ky khi nhd vay ma bdo quin duge
béanh khong bi nAm mdc trong thai gian dai.

4.2. Phuong phap ding bao sinh khi CO, va H,dé H, khir O, trong binh G nhé chat
xuc tac

Hiang BD (M§) dua ra san phadm ¢6 tén 13 Gaspak hoat dong theo nguyén téc
nay. Gaspak 132 mét tdi kin chia hai vién hod chit ma khi mét géc trén caa tdi kin
nay bi xé ra va cho vao dé 10ml nuée thi nude sé thaim dan vaoe hai vién hoa chat dé
cd mgt vién sinh ra khi CO, va mét vién sinh khi H,. Khi H, sinh ra s& nhd chat xic
tac (la cac vién da pallidium -aluminium gén trén ndp binh, duge goi 14 xic tde
lanh; hay 14 vong day bach kim nung néng nhd &ién trd ciing gan trén nap binh,
dude goi la xdc tde néng) phan dng véi O, trong khéng khi binh 1 thanh H,O bam
vao thanh binh. Mot luu ¥ cia phuong phap nay khi ding cac vién da xic tac
pallidium -aluminium 1a phai say kho cic vién da nay 180°C trong vong 1 gi6 ngay
trude khi su dung hay sau khi st dung va sau dé giii trong cac binh kin (dessicator)
¢6 silicagel hit &m vi cac vién da nay chi xtce tae phai ing két hgp O, véi H, khi
chiing ¢ dang khan nudc. Mot bat tién nita 1 cic tai Gaspak khong thé chuyén ché
duge bing dudng hang khéng vi nguy co giy chay nd nén ngudi sit dung phai dat
hang trude kha 1du mdi cé.
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4.3. Phuong phap dung binh khi CO, va binh khi H, phéi tron lai dé thay khong
khi trong binh 4, sau d6 chat xc tac sé két hop H, véi O, dé khir hoan toan 0,
trong binh U

Phuong phéap nay ré tién nhat nhung muén ap dung thi phai trang bi cho day
du cac binh cung cép H, va O,, may tron khi dé tron H, va CO, tit hai binh cip khi
va bom chan khéng néi véi binh 4. Sau khi cho cac hop thach da cdy bénh pham vao
trong binh 4, phai thyc hién qui trinh thay khong khi trong hinh 4 bing hén hop
khi nhu sau: (1) Pay chét binh 4 réi néi voi cdp khi va voi hit chan khéng vio binh
qua nap binh, déng khoa voi cdp khi vA md khoa voi hut rdi bat may hut chan
khong dé hit khong khi ra khéi binh cho dén ap luc dat <10 thi khoa voi. (2) Md
khoa voi cap khi dé cung c&p hdn hop khi vio binh @ cho dén khi ap lyc khi trong
binh trd lai binh thudng thi déng voi c&p khi. (3) Tiép tuc lai qui trinh nay thém vai
lan niia dé dam bao khéng khi trong binh da duge thay hoan toan bing hén hgp
khi. Hén hgp khi nay vin ¢6 thé con O, vi khé c6 thé c6 duge cac binh cap khi CO,
va binh cap khi H, khéng bi tap nhidm O,, tuy nhién sau vai gis khi O, trong hén
hdp khi trong binh sé bi khit hoan toan nhé cac xtc tac nong hay xtc tac lanh gan ¢
nap binh. Ctang nhu phuong phap dung bao Gaspak, néu ching ta dung xuc tac
lanh thi phai khi nude xic téc lanh bing cach say 180°C trong hon mot gis dé dam
bao xtc tac hoat dong tét.

Béng hé do ap Iuc

Khoa déng md Khoa déng md

——»Ld—

Voi néi véi may

—.-—>

Voi ndi véi may hut

tronkhi | chan khong
Xuc tac néng
haylanh ]
.Ong chi thi
ky khi

Hinh 11.1: Cau trac mét binh G ky khi dung phuong phap thay khi
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Hién nay c6 may tron khi thuc hién viéc hat chan khéng ctia binh va cho khi
vao binh mét cach hoan toan tu dong, vi du may Anoxomat mark II cia Ha Lan
(Hinh 11.2) va nho vAy ngudi lam xét nghiém khéng can phai thuc hién cac dong
tac mad, déong van xa va hit khi nita.

5. CHi THI KY KHi

Chi thi ky khi 12 mgt phuong tién gitp ching ta c6 thé kiém tra dudgc 1a trong
binh ky khi that su da hoan toan hét O, chua. Cac chi thi ky khi thudng hoat dong
dua trén nguyén téc khit mau cia mét chit mau khi chidt mau nay & dang khit va
c6 mau khi 6 dang oxid hoa. Cac chidt mau c6 dic tinh nhu vay 1a Methylen blue va
Resazurin va ddy cting 1a hai chat thudng duge cho vao méi trudng Thioglycolat hay
moi truong chuyén chd bénh phadm dé cdy ky khi ciing véi muc dich cho biét cac méi
trudng nay c6 ¢ tinh trang khit O, trong phan sadu dudi bé mit cia méi trudng hay
khéng dé sdn sang st dung. Néu & phan siu cla 6ng méi trudng ¢6 mau thi ngudi
ta phai dun cach thuy ching dé dudi hét O, (khi d6 phan sau clia méi trudng sé mit
mau) va dé ngudi réi méi stt dung.

Chiing ta c6 thé tu pha chi thi mau dé kiém tra tinh trang ky khi caa binh 4,
nhung don gian nhat 1a ching ta ¢6 thé dang mot 6ng méi trudng chuyén chd ky
khi hay mot 6ng méi trudng thioglycollat dé lam chi thi ky khi. Cach st dung la
trudc hét phai dun cach thuy cac éng méi trudng nay dé dudi hét O, khéi méi
trudng va sau d6 dé ngudi, lic nay phan mat 6ng méi trudng sé c6 mau trd lai. Néi
16ng nip 8ng méi trudng va cho vao binh 4 ky khi trude khi day nép. Binh 4 ky khi
dudc coi 1a ky khi hoan toan khi bé méat cac 6ng méi trudng nay mat mau hoan toan
sau khi tién hanh 4 ky khi khoang 1-2 gid.

Hinh 11.2: May axonomat Mark |l
clia Ha Lan dé tao khi trudng ky khi

6. CAY MAU BENH PHAM KY KHi - CAC CAU HOI THUGNG GAP

6.1. Mét sé bac si lam sang muén tim tac nhan vi khuin ky, khi gay viém phéi. Yéu
cau nay cé hgp ly khéng va phéng thi nghiém c6 nén dap timg yéu cau nay khéng?

— Thuyc t& c6 mdt s8 bac si c6 yéu cAu nay, tuy nhién nhu da trinh bay la cay
ky khi khong nén thyc hién trén cac bénh phdm dom hay dich ria khi quan
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vi ddy 1a cac mau thi tap nhiém, khong thé phéan biét duge vi khdn ky khi
gay bénh véi vi khuén ky khi tap nhiém. Do vy, néu mudn tim tac nhan vi
khuén ky khi gay viém phéi thi phai ¢6 phuong tién 14y duge bénh phim la
dom 14y qua ndi sol bang éng théng ¢6 hal nong va c6 bao vé.

Tuy nhién ciing ciAn phai biét ring tac nhin giy viém phdi cong dong rit
hiém khi 14 vi khudn ky khi, ma thudng 14 8. pneumoniae, H. influenzae, va
M. catarrhalis.... Tac nhan gdy viém phéi bénh vién cling vay, thudng 1a S.
aureus, cac tryc khuén gram [-] dudng rudt hay khéng 1én men. Do vay theo
ching t61 nghi yéu ciu tim vi khuin ky khi gay viém phéi la khong hop 1y
lam. Chi nén nghi dén tac nhan vi khuin ky khi trong cac trudng hop viém
phéi te nghén 1 (do hit di vat hay do d6m qué dac va nhidu bit 18y khi quan
trong cac trudng hdp COPD néng), eac trudng hgp viém phdi ¢6 kém ap xe
phdi. Trong céc trudng hdp nay bénh phiam t8t nhat 1a choc hit phdi qua
thanh ngue dé hit 14y mi ap xe hay cac chdt dich viing nhu mé phéi bi tén
thuang,.

6.2. C6 nhiéu trudng hgp bénh nhan cé diu higu nhiém tring huyé’t rd rang
nhung cdy mau vép bi am tinh. C6 phai nhu v3y 1a bénh nhan cé thé bi nhiém
trang huyét vi khuan ky khi khéng?

- (6 nhiéu truong hgp nhu vay, nhung khong phai tat ca déu 1a do nhiém

trung vi khuan ky khi ma con c6 thé 1a do bénh nhéan bi nhiém trang tai ché
ndo dé ma vi khuén khéng vao méu va tridu ching bénh 1y gidng nhiém
tring huyét 1a do phan tng toan than cia cd thé dai véi tinh trang nhiém
tring nay.

- DEé c6 thé cay mau ky khi, c6 thé cdy mau trong méi trudng déc biét, d6 la

ciac chai médi trudng thioglycolat. Cac chai cdy mau nay duge ché ti méi
trudng thioglycolat 1éng 13 méi trudng da bd dudng va cé da chit khi dé duy
tri tinh trang ky khi trong mbi trudng.

6.3. Tai sao chung ta khong sur dung phuong phap ciy khém vi khuan hay trén
dng thach nghiéng sau dé cé the phan blet dugc mét khém vi khudn moc trén
mat thach phan lap 4 ky, khi a khém vi khuan ky, khi hay ky khi tuy nghi?
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- 6ng thach nghiéng sdu duge ché tir mdi trudng thach thioglycolat, duge 1am

dic trong ong sau khi khit trung dé ¢6 mét phén sdu v& moét phan nghiéng
nhu ong moi trudng KIA hay TSI. Nguoi ta cdy vao 6ng thach nghiéng nhu
cdy vao ong thach KIA hay TSI, tic 14 sau khi 14y mam cdy la khom vi
khuan 1én que hay vong cay, dam sdu vao phin siu va sau d6 ciy zic -zac
trén phan mait nghiéng. Us ong mdi trudng trong diéu kién hi€u khi qua dém
hay 24 gid. Quan sat vi khuin moc trong 8ng, néu chi moc & phin sau ma
khéng moc duge trén mat nghiéng thi d6 1a vi khuén ky khi. Néu vi khudn
moc duge trén cd méit nghiéng 14n dudi phan siu thi d6 14 vi khudn ky khi
tuy nghi.



— Tuy nhién vi da s6 Streptococci khong thé moc duge trén mat thach
thioglycolat di chung ¢6 14 ky khi tuy nghi, do vay thi nghiém nay c6 thé
khong phan biét duge Streptococei ky khi véi Streptococci ky khi tuy nghi.
BPéy chinh 14 mét 1y do giai thich tai sao ¢6 mét vai ¢éng trinh nghién ettu vi
khuén ky khi lai cho k&t qua khang sinh d6 c6 ty 1& d€ khang qua cao khang
sinh Metronidazol vi ¢6 thé trong céc céng trinh nay cac tac gia da cho cac
chiing Streptococei ky khi tuy nghi thanh Streptococei ky khi.

6. 4 B4i véi phong thi nghiém khoéng co phuong tién cay ky, khi, lam thé nao ¢é
thé nhan biét dugc ¢é tac nhan vi khuin ky, khi trong bénh pham‘?

— Du khéng cé phuong tién cdy ky khi nhung phong thi nghiém van c6 thé
nhan biét duge sy hién dién ciia vi khuin ky khi bing cach song song val qui
trinh c&y hiéu khi (c8y khong ky khi), luén cady miu vao mét 8ng méi trudng
thit bdm (choped meat) hay 8ng méi trudng thioglycolat. Néu mau c&y hidu
khi khéng ¢6 vi khudn moc ma trong cac ong moi trudng trén lai nhiéu vi
khuén thi rat ¢6 kha nang 6 vi khudn ky khi, lte dé chiing ta sé tién hanh
nhuém gram dé tra 18i cho 1am sang két qua nhudm gram va cdc nhan xét
cua minh.

— Dé dam bao céac dng thioglycolat va 8ng thit bam hoan toan khit hét 0, trong
phén séu, trudc khi cho bénh phim vio mdi trudng ngudi ta phai dun séi cac
&ng méi trddng nay trong 10 phit dé dudi hét 0, ra khdi mdi trudng va sau
d6 dé ngudi rdi méi cdy bénh phim vao.

7. CAU HOI ON TAP

Cho biét 1am sang nén cho chi dinh cdy ky khi trudc cae trudng hop nao?

Cac bénh pham ndo c6 thé 1ay dé lam xét nghiém tim vi khudn ky khi?
Cac bénh phdm nao khéng nén cho 1am xét nghiém tim vi khuéin ky khi
gay bénh, phin tich ly do tai sac?

c.  Cho biét cac cach 14y va chuyén chd bénh phdm dé 1lam xét nghiém tim vi
khuan ky khi va phan tich 1y do tai sao?

d. Cho biét qui trinh ¢4y va theo déi c4y ky khi duge thue hién trong may
ngay vdl cac bude tién hanh nhu thé nao cho ting ngay?
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Bénh phdm cay ky khi phai dugc Céy phan lap trén méi trudng
giif trong méi trudng chuyén chd | BAYK+PEA/BAYKNg.
chuyén dung 1a CARRYBAC

DO
U ky khi trong binh ky khi véi bao
Genbox — anaer. Dé trong ti &m
37°C qua 2 dém
D1
¢ Chon khém vi khudn, cay
zic — zac trén hai mat thach BAYK
8iig s R Mt G ky khi
M6t G binh nén 37°C trong 24h
37°C qua dém
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D2
Chon vi khudn chi moc ky khi,
khéng moc trong binh nén

Thuc hién dinh danh véi AP

20A va khang sinh do véi ATB — _
ANA. U ky khi/37°CI24 gid Sd dd 11: Qui trinh vi sinh lam
sang cac mau khao sat ky, khi
; . .
D3 - Doc két qua chung cudc: Pinh danh va khang sinh do

i
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BAl 12. KHAG SAT TRUG TIEP

MUC TIEU

L

S dung ¢6 hiéu qud phuong tién khdo sdt tric tiép trong xét nghiém vi
sinh lam sang cdc méu bénh phdm khdc nhau nhd biét duoge cdc loai
khdo sdt tric tiép c6 thé thuc hién duge tai cdc phong thi nghiém ldm
sang va cong dung cua tiing logi.

Phiic trinh duge cde két qud khdo sdat truc tiép va déng thoi tham vén
duge cho lém sang cdc ¥ nghia hitu dung ldm sang ma két qua khdo sdt
truc tiép nho bist duge val tro va y nghia cua khdo sdt tric tiép trong xét
nghiém vi sinh la&m sang.

Trinh duge cdc tritong hop phdi lam khdo sdt true tiép mot cdach vo ich -
tham chi con cho cde thong tin sai lge dén lam sang va khéng bé st cdc
trtomg hop cdn thiét phdi lam khdo sdt true tiép vi cde ¥ nghia hitu dung
ma két qud khdo sdt truc tiép mang lai cho lam sang va biét duge cde
truong hop bénh phdm nao can phdi lam khdo sdt true tiép, cdc truong
hop bénh pham nao khong that sy can khdo sdt tric tiép.

1.CAC PHUONG PHAP KHAO SAT TRUC TIEP

1.1. Soi tuoi

— Qua kinh hién vi thudng

+ Soi tuvi khong cdn nén, 1a phuong phap soi tudi qua kinh hién vi dong bét

tu quang, véi bénh ph&m dugc dit trong mdt gigt nudc mudi sinh 1y trén
mbt lam kinh, treo hay ép dudi mot lamel. Phuodng phap nay dung dé xem
sy di d6éng cta vi khuan.

+ Soi twoi cén nén, 1a phuong phap sol tudi qua kinh hién vi déng bdt tu

quang véi bénh pham duge dit trong mot giot dung dich mau 1am nén
nhu dung dich mue tau; nigrosin; methylen blue, trén mdt lam kinh, ép
duéi mot lamel. Phuong phap nay dung xem nang vi khuén, hay tim
n&m men cé trong bénh phdm nhu Cryptococcus neoformans trong dich
nio tuy.

— Qua kinh hién vi nén den hay dao pha

+ Qua kinh hién vi nén den, muc dich thong thudng nhét 1a xem hinh dang

va sy di déng cha vi khuén ¢ trong mdt bénh phdm dat trong mot giot
nuée mudi sinh 1y trén mdt lam kinh ép dudi mot lamel. Phuong phap
nay duge diing dé tim xodn khudn giang mai, vi khuén leptospira, hay
khao sat sy di dong vi khudn.
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1.2.

+ Qua kinh hién vi ddo phase, myc dich théng thudng nhit 12 xem nang vi
khu#n nhu 12 S. preumoniae, hay tim n&m men cé trong bénh phdm nhu
Cryptococcus neoformans trong dich nédo tuy.

Nhuém

— Nhu¢m gram, 1a phuong phap nhuém thong thudng nhit trong cic phong
thi nghiém vi sinh. Phuong phap nhuém gram cho phép xac dinh duge
hinh dang, cach sip x&p va phan biét vi khudn la thudc loai gram [+] hay
gram [-].

- Nhuém don Méthylen blue kiém, 1a phuong phap hay duge ding dé nhudm
khao sat ¢6 sy hién dién clia vi khuén Corynebacteria hay khéng vi phuong
phéap nay cho phép nhugm vi khudn va cac hat bién séc c6 trong vi khuén.

— Nhuém khdng acid, 1a phuong phap hay duge dung dé nhudm va phat hién
cac vi khuan khéng acid nhu cac Mycobacteria.

— Phudng phdp nhuém huynh quang, 1a phuong phap nhudm vi khuin bang
phdm mau huynh quang va chi 4p dung cho mot s& truong hgp nhu nhudm
huynh quang rhodamin phét dm tim vi khu#n lao.

— Phuong phdp nhuom khdng thé déc hiéu ddnh ddu men hay ddink déu
huynh quang, 1 cac phuong phap phat hién true tiép vi sinh vat muén tim
c6 trong bénh pham nhg khang thé dic hiéu khang nguyén vi sinh vat duge
dénh dau bang men (phat hién qua quan sat bing kinh hién vi thuong) hay
bang huynh quang (phat hién qua quan sat béng kinh hién vi huynh quang)

— Cdc phuong phdp nhuém khde, nhu nhudm nang, flagella, spore... chi dudc
dung trong cac trudng hop dic biét.

2. VAI TRO VA Y NGHIA CUA KHAO SAT TRUC TIEP

2.1. Cho két qua rat sém, gan nhu chung cude

Cé nhiing két qua khdo sat tryc tidp gitip bac si lam sang va phong thi

nghiém nghi ngay dén tac nhan gy bénh véi su chinh x4c gin nhu 99%, vi du:
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— K&t qua khao sat truc tiép dich ndo tuy thay cé song cdu gram [-]; nghi ngay
dén tac nhan. meningitidis, thay song cdu gram [+] hinh mi gido; nghi
ngay dén S. pneumoniae, hay thay truc khuin gram [-] nhé; nghi ngay dén
H. influenzae...

~ Két qué soi tuoi mi niéu dao tit dan éng thdy cé song cdu gram [-]; nghi
ngay dén tic nhan N. gonorrhoeae. ..

— K&t qua soi tugi dich nao tuy thiy cé ndm men cé nang; nghi ngay dén tac
nhan ndm men C. neoformans. ..



_ K&t qua khéo sat tryc tiép phét quét ¢6 ti cung phat hién C. trachomatis
bing phuong phap nhuém khang thé huynh quang dac hiéu C. trachomatis
duong tinh 1a da dé két luan bénh nhén bi nhidm vi khudn nay.

Céac két qua nhu trén rat c6 gia tri gitp cho bac si diéu tri chon dugc khang
sinh diéu tri ban ddu va giap phong thi nghiém bigt duge hudng phan lap; dinh
danh: khang sinh dé trong xét nghiém cdy va phén lap tiép theo.

2.2. Cho kétqua sémvaggi y

Rat nhidu két qua khao sat truc tiép, néu biét tan dung, bac s11am sang 86 o
huéng diéu tri ban ddu cang nhu phong thi nghiém c¢6 hudng phan lap va dinh
danh, vi du:

_ Khao sat tryc tiép nudc tidu, thay c¢6 1 vi khudn/quang trudng x100, c6 thé
nghi ngay 14 bénh nhén bi nhidm tring tiéu va co thé chon lya khang sinh
didu tri bude ddu tiy theo hinh nh gram cta vi khuén hién dién trong mau.

_ Khao sat phét nhudém gram mAu mu, hay abcess, hinh anh vi khuén thay
trong bénh phim qua phét nhudém gram goi ¥ dude tac nhan vi khuin gay
bénh, nhd d6 bac si 14m sing s& 6 hudng didu tri ban ddu ciing nhu phong
thi nghiém c¢6 hudng phan lap va dinh danh....

2.3. Cho két qua danh gia miu cé tin cay dé nudi cdy, phan 13p hay khong va cho
kétquaggiy

_ Lam mdt phét gram miu ddm, quan sat & quang trudng x100, 6 thé danh
gi4 miu tin cay hay khong dé c6 thé tiép tuc thuc hién qué trinh nudi cay
phén lap

- Ciing qua phét nhuém gram méu dom, néu mAu tin cay, c6 thé tiép tuc qua
quang trudng x1000 dé quan sat hinh anh gram cac vi khuin hién dién va
k&t qua nay sé rit cé gia tri ggi ¥ cho phong thi nghiém hudng phén lap vi
khudn giy bénh va bac si sé c6 thé ¢6 hudng dung khang sinh nao trong
didu tri ban dau.

2.4. C6 nhimg trudng hgp mau khdng cén phai lam khao sat truc tiép
~ Mau quyét hong, néu khéng cé yéu cau tim vi khuén bach hau thi khéng cin

thist phai 1am khdo sat truc tiép vi khéng c6 su khac biét gifta mAu khéng
bénh véi mau bénh.

_ Mau phén, néu khong cé yéu cdu tim Campylobacter, V. cholerae thi khong
cAn thiét phai lJam khao sat tryc tiép.

3. CAU HOI ON TAP

4. Cho biét cac phuong phap khdo sat tryc tiép va cong dung cua tling
phuong phap nay?
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b.  Cho biét vai trd va ¥ nghia ca cac két qua khéo sat truc tiép d6i véi 1am
sang? Néu cac vi du cu thé.

c.  Cho biét cac trudng hdp nao khong nhit thiét phai lam khao sat truc tiép
va cac truong hgp nao bit budc phai lam khao sat truc tiép trude khi tién
hanh nuéi cdy phan lap? Tai sao?

Hinh 12.1: Soi tudi nhiéu khi rat cé gia tri trong xét nghiém vi sinh 1am sang: (A) Mot phét soi tuoi
dich n&o tuy trong giot muc tau cho hinh anh nhu vay rét cé gia tri d& chan doan viém mang nao do
Cryptococcus neoformans. (B) Phét soi tuoi qua kinh hién vi nén den giot méi trudng EMJH cay mau

bénh nhan cho két nhu trén giup két luan m&u cay c6 vi khudn Leptospira. (C) Phan (ing phdng
nang (quellung reaction) diing dinh type S.pneumoniae c6 thé doc két qua qua phét soi tuoi trong
giot nigrosin nhu trén. (D) Soi tuoi mét giot méi trudng cla chai cdy mau qua kinh hién vi dao pha véi
hinh anh nhu trén gitip s6m nhan biét chai cay mau [+] truc khuadn
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BAI 13. NHUGM GRAM

MUC TIEU

1. Nhén dinh dige mét két qué nhuém gram 6t hay c6 vén dé vé mdt ky
thudt nhd biét rd nguyén tdc etia phuong phap nhudém gram.

2. Thue hién duge tot ky thudt nhuém gram cdc méu bénh pham khdc nhau
nhé nim vitng dude cdc bude thuc hanh trong k¥ thudt nhuom gram.

3. Trdnh duge cdc yéu t6'ky thudt lam sai léch két qua nhuom gram va ¢6
thé bién luan duge mot két qud nhudém gram cé vin dé vé mat ky thudt
nho biét duge cde yéu t6'ky thugt anh hudng lén két qud nhudm gram.

1. NGUYEN TAC

Do su khac biét v&€ cdu tric vach t& bao nén trong qua trinh nhuom gram, vi
khudn gram [+] sé git dugc phic hdp tim Gentians -iod khong bi tdy mau bdi
alcohol, trong khi vi khudn gram [-] khong giit duge phitc hgp mau nay, do vay két
qua sau khi nhudm la vi khuén gram [+] vin gifi dugc mau tim cua gentian, con vi
khuén gram [-] an mau héng cia phdm mau safranin hay fuchsin.

2. BO THUGC NHUOM GRAM

Pé nhudm gram, cAn phai ¢6 b thude nhudm gram gom céc lo thude thu sau:
. Lo thudc nhudm gram la dung dich tim gentian
« Lo lugo! 1a dung dich iod
+ Lo alcohol 95%
« Lo safranin chia dung dich safranin

B§ thudc nhudém gram duge chia trong cac chai sdm mau, nap vin chit, gid
trong to1 ¢ nhiét d6 phong.

3. PHUONG PHAP THUC HIEN

~ Trudc hét 1am mot phét rat mong bénh phim hay vi khuén trén lam kinh,
dé kho tu nhién, rdi sau d6 gin trén lam bing cach ho nhanh qua ngon lia
dén ¢én hay dén bunsen 3 ldn. Luu ¥ 1a chi ho nhe trén ngon lia dé lam chi
Am lén vita phai chi khoéng lam lam bi qua néng vi nhu viy sé lam bién thé
hinh dang vi khuén.

— Dat lam trén gia nhudm, cho vai giot thudc nhuém gram (crystal violet = tim
gentian) phti trum 16n phét vi khudn, d€ yén trong 1 phat. Sau d6 cAm lam lén
va rita sach mau thita dinh trén lam duéi mét voi nude may chay rat nhe.
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— Dit lam trd lai trén gia nhudm, cho tiép vai giot lugol (iod) pha triim tiép
lén phét vi khuén, dé yén trong 1 phit. Sau d6 cAm lam lén va ria sach
lugol thira dinh trén lam duéi mét véi nuée may chay rat nhe.

— T4y mau béng cich nhd 1én gbc trén cta lam nhudém dung dich alcohol 95%
cho dén khi giot alcohol rdi khéi lam sach mau. Sau d6 cAm lam 16n va ria
sach alcohol khdi lam duéi mét véi nude may chay rat nhe.

- Dé lai lam trén gia nhuém réi phi vai giot safranin 1én phét nhuém, dé yén
1 phit. Sau d6 cAm lam 1én va ria sach safranin thita dinh trén lam dudi
mot vol nude may chay rat nhe.

— Tham khd lam bing cach ép lam gita 2 td gidy tham. D& khé lame hoin
toan trong khéng khi. Sau d6 nhé mét giot dau soi kinh lén phét nhuém va
quan sit qua kinh hién vi, trude hét & vat kinh x 10 dé tim viing phét bénh
pham, sau d6 xoay sang vat kinh x100 (vat kinh ddu) dé quan st hinh thai
va cach &n mau cha vi khuin.

4. POC KET QUA
Quan sat phét nhuém gram qua kinh hién vi, dudi vat kinh diu, chiing ta sé
thay vi khudn gram [+] &n mau tim, con vi khuén gram [-] &n mau héng.
Khi trd 161 mot két qua nhudm gram, phai tr 18i cAc chi tiét sau:
— Hinh déang vi khuan.
- Cach sdp x8p cac vi khuan.
- Cach &n mau cia vi khuan, tdc 1a vi khuan gram [+] hay gram [-].
5. CAC SAI LAM CO THE GAP TRONG PHUONG PHAP NHUQM GRAM
— C6 nhiing sai 1&m trong phuong phap nhuém gram lam cho vi khudn gram
[+] nhudém thanh mau héong clia vi khudn gram n [-], d6 13 a:

+ Phét vi khudn § lida cdy qua gia trén 24 gid, lic d6 e&u tric vach vi khuin
khong con bén chit nhu cfu tric vach vi khuén gram [+] lta cdy tré, do
vay mat kha nang ngan can sy t4y mau ciia aleohol.

+ Dung dich lugol khéng cdn t6t nia do da pha qua lau va da mat di iod, cé
thé nhan biét trudng hgp nay khi dung dich lugol khéng con $4m mau nita.

+ Ty mau béng alcohol qua l4u da lam cho vi khudn gram [+] cudi cung
cing bi tdy mau, hay dang 16n chai tdy méau alcohol acid cta phuong
phép nhudm khéang acid.

— €6 nhitng sai ldm trong phuong phép nhuém gram lam cho vi khuén gram [-]
nhudm thanh mau tim cha vi khudn gram n [+], d6 la:

+ Phét vi khudn qua day lam cho aleohol khéng thé tdy mau toin bd vi
khuéin trong phét nhudm.

+ Tay alcohol trong thdi gian qua ngin hay dung dich alcohol bi pha qua
lodng lam cho mau gram khang duge t4y khéi t& bao vi khuén.
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~ — Ngoai ra con ¢6 mét sai 1dm k¢ thuat nita ma chiing ta thudng gap, d6 1a sau
khi pht gram, ching ta khéng ria sach mau thita trén lam do vay khi
ching ta pht lugol trén phét nhudn thi mau gram thita s& bi tda lai bam
trén bé mat phét nhugm. Két qua khi nhin qua kinh hidn vi chiing ta s@
thdy rdt nhifu tinh thé mau gram bam trén phét nhuém lam ldm tudng
hinh anh vi ndm.

6. CAU HOI ON TAP

Cho biét nguyén tic clia phuong phap nhuém gram.

Phuong phap ti€n hanh nhuém gram nhu thé nao? K&t qua &n mau cla
vi khudn sau mdi giai doan nhudm nhu thé naoc?

¢.  Cho biét cach tra 15i két qua ctia mét phét nhuém gram vi khuén.

d.  Cho hict cdc sai 1dm thudng gap trong phuong phap nhudm Gram va hiu

qua cua cac sai 1dm nay.
¥
5
of
i

ta. Pha thudc nhuém 1b. Ria sach mau gram 2a. Phi dung dich
Gram trong 1’ bang nudc may lugol trong 1’
&
> )
I' l'
l.; li
2b. Rifa sach lugol béng 3a. T8y mau bling alcohol 3b. Rifa sach alcohol
nudc sach cho dén khi giot alcohol rai bang nudc may

khédi lam hé&t mau

4
)
Y
4a. Phti thusc nhudm 4b. Rl sach safranin 3b. Tham khé lam gilta
safranin trong 1' bang nudc may hai td gidy tham

Hinh 13.1: Hinh vé mé ta cac giai doan tién hanh cla phuang phap nhudm gram
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Hinh 13.2: Mét bd thuéc nhudém gram day du Hinh 13.3: Két qua nhuém gram la gram [+]
an mau tim, gram [-] &n mau hong
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BAI 14. NHUGM METHYLEN BLUE KIEM

MUC TIEU

1. S dung hiéu qud phuong phdp nhuém nhuém methylen blue kiém, ddc
biét trong phdt hién vi khudn Corynebacterium diphthriae trong cdc
mdu quét hdu hong nhd biét duge nguyén tde va muc dich cua phuong
phdp nhuém nay.

2. Thuc hién duoc tét ky thudt nhuém don nay nho nam vitng duge cde
bude thuc hanh trong ky thudt nhuém methylen blue kiém.

1. NGUYEN TAC

Methylene blue khi duge lam kiém hoa thi sé nhudm dude cic hat bién sic
ctia cac truc khuén Corynebacteria, dic biét 1 tric khudn bach hiu. Do vy nhuém
methylene blue kiém ngodi muc dich ding dé nhuém don, nhuém nén sau khi
nhuém khang acid, con ¢6 muc dich chinh 14 nhudm céc phét bénh phidm quét hiu
hong dé phat hién Corynebacterium diphtheriae.

2. 80 THUGC NHUOM METHYLEN BLUE KIEM

Pé nhuém methylen blue kiém, cdn c6 chai thude nhuém methylen blue kiém
chda trong chai sAm mau, nap van chit, giit trong t6i 6 nhiét dé phong.

3. PHUONG PHAP THUC HIEN

— Truée hét lam mdot phét mong bénh phadm hay vi khuén trén lam kinh, dé
khé tu nhién, réi sau d6 gin trén lam bing cach hd nhanh qua ngon Ia dén
cén hay dén bunsen 3 1dn. Luu § 14 chi ho nhe trén ngon lita dé lam chi &m
lén viza phai chi khéng lam lam bi qué néng vi nhu vay s& lam bién thé
hinh dang vi khuén.

- Dat lam trén gia nhuém, cho vai giot thude nhudm methylene blue kiém pha
trium 1én phét vi khudn, dé yén trong 1 phit. Sau dé cAm lam 1én va ria
sach mau thita dinh trén lam duéi mdt voi nude may chay rat nhe.

_ Tha&m khé lam bing cach ép lam gifta 2 t3 gify th&m. D& kha lam hoan toan
trong khéng khi. Sau d6 nhé mét giot dau soi kinh 1én phét nhudm va quan
sat qua kinh hién vi, truéc hét & vat kinh x10 dé tim viing phét bénh pham,
sau d6 xoay sang vat kinh x100 (vat kinh dau) dé quan sat hinh thai va cach
4n mau cta vi khudn.
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4. DOC KET QUA

T& bao vi khuin bit mau xanh bién nhat, cac hat bién sic bat mau tim den
(xem hinh 21A).

Hinh 14: M6t chai nhya sam mau chifa bén
trong thudc nhudém alkalin methylen blue
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BAI 15. NHUOM KHANG ACID

MUC TIEU

1. Trdnh cdc sai sét ky thudt néu cé trong khi thuec hanh nhuém khdng
acid nho biét duge cde nguyén tdc ciia phitong phdp nhuém khdng acid,
biét duge trong phuong phap nhuém khdng acid, khéu nao la quyét dinh
duge tinh chinh xdc cua két qud.

2. Thue hién duge t6t ky thuit nhuém khdng acid nay nho nam vitng dugc
cdc bude thuce hanh trong ky thudt nhuém nay.

3. Bién ludn duge két qud phitong phip nhuém khdng acid dde biét khi
phét nhuém c6 so s6t xdy ra nho biét duge cde so sét ky thudt c6 thé xdy
ra trong khi thuc hanh phuong phdp nhuém khdng acid.

1. NGUYEN TAC

Do t& bao vi khuén khang acid ¢6 16p v6 sap bao boc nén khi da nhuém duge
phitc hgp mau carbolfuchsin, phite hop nay sé khong bi tdy mau bdi dung dich tay
mau manh (acid, alcohol acid). Tuy nhién dé phiec hgp mau nay c6 thé thim xuyén
qua 16p v6 sap cla vi khudn, c6 hai cach: (1) Dun néng phét nhufm vdi dung dich
mau carbolfuchin, nha dé ma carbolfuchsin thim qua ldp vé sap cna vi khuén dé
nhudém mau vi khudn; day 1a phuong phap nhuém néng Ziehl Neelsen. (2) Phuong
phép thd hai la phuong phap nhudém lanh con gol la phuong phap Kinyoun, trong
phuong phap nay ngudi ta dung dung dich carbolfuchsin ddm dic, nhd vay khi pha
dung dich mau dam dic nay 1én phét nhudm vdi thdi gian lau, carbolfuchsin van cé
thé tham qua 1ép v6 sap dé nhuém mau vi khuan.

2. BG THUGC NHUOM KHANG ACID

D¢ nhuém khing acid, cdn phai ¢6 b6 thude nhudém khéng acid gém cac lo
thuée thi sau;

- Lo thudc nhudm carbolfuchsin 1a dung dich basic fuchsin vdi phenol, duge
pha dam déc dé van c6 thé diung cho phudng phap nhudém lanh.

- Lo alcohol -acid vdi aleohol 70% va acid chlohydric 3%.
— Lo methylen blue chita dung dich mau methylen blue.

B6 thudc nhudm khang acid duge chia trong cac chai sAm mau, nip van chat,
giit trong td1 ¢ nhiét do phong.

3. PHUONG PHAP THUC HIEN

Phudng phap trinh bay sau day 14 phudng phap nhudm lanh, véi cic bude nhu sau:




Trudc hét 1am mét phét mdng bénh pham hay vi khuén trén lam kinh, dé
khé tu nhién, rdi sau d6 gén trén lam bing cich ho nhanh qua ngon lia dén
¢6n hay dén bunsen 3 1an.

Dat lam trén gid nhudm, cho vai giot thude nhudm carbolfuchsin phia tritm
1én phét vi khudn, dé yén trong 5 phut. Sau d6 cim lam Ién va ria sach
mau thia dinh trén lam duéi mét voi nude may chay rit nhe.

T4y mau bing cach nhd trén géc trén cia lam nhudm dung dich alcohol acid
cho dén khi giot alcohol roi khéi lam sach mau. Sau dé ria sach alcool acid
khoi lam dudi mot voi nude may chay rit nhe.

Pé lai lam trén gid nhudm rdi phd vai giot methylen blue 1én phét nhudm,
dé yén 1 phtt. Sau d6 ¢Am lam lén va rita sach methylen blue thita dinh
trén lam dudi mot voi nude may chay rit nhe.

Th&m kh6 lam bing cach ép lam giita 2 t& gidy thdm. D& khé lam hoan toan
trong khéng khi. Sau d6 nhé mét giot dau soi kinh 16n phét nhudm va quan
sat qua kinh hién vi, trude hét & vat kinh x10 dé tim viing phét bénh pham,
sau dé xoay sang vat kinh x100 (vat kinh dau) dé quan sat tim truc khuén
khang acid.

4. DOC KET QUA

Quan sat phét nhuém khang acid qua kinh hién vi, dudi vat kinh dau, trye

khudn khang acid 4n mau do canh sen, cdn vi khuin thudng ciing nh cic nén khac
nhu t& bao biéu mé hay bach cdu #n mau xanh methylen blue.

Khi tra 161 mét k&t qua nhudém khang acid, khéng duge két luén 1a duong tinh

M. tuberculosis ma chi tra 16i c6 hién dién tryc khudn khang acid.

Riéng d61 v6i mAu dom, cin quan sat 3 dong, mdi ddng quan sat khoang 100

quang trudng (QT) ddu, ghi nhan két qua theo bang dudi day dé tra 11 trén phiéu
tra 101 két qua: "

Bang 15: Cach ghi két qua quan sat phét nhudém khang acid mét mau dam

S& truc khuan khang acid/sé quang trudng Cach ghi két qua
1-2/300 QT (3 dong) +/-

1-9/100 QT (1 dong) 1+, 56 trung binh /100 QT
1-8/10 QT 2+, 56 trung binh /10 QT

1-9/1 QT 3+, 58 trung binh /11QT

=91 QT 4+ >9/QT
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5. CAC SAI LAM KY THUAT CO THE GAP TRONG PHUONG PHAP NHUOM
KHANG ACID

Phét nhudm qua day sé lam alcohol acid khong thé tdy hét mau
carbolfuchsin, vi vay nhiing truc khuan khéng khang acid vaAn an mau do canh sen.
Tuy nhién c6 thé phan biét duge day khong phai 1a vi khuin khang acid khi quan
sat mau ving nhay hay té bao biéu mé hay bach cdu chung quanh vAn con mau do
chﬂng td mau khong bi tay hét. Ngoai ra, truc khuén khong c6 hinh dang tiéu biéu
cta truc khudn khang acid: map, khong manh khanh nhu truc khudn khang acid
thuc su.

Mau carbolfuchsin bi cin, sé déng 1én phét nhuém lam alcohol acid khong thé
tay hét mau va do vay vi khudn thudng vAn nhuém mau dé canh sen nhu trén. pé
tranh tinh trang nay, phai thuong xuyén loc mau qua gidy loc moi khi kiém tra nho
mau carbolfuchsin 1én mot lam tréng thay c6 can sau khi dé bo carbolfuchsin khoi lam.

Thoi gian pht mau carbolfuchin qua ngan khéng du 5 phat, hay dung
carbolfuchsin pha cho phuong phap nhuém néng dé nhudém lanh, do vay truc khuén
khang acid khong bat duge mau carbolfuchsin.

Pé tranh cic sai 1Am trén, nén nhudém kiém tra chat lugng trude méi 16 thude
nhuém méi pha va dinh ky mi thang mét 14n d6i vdi 16 thude nhudm dang st dung.

6. CAU HOI ON TAP

Cho biét nguyén téc clia phuong phap nhuém khang acid.

b. Cé mAy phuong phap tién hanh nhuém khang acid? thmg phap nhuém
lanh tién hanh nhu thé& nao? Két qua 4n mau cua vi khuén sau méi giai
doan nhudém?

c.  Cho biét cach tra 13i két qua cia mot phét nhugm khang acid mot mau dom.

d. Cho biét cac sai 1Am thudng gip trong phuong phap nhudm khéng acid
va hau qua cla cac sai lam nay.

Hinh 15.1: M6t bd thudc nhuém khang
acid hoan chinh bao gém mét chai carbol
fuchsin, mét chai alcohol acid va mét chai
methylen blue




Hinh 15.2: Mt s6 hinh anh quan sat qua kinh hién vi thay c6 truc khudn khang acid.
(A) Phét nhudm khang acid lam tu khém vi khudn M.tuberculosis, (B) Mau dom tap trung
va thuan nhat; (C) Mau dam thay nhidu M.avium; (D) Mau dom khéng tap trung

PHU LUC

San phéim lien quan SPUTAPREP Bo thudc thir thuan nhat, loai tru
tap nhiém va tap trung dom

Nguyén tic hoat dong

Nho tac dung cta dung dich Kkiém c6 chtta N -Acetyl-L-Cystein (NALC) ma cac
chat nhay c6 trong dom bi lam fan hoan toan va dbng thoi vi khuén tap nhiém
trong dom ciing bi pH kiém ly giai. Sau do, mAu dom da thudn nhét va loai tru tap
nhiém nay duge trung hoda lai bing dém phosphat, va cudi cang cin ddm dudc tap
trung bang ly tam. Can dom nay sé tap trung rit nhiéu Mycobacteria dé san sang
cho nudi ciy, khao sat tryc tiép, hay 1am ly trich ADN cho thi nghiém PCR.

Trinh bay

SPUTAPREP gbm cac thanh phén sau:
_ N-Acetyl-L-Cystein (NALC) bot nguyén chit chita trong 5 tube Eppendorf

K

nho, méi tube chita NALC du dung cho xu ly 2 mAu dom.

_ Dung dich MUCOPREP c6 sodium citrat va NaOH, 50ml chia trong lo nip
van chat. Lugng dung dich nay da ding cho xt 1y 10 mAu dom.
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— Dung dich dém phosphat dam déc 10 lan, 5ml, chita trong tube 5ml, nap
van chat.

Bb thudc thit SPUTAPREP chua dung hay ngay sau khi dung nén dudc gii
trong ta lanh 4°C cho dén ngay hét han ghi trén hop (2 nam sau ngay san xudt).

Qui trinh thuin nhat, loai trir ngoai nhiém va tap trung mau dom véi SPUTAPREP

— Trudc hét, pha loang dém phosphat 10X véi 45ml nudc cit vo trung dé co
50ml dém phosphat 1X. Gitt dém phosphat 1X nay trong mot lo sach va tru
trong tu lanh 4°C.

~ Pé xit Iy mAu dom, ddu tién chudn bi mot tube ly tdm 15ml nap vén. Cho
vao tube 10ml MUCOPREP va toan bd bot NALC tu 1 tube Eppendorf. Lac
nhe cho tan NALC trong MUCOPREP, chia 5ml dung dich nay vao mét tube
15ml khéc, nhu vay 1a c6 2 tube, mdi tube c6 5ml dé xt ly cho hai mau dom.
Dung dich NALC chi dung trong ngay, khong luu lai cho ngay sau.

— Cho t6i da 5ml dom vao tube 15ml chua 5ml NALC trén. Lic déu, hay vortex
trong vong vai phut cho tan hoan toan dom. Sau d6 cho thém 5ml dém
phosphat mot 14n. Lac nhe dé tron déu.

-

— Ly tdm v61 mot may ly tAm ban tdc d6 toi da (4.000 RPM) trong 15 phﬁt. b6
bo phan nudc ndi, chita khoang 0,5ml can. Can duge dung lam phét nhudém

kl}émg acid, cdy vao mdi truong cay lao (Lownstein Jensen hay Bactec), hay
dé ly trich ADN cho PCR lao.

. Hinh 15.3: Hai bd thudc thir thudn nhat, loai trif tap nhiém va tap trung dom thuong dung
va cac thanh phan chinh bén trong. B SPUTAPREP-LJ danh cho x{f ly mau dém cay
trén mai trudng Loweinstein Jensen hay lam PCR. B6 SPUTAPREP - OGW
danh cho x{r ly mau dom cdy trén méi trudng Ogawa



BAI 16. THU NGHIEM LAL PHAT HIEN ENDOTOXIN
(LIMULUS AMEBOCYTES LYSATE)

MUC TIEU

1. Hiéu duoc nguyen tde cua thir nghiém LAL phdt hién endotoxin va cde chi
dinh ap dung dé cé thé dua vao thanh mgt phuong tién chén dodn vi sinh
lam sang giup chdn dodn phdt hién nhanh nhiém triing trong mét s6
tricomg hop can thiét.

2. Thuc hién duge xet nghiém LAL vdi két qud chinh xdc khong bi dm tinh
hay dwdng tinh gid nho biét duge cdc doi hoi déac biét vé vdt liéw khi tién
hanh lay, chiza bénh phdm, cing nhu khi tién hanh lam xét nghiém.

3. Lam dugc thit nghiém LAL dinh tinh va dinh legng mét cdch chinh xdc,
khoéng sd sot.

1. NGUYEN TAC

Endotoxin la lipopolysaccharid ¢6 ngudn goc tit vach t& bao cta vi khuin
gram [-], c6 mot tinh chdt rat dac trung la ly giai té bao amebOCyt tuan hoan trong
mau con sam (horseshoes = Limulus polyphemus). Dich ly giai amebocytes s& bi duc
di ciing nhu bi déng lai thanh gel do d6 nhdt bi gla tang va d6 duc cung nhu dé dong
cliing sé tay thude vao hrdng endotoxin ¢é trong méu thi. Cad ch& chia hién tugng nay
that ra chua rd, cé thé gidng nhu hién tugng dong mau ¢ ngudi trong dé c6 hai qua
trinh xay ra: (1) Endotoxin véi su hién dién cta ion calei kich hoat mot hé thong
men tién déng giong trypsin. (2) Hé théng men bj leh hoat nay sé lam bién doi
chit gay dong (coagulogen) bing mdt qua trinh ly gidi protein c¢6 gidi han dé san
sinh ra cAc protein ¢ thé déng dic duge.

Dé doc duge két qua cha thi nghiém LAL, c6 thé ¢6 hai phudng phap:

— Phuodng phap phat hién dung dich thu nghlem bi tang dd nhét, két qua la do

duc ting 1én va bi déng déc lai (doc bing mat thudng, hay doc bang may do
dé duc).

- Phuodng phap sinh mau dua trén nguyén tic protein bj ly giai sé lam mot
protein khac (c6 ma s8 8 -2423) trong dung dich sinh mau sinh ra mau, 4o
dam nhat clla mau sé tuy thudc vao ham lugng endotoxin thit nghiém va
chinh nhd vay c6 thé dinh lugng duge endotoxin.

2. CHi DINH AP DUNG

Thi nghiém LAL duge chi dinh dé phat hién va dinh lugng endotoxin trong
cic mAu dich truyén hay thudc tiém trong san xuit duge phidm vi ¢6 d% nhay cao
hon thi nghiém phat hién chi nhiét t& thyc hién trén tho,
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Thi nghiém LAL cing c6 thé ap dung tai cac phong thi nghiém vi sinh 1am
sang dé phat hién mét cach gian tiép nhiém tring vi khuén gram [-] trong céc dich
khong tap nhiém cua co thé nhu: dich ndo tuy, dich mang phéi, dich mat, dich 8
bung. Phuong phap c6 lgi diém 1a 6 két qua nhanh chi vai gid sau khi gui mau di
lam xét nghi¢m. Tuy nhién phuong phap nay khong thé thay thé nudi cdy vi khong

cho bist vi khudn gAy nhiém tring 14 vi khuan gi va khong thé cho biét duge két
qua khang sinh dé.

D& ¢6 thé c6 két qua khong bi duong tinh gia vi mu bi tap nhiém endotoxin
trong 18y va chita méu, cac vat liéu dung 8 14y va chita mAu phai that sy tinh sach
va khéng c6 endotoxin. T8t nhat 1a dung cc vat liéu bing nhua polystyren v6 trung
bang gamma dé chita miu (lo v6 tring nép d6 clia cdng ty Nam Khoa) va 14y mau
bing dng chich thuy tinh v6 trang (44 xd 1y nhu hudng dan ¢ muc ti&p theo). D& két
qua khong bi 4m tinh gia thi cac vat liéu dé 14y va chita miu cling khéng ¢6 déc
tinh hap phu endotoxin, nghia la chung ta phai tranh dang cac vat lidu bang nhua
polypropylen (nhua PP).

3. CHUAN B| VAT LIEU

3.1. Vat liéu thay tinh

T&t nhat 14 nén dung cac vat lidu thay tinh mdi. Vi cac vat liéu thiy tinh
méi, edn boc gidy nhém réi hap khi trang 121°C trong 1 gid, sau dé siy kho 175°C
trong 3 gio.

V6i cac vat lidu thiy tinh d& ding rdi, cdn phéi ngdm trong dung dich 1% tay
kiém, vi du dung dich 1% E-TOXA-CLEAN, cia Sigma (Catalog No. 210-3), thdi
gian ngam tot nhat 1a qua dém. Khi ngém ¢6 thé ding chdi dé cha sach, Sau khi
ngam ria 8-10 14n dudi voi nude néng dang chay, sau dé rita 5 1an dudi vol nudc cat
hay nude khii ion. Cudi cung trang lai mot 14n véi nude da khit endotoxin, Say kho
dung cu trong ti1 siy, sau dé boc gidy nhom rbi khi trang giéng nhu trén.

3.2. Vat liéu nhua

Chi dung cac vat liéu nhya v8 trang, khéng nhiém endotoxin dé pha cac thude
thit. Chi diing mét 1an, khéng dung lai 3 day ching t8i khuyén dung cic pipet
Pasteur nhya vd tring, cac d4u type nhya v3 trung dung trong cac phong thi
nghiém thao tac vé trung. Riéng vat liéu ding pha gam chudn endotoxin hay pha
bénh phdm thi cAn phai bing polystyren chi khong thé bing polypropylen vi
polypropylen h&p phu duge endotoxin. O day ching t61 khuyén ding cac pipet vo
triing c6 chia d6, bing polystyren, vb trung (logi déng goi riéng 18, dung mét 14n).

4. TIEN HANH THU NGHIEM
O day trinh bay phuong phéap thit nghiém ding thudc thit E -toxat cua Sigma.

Phudng phéap nay c6 thé dung véi s& Iugng mau nho.
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4.1. Pha gam endotoxin chuin

Diing micropipet véi tip v6 tring va khéng nhiém endotoxin hit mét thé tich
nude cidt khéng nhiém endotoxin (Sigma, catalog No 210-7) cho vio chai chia
endotoxin dong khé (Sigma, catalog No 210-SE) dé dat néng d6 endotoxin 4000 EU/ml
(n.d6 gbc). Vortex dé trém déu trong vong it nhat 2 phiit. Sau dé vortex thém 3 ldn
trong vong 30 phit (mdi lan 30 gidy, nghi 10 phut). Sau khi da pha, dung dich
endotoxin chudn nay duge giit trong ti lanh, bén hon 2 tudn néu khéng bi tap
nhiém. Tranh giit trong ti déng. M&i l4n dung thi phai vortex tron déu nhu trén.

Pha gam endotoxin chuin trong tube polystyren vé trang, khong nhiém
endotoxin va c¢6 nap day. Néu khong cé tube polystyren thi phai dung céc tube thuy
tinh da khit tring vi khit endotoxin. Pha nhu trinh bay trong bang 16.1.

Ci mbi d6 pha lodng, cdn phai vortex khoang 30-60 gidy trudc khi pha mét 4o
pha lodng ké&. Bit ¢t mdt d6 pha lodng nao néu dé 1au qué 30 phit thi phai vortex
trd lai nhu trén truée khi ding. Endotoxin véi néng dé tit 400 EU/m! trd 1én thi ¢
thé bén dén hon 1 tuan néu gid trong ta lanh (khéng giit déng da).

Biang 16.1: Cach pha dung dich endotoxin chuan

Sng s6 Thé tich dung dich endotoxin dudc lay Nudc khéng Néng dd
endotoxin endotoxin

1 {},2“m'l ndo 960. e . 8m| C aEu
2 0,2 mltiréng 1 1,8 mi 40 EU
2 0,2 ml tiréng 2 1,8 ml 4 EU
2 0,3mltirdng 3 2.1ml 05EU
2 1 mltirdng 4 1 ml 0,25 EU
2 1mltidng 5 1ml 0,125 EU
2 1 mitréng 6 1 ml 0,06 EU
2 1 mitirdng 7 ) 1ml 0,03 EU
3 1 ml tir 8ng 8 1mi 0,015 EU

4.2.Tién hanh thir nghiém

Truée hét mdi miu tht nghidm phai duge chinh pH dat tit 6-8 (thich hgp nhat
14 6,8 dén 7.,). Chinh pH v6i dung dich HCl 0,1M khéng l1an endotoxin va diing gidy
thtt pH ch@ khéng dung pH ké.

V& nhe chai chita E -TOXATE (Sigma, catalog No 210-20) xubng mat ban dé E -
TOXATE khéng dinh trén nip cao su. Dang micropipet vét tip vé trang va khéng
nhidm endotoxin hit 2 ml nuée cit khéng nhifm endotoxin cho viao chai. Khéng
duge 14c manh, chi lan tron chai dé hoa tan. Ngay sau khi hda tan, cho lo vio trong
da bao. Phan phéi vao cac tube thuy tinh v trung da khi endotoxin va c6 day
miéng tube bang gidy nhém, mi tube 0,1 ml. Céc tube E -TOXATE nay phai luén
giit trong da bao. Dung dich E -TOXATE da pha xong nén duge diing ngay trong
ngay. Cac tube dung dich E -TOXATE chua dung thi phai giit trong tG déng va khi
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d6 dd nhay s€ giam di rit it. Tranh rd d6éng nhiéu 14n vi nhu vay thi dd nhay sé
giam di r4t nhanh.

Phuong phdp dinh lugng: 46 13 trudng hop ki€m tra chat lugng phat hién
endotoxin trong thude tiém, dich truyén; mai mau thit nghiém riéng 18 phai ding 6
tube E -TOXATE danh s6 tit 1 dén 6 va cho vao tube mau thi, ching [-], chidng e
ché (UC), ciing nhu cac néng d6 endotoxin chuin theo hudng dan trinh bay trong
bang 7.

Phuong phdp dinh tinh: 6 la trudng hdp phat hién endotoxin trong cac bénh
pham nhu mau, huyét thanh, dich nio tuy, dich mat... dé tim bing chiing sém phat
nhién c6 vi khuén gram [-] trong miu. Trong muc dich nay, cidc miu thit phai 18y v6
tring bang cic dung cu khoéng chia endotoxin va khéng cé tinh chit h&p phu
endotoxin, Méi mau thit nghiém riéng 1& phai dung 4 tube E -TOXATE danh sd tir 1
dén 4 va cho vao tube mau thi, chitng [-], chiing [+], chitng tc ch& (UC) theo hudng
dan trinh bay bang 16.2.

Sau d6, day miéng tube lai bing gidy nhom. U ngay cac tube trong may céach
thuy 37°C, khéng duge dao déng dng nghiém trong sudt qua trinh U vi nhu vay du
thit nghiém [+] thi dung dich trong tube cfing khéng thé dong lai duge ma chi tang
d6 nhét ma théi.

Bang 16.2: Cach chuén bi cac tube thif nghiém trong phuong phap dinh lutong

Tube pé phat hién Mau thir  Nudc khéng Endotoxin chuin
1 Endotoxin Cmi .1 mt dung dich 0,03 EU /mt
0,03 EU/mi

2 Endotoxin 0,06 EU/mI oml 0,1 mi dung dich 4,06 EU /ml
3 Endotoxin 0,125 EU/mI & mi 0,1 ml dung dich 0,125 EU /ml
4 Chimg [-] 0 ml 0,1ml 0.0 ml

5 Chimg UC 0,tml 0,0ml 0,01ml dung dich 4EU/m

6 Enc_iotoxin 0,tml 0,0 ml 0,0 ml

mau thir

Bang 16.3: Cach chuén bi cac tube thlr nghiém trong phudng phap dinh tinh

Tube Pé phat hién Mau thir Nudce khéng endotoxin Endotoxin chuan
1 Chiing [+] 0 mi ' 0,1 ml dung dich 4 EU /m{
2 Chitng [-] 0ml 0,1ml 0,0ml
3 Chimg uC 0,1ml 0,0ml 0,01ml dung dich 4 EU /ml
4 Endotoxin 0,1 ml 0,0 ml 0,0 ml
mau thit

5.DQC KET QUA

Sau khi G 37°C trong mdt gid, cdn than 14y timg tube ra khdi may cach thiy,
nghiéng nhe tit t dén modt gée 180°, vita nghiéng vita quan sat gel néu di hinh

119



thanh trong 8ng nghiém. Ké&t qua duge doc 1a [+] khi dung dich trong &ng hoan toan
thanh gel cting cho phép nghiéng hoan toan #ng nghiém ma gel khéng vo ra. Néu
khong c6 gel cling thi két qua phai doc 12 k [-]. Luu ¥ 14 dong tac nghiéng 6ng thi

nghiém dé doc két qua chi 1am mét lan vi néu lam lai thi gel sé bi vd ngay.

D6i vdi phuong phdp dinh lugng, két qua dinh lugng bién luan nhu vi du
trinh bay trong bang 16.4.

D6i vdi phitong phdp dinh tinh, k€t qua miu thi c6 endotoxin khi chiing [+]
cho k&t qua [+], ching [-] cho két qua [-], khong ¢6 Ge ché& (két qua chiing vc ché [+])
va mAu thi cho két qua [+]. MAu thi khéng ¢6 endotoxin khi chiing [+] cho k&t qua
[+], ching [-] cho két qua [-], khéng c6 ue ché (chitng e ché {+]) va mAu thit cho két
qua [-]. Két qua khong doc duge khi ¢6 dc ché (tdc 12 k&t qua chdng tce ché 1a [-]).
Mau ¢6 két qua [+] 12 mAu c6 nhidm vi khuén gram [-] vi endotoxin 12 thanh phan
lipopolysaccharid caa vach vi khuén gram [-].

Bang 16.4: Cach bién luan két qua trong phuang phap dinh ludng

Tube Két qua Tube Két qua

1 [-] 1 I

2 [+] 2 [+]

3 +] 3 i+

4 [ 4 {1

5 [+] 5 [-]

6 [*] 6 [-]
MAu cd chita MAu cé chira chét
endotoxin 2 0,06 IU/ml {rc ché thit nghiém

6. CAU HOI ON TAP

Cho bist nguyén tdc clia thit nghiém LAL.

Cho biét cac ap dung ctia thd nghiém LAL, déc biét 14 trong xét nghiém
vi sinh 14m sang.

c. D& c6 thé c6 két qua chinh xéc, hiy cho biét cac vét liéu dung dé 18y va
chita bénh phdm phai dap ing dudc céc didu kién gi? Va mudn dap lng
cac diu kién nay thi phai dang céc vat higu gi?

d. Céac vat liéu nhua va thuy tinh dung trong thi nghiém LAL phai dap ding
duge cac didu kién gi? Va mudn dap ing cac didu kién nay thi phai dung
cac vat liéu gi?

e.  Hay trinh bay cAch 1am mét thi nghiém LAL va cach doc — phén tich két qua.
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BAI 17. KIEM TRA VI SINH KHONG KHi

MUC TIEU

1.

Dua duge viéc kiém tra vi sinh khong khi vao thanh mét trong cdc qui
trinh gidm sdt nhiem tring tai bénh vién vi biét ré muc dich va chi dinh
cua viée kiém tra khong khi.

Lua chon dude phuong phdp kiém tra vi sinh khéng khi nao tai bénh
vién cua minh cho ph hop véi diéu kién tai chinh ciing nhu phuong tién
tai phong thi nghiém nho biét duge nhiéu phuong phdp kiém tra vi sinh
khong khi khde nhau.

Ap dung duge phuong phdp ling bui ctia Koch diung trong kiém tra vi
sinh khéng khi tai bénh vién cua minh vi ddy la phuong phdp phi hop
nhdt hién nay.

Duta trén két qud kiém tra vi sinh khong khi, ddnh gid chdt lugng khong

khi phong mé va danh gid chdt lugng khong khi néi chung, tuy thudc
vao cde chi dinh thuc hién kiém tra khong khi tai khoa phong nao.

1. MUC BiCH

Ding kiém tra chét lugng khong khi phong m8 efia cic bénh vién. Ciing cé thé
dung kiém tra chit luong khéng khi tai cac bénh phong trong cac chuong trinh
kiém soat nhiém trung tai bénh vién.

2. CAC PHUONG PHAP KIEM TRA VI SINH KHONG KHi

C6 nhiéu phuong phép:

— Phudng phap hiit bui qua mang loc bing gelatin (diing mang loc ctia hing

Sartorius), sau dé dat mang loc nay 1én mét mdi trudng, G trong didu kién
thich hgp (37°C/khi trudng thudng hay khi trudng CO, néu la thach mauw/24
gi®). Sau dé doc két qua dém s§ lugng khém vi khuian moc dé tinh ra s&
lugng vi sinh trong thé thich khong khi duge hiit qua mang loc.

— Phuong phap hit bui trye tiép 1én mit hop thach méi trudng dinh dudng dat

trong may hit (ding may MAS100 cua Merck), hép thach sau dé dugc 1ay ra
khéi may va u trong diéu kién thich hgp (37°C/khi trudng thudng hay khi
trudng CO, néu 1a thach mauw24 gid). Doc két qua dém sd lugng khom vi
khuin moc dé tinh ra sé lugng vi sinh trong thé thich khéng khi dude hit
qua may.
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- Phuong phap ling bui ctia Koch dua trén nguyén tic dé bui lAng trén mét cac
hop thach dinh dudng trong mét thdi gian nhat dinh rdi sau d6 U cac hép
thach trong diéu kién thich hgp (37°C/khi trudng thudng hay khi trudng CO,
néu 12 thach mau /24 gid). Poc két qua dém s lugng khém vi khuén moc dé
tinh ra s8 lugng vi sinh trong thé thich khong khi qua mét eéng thiie cho sén.

3. PHUONG PHAP LANG BYI CUA KOCH BE KIEM TRA VI SINH KHONG KHI

3.1. Phuong phap thyc hién

Day la phuong phap duge nhiéu bénh vién si dung dé kiém tra vi sinh khéng
kh{ phong mé. Thudng thi méi phong mé sé dude kiém tra nim cum, mét cum 3
gita va bon cum bdn géc. M&i cum dat 3 hop thach dinh dudng loai dudng kinh
90mm. Ba loai hép thach dinh dudng dé 1a: mét hdp thach mau (BA) cho toan bé vi
khuan hiéu khi, mét hop thach Mac - Conkey (MC) cho truc khufn gram [-] d& moc
va mét hdp thach Sabouraud (SA) cho vi n&m. T4t ca cac hép thach sé duge md ndp
lan lugt sau khi duge dit ddy db tai 5 vi trf cla phong mé va dé yén trong phong
trong 10 phit; sau d6 duge day nép lai ciing lan lugt, hép nio md nip trude thi dudc
day ndp trude. T4t ca duge dem vé phong thi nghiém va 1 § cac diéu kién thich hop
(37°C/khi truong thudng cho cac hép thach MC va khi trudng CO, cho cac hop thach
BA, riéng hgp thach SA thi 4 6 nhiét 46 phong thi nghiém). Théi gian 4 1a 24 gig,
riéng hop thach SA thi 0 48 gid méi doc két qua. Latu ¥ 12 khi thyc hién d4t cac hop
thach kiém tra vi sinh khéng khi trong phong mé thi cac nhan vién thuc hién viéc
nay phai rlita tay va mic db gidng hét phdu thuat vién dé tranh dua vi tring tap
nhiém vao phong mé. Thoi diém thuc hién kiém tra t6t nhat 14 vao budi sang sau
khi van hanh hé théng dén cyc tim va cac may loc khéng khi khit trang phong mé
va trude khi thue hién trudng hgp mé dau tién.

3.2. Phuong phap tinh toan két qua

Dém s khom vi khudn moc trén méi hop thach. Téng s6 vi khudn /m® khéng
khi tai m6i cum duge xac dinh theo céng thie sau:

X = A x 100 x 100

Sxk

Véi: X la tong s6 vi khuan/m® khéng khi tai cum khaéo sat (CFU/m?; A 1a téng
s8 khém vi khu&n moc trén ba loai méi trudng; S 1a dién tich ctia hdp petri chita
mdi truong, duge xac dinh bing cdng thic S = zR? (R tinh bang em) = 3.1416 x 9% k
1a hg s6 va phu thude vao thoi gian dat hép thach (1a 1 néu dit 5 phat, 13 2 néu dat
10 phut, 1a 3 néu dat 15 phut).

Vi du néu trén BA ching ta dém c6 32 khém, trén MC dém c6 2 khém, trén
SA dém c6 10 khém; vay thi A s61a 32 + 2 + 12 = 46. N&u thai gian dat hép thach 1
10, va hop thach c6 dudng kinh 90mm (9cm) thi X s8 1a:
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46 x 100 x 100
X= = 3616CFU/m?
63,62 x 2

s0 vi sinh ¢6 trong 1m? khéng khi ctia phéong, c6 thé danh gia chat lugng khong khi
dya theo tidu chuén cta V. Omelanskii (Nga) sau day:

4. TIEU CHUAN VI SINH KHONG KHi

Cho dén hién nay ching ta chua ¢6 tiéu chuin qui dinh chAat lugng khéng khi
dua theo luong vi sinh vat trong 1m* khéng khi. Sau day 1 vai tidu chudn dung dé
tham khao:

— Theo Preobran (Phap), khoéng khi sach khi c¢6 s& lugng vi khudn
< 1000CFU/m? ’

— Theo Ginokova (Nga), khong khi sach khi chi ¢6 5 — 10 khém moe trén mit
thach dé trong 10 phut; vita khi ¢6 20 - 25 kh6m; xau khi ¢6 >25 khém.

- Theo Romanovie, trong co s sin xudt thyc ph&m, khéng khi rat t6t khi chi
¢6 < 20 khém moc trén mat thach dé trong 10 phit va khong ¢6 khdim nim
mdoc; t8t khi ¢6 20 — 50 khém va 2 khém ndm mée; vita khi c6 50 — 70 khém
va 5 khém ndm mée; x&u khi ¢6 >70 khém vi khuéin va >5 khém n&m mée.

5. CAU HOI ON TAP

Cho biét cac phudng phap c6 thd dung dé kiém tra khéng khi.

b. Trinh bay phuong phap ling bui d€ kiém tra khéng khi phong mé va tidu
chudn dé danh gia chat lugng khéng khi phong mé,

¢.  Cho biét cac tiéu chudn hién nay diing dé danh gia chat lugng khéng khi.
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BAI 18. THU NGHIEM HUYET THANH HOC

muc TIEU B

7. Biét duge muc dich cia cdc thiz nghiém huyét thanh hoc, nho dé phén tich
duoc ¥ nghia hiu dung 1am sang cta cde thi nghiém huyét thanh hoc.

2 Biét dude cde cdch bién lugn két qud cdc xét nghiém huyét thanh hoc,
nhil @6 co thé them cdc binh ludn di kem két qud xét nghiém dé lam sang
phén tich va sé dung diing két qud xét nghiém trong chdn dodn phdt

hién tdc nhan gay bénh.

1. MUC DiCH CUA THU NGHIEM HUYET THANH HOC

Thit nghiém huyét thanh hoc ¢6 muc dich tim khéang thé ddc hidu mot loai
khang nguyén cua vi sinh vat gAy bénh c6 trong huyét thanh bénh nhan, nhd doé cb
thé gian tidp xac dinh dude tac nhan vi sinh vat gly bénh. Vi du: thi nghiém
Widal chan doan bénh thudng han, thi nghiém tim HBsAg dé xac dinh bénh nhan
¢6 khang thé dic hiéu viém gan B. :

2. BIEN LUAN KET QUA MOT THU NGHIEM HUYET THANH HOC

Vi muc dich 13 tim khang thé dac hiéu khang nguyén vi sinh vat nén thi
nghiém huy&t thanh hoc khéng phai 1a thit nghiém tryc tiép phat hién tac nhén vi
sinh vat gay bénh. Do vay, bién luén thil ngém huyét thanh hoc phai dya vao gia

tri dinh lugng cia két qua thi nghiém.

K&t qua dinh lugng cia mot thti nghiém huyét thanh hoc thudng dudc hién
thi bang hiéu gia khang thé dic hidu, tic 1a dd pha loéing cao nhit cia huyét thanh
bénh nhan ma thi nghiém vAn con duong tinh (vi du trong thit nghiém Widal, két
qué cho biét TO la 1/100, c6 nghia la huyét thanh bénh nhéan pha loding 1/100 van
con tu duge véi khang nguyén O caa S. typhi thit nghiém). Hién nay, vi mdt s0 bd
thu nghiém ELISA, k&t qua dinh lugng thudng duge hién thi bang gia tri OD néu
thyec hién thit nghiém trén mot dd pha lodng huyét thanh bgnh nhén.

(6 nhiéu cach bién luan két qua cha thit nghiém huyét thanh hoc dua vao gia
tri dinh lugng 48 nhd d6 c6 thé phat hién duge tac nhan vi sinh vat gay bénh:
2.1. Dya vao huyét thanh kép

_ Thi nghidm trén huyét thanh 18y 2 1in cach nhau 7-14 ngay.

_ K&t qua [+] khi higu gia huyét thanh 14n 2 cao 2 4 14n hidu gia huyét thanh
lay 1an 1. D&i véi cac ket qua dinh lugng hidn thi biing gia tri OD thi cac nha
<in xust thudng dua ra mot cdng thitc tinh toan dé cho biét nhu thé nao la
6 su gia tang ¢d ¥ nghia gia tri dinh lugng clia huyét thanh lan hai so vé1
huyét thanh 1an mot.
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Phudng phap huyét thanh kép thuong it hitu dung cho 1am sang do mit tho
gian tinh, nhung rdt c6 y nghia dé chan doan xéc dinh.

2.2. Dua vao hiéu gia khang thé dic higu thudc 16p IgM

C6 thé chi can thl nghiém trén huyét thanh 1dy mét 1an va xac dinh khang
thé dac hiéu 1a thude 16p IgM, 1a 16p globulin mién dich chi xu4t hién trong
giai doan sém cia bénh, ton tai khi ¢6 hién dién tac nhan vi sinh vat gay
bénh trong cd thé va bién mat nhanh sau khi hét bénh - khéng con hién dién
vi sinh vat gy bénh trong co thé.

Két qua dude coi 1a [+], tlc 1a c6 sy hién dién tac nhén vi sinh vat gdy bénh
trong co thé khi hiéu gia khang thé hay gia tri OD cha két qua thu nghiém
cao hon hiéu gia hay gia tri OD cat, tdc 12 hidu gia hay gia tri OD trung
binh clia ngudi binh thudng.

Xét nghiém phat hién khang thé dic hiéu thuge 16p IgM rat hiu dung cho
lam sang do khong mat thoi gian tinh va rit ¢6 ¥ nghia dé chan doan phéat
hién tac nhan vi sinh vat gy bénh ma khéng cAn phai thi nghiém trén
huyét thanh 14y lan hai. Tuy nhién, chi ¢6 chc thd nghiém mién dich nhu
ELISA, IFA (mién dich huynh quang), RIA (mién dich phéng xa) mdi ¢6 thé
xac dinh duge khang thé dac hiéu 1a thubc 16p nao.

2.3. Dya vao hiéu gia khang thé dic higu so véi gia tri cét

Phai xéc dinh hiu gia hay gia tri OD cit ca quén thé bang mot diéu tra
huyét thanh dich té hoc.

So sanh hiéu gia hay gia tri OD cua huyét thanh thit nghiém vdi hiéu gia
hay gia tri OD cit cta quan thé: néu hidu gia huyét thanh thi nghiém cao
> 4 1an hiéu gia cat, hay OD huyét thanh thi nghigm cao hon k x OD gia tri
cat (k 1a tri s§ do nha san xudt bd thif nghiém qui dinh) thi ¢6 thé cho két
qua [+] tic 1a cho chin doan xéc dinh tac nhéan vi sinh vat gy bénh.

K&t qua nay kha hiu dung cho lam sang do khéng mit thol gian tinh, tuy
nhién chi ¢6 y nghia vita phai dé chan doan xéc dinh.

3. CAU HO! ON TAP

a.

Cho biét muc dich ctia thit nghiém huyét thanh hoc.

Thit nghiém huyét thanh hoc trén huyét thanh kép 1a nhu thé nao? Tai
sao phai lam thu nghiém huyét thanh hoc trén huyét thanh kép? Lam
thé nao dé bién luan két qua?

Thit nghiém huyét thanh hoc tim khang thé thude 16p IgM dac higu
khang nguyén vi sinh vat gay bénh ¢6 ¥ nghia nhu thé nao trong chin
doan phat hién tac nhén gdy bé¢nh?

C6 khi nao ching ta chi cin dua vao két qué coa thi nghiém huyét
thanh hoc trén huyét thanh bénh nhén chi 14y c6 mét 14n ma vén cb thé
chan doan dudc tac nhan gay bénh, khong cin phai xac dinh khang thé
dac hiéu tim dugce la thuge 16p IgM?
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BAI 19. THU NGHIEM HOA MIEN DICH HOC

MUC TIEU

1. Biét dude muc dich ctia cde thit nghiém hod mién dich hoc, nhdo dé phdn

tich duge ¥ nghia hitu dung ldm sang ctia cde thi nghiém hod mién dich
hoc.

2. Biét dugc cdc cdch bién ludn két qud cdc xét ngh;em hod mién dich hoc,
nho dé c6 thé thém cdc binh ludn di kém két qua xét nghiém dé lém sang
phén tich va s dung ding két qua xét nghiém trong chén dodn phdt
hién tdec nhén gy bénh.

1. MUC BIiCH THU NGHIEM HOA MIEN DICH HOC

Muc dich cac thi nghiém hoa mién dich hoc 1a phat hién khang nguyén cua
tac nhian vi sinh vt trong bénh phim, nhd dé c6 thé chdn doan xac dinh duge mét
cach tudng déi truc tidp tac nhan vi sinh vat gdy bénh. Vi du thi nghlem phat hién
khang nguyén hod tan cac vi khuédn thudng giy viém mang nao mit bang bé thudc
thit tu latex ¢é tén Meningitex 1a mét thi nghiém hoa mién dich; thd nghiém phat
hién khang nguyén bé mit virus viém gan B (tim HBsAg) trong huyet thanh dé
phat hién tinh trang nhiém viém gan siéu vi B 1a thi nghiém hoa mién dich hoc
mic dd bénh pham dé thit 12 huyét thanh bénh nhan; hay thit nghiém tu“trén kinh
vi khuén Shigella spp. phan lap duge vdi khang huyét thanh dic hiéu d& dinh
nhém A, B, C,va D cang 12 thit nghiém hoa mién dich hgc; hay thd nghlem mién
dich huynh quang tryc tiép phat hién Chlamydia trachomatis trong phét ¢d ti cung
14 thi nghiém hoa mién dich.

2. CAC LOAI THU NGHIEM HOA MIEN DICH

Tuy thudc vao khang nguyén dude phat hién, c6 hai loai thit nghiém hoa mién
dich, dé la:

2.1. Phat hién khang nguyén hoa tan

Thudng, cac thd nghiém nhu ty latex, ELISA, CCIE (Counter Current
Immuno-Electrophoresis = dién di mién dich d61 luu), la cac thi nghiém hay dudc
diing dé phat hién khang nguyén hoa tan c6 trong bénh pham.

D61 v6i tu latex, thuong cac nha nghién clitu hay san xuit gin khang thé dac
hiéu khang nguyén 1én trén cac hat latex bing polystyren nhd vay khi giap khang
nguyen déc hiéu thi cac hat latex sé tu lai va két qua sé thay duge rat dé dang bang
mAt thudng. D81 véi thit nghiém ELISA, cac nha ngh1en cliu hay san xuat thudng
pha khang thé dic hiéu khang nguyén trén cac giéng ELISA bang polystyren nho
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vay sé tom bit duge khang nguyén trong bénh pham (goi la k¥ thuat ELISA tom
bit khang nguyén). D61 véi thi nghiém CCIE, cAc nha nghién cttu hay sAn Xuil
thudng cho khang thé dic hidu khang nguyén vao mdt giéng va bénh phim vao
mét gidng d6i dién trén thach dién di, sau 46 dién di dé khang thé di chuyén vé
phia cye 4m hudng vé giéng chita bénh phdm va khang nguyén trong bénh phim
s& di chuyén vé phia cyc duong hudng vé gi€ng chia khang thé; nhd vay su gap g0
khang nguyén - khang thé s& hinh thanh mot vach két tua th&y dudc trén thach
giia hai giéng.

Thit nghiém phat hién khang nguyén hoa tan cac vi khudn thugng gay viém
mang ndo ma nhu N. meningitidis, H. influenzae, va S. pneumoniae bang phan Gng
iy latex véi thudc thit MENINGITEX; hay thi nghiém phat hién Rotavirus trong
phan bing ky thuat CCIE; hodc thit nghiém phat hién HBsAg bing k¥ thuat
ELISA tém bat khang nguyén la nhitng minh hoa ba phuong phap nél trén dung
phat hién khang nguyén hoa tan.

2.2. Phat hién khang nguyén hiru hinh

Thudng, cac thit nghiém nhu mién dich huynh quang trye tiép (Direct-
Immuno-Fluorescent), hay nhudm khang thé gin men peroxidase (Immuno-
Peroxidase-Staining), 12 cac thl nghiém hay duge ding nhat.

Trong thd nghigm mién dich huynh quang, bénh phim duge phét trén lam
kinh hidn vi, sau khi dé kho duge ¢6 dinh bing aceton. Nho khang thé dac hiéu
khang nguyén vi sinh vat muén tim va da gan huynh quang (thudng 1& FITC =
Fluorescent Thio Cyanat) 1én phét bénh phim nay, sau d6 soi dudi kinh hién vi
huynh quang. Né&u trong bénh phém c6 vi sinh vat mubn tim thi vi sinh vat nay sé
bi bam khéing thé dic hidu gn huynh quang, do vay sé bi phat huynh quang va
ngudi lam xét nghig¢m sé d3 dang thiy dugc hinh anh céc vi sinh vat bi phat huynh
quang nay trén mot nén t&i khong phat huynh quang.

Thit nghiém nhuém khang thé gén men ctng cé nhing bude thuc hién gibng
nhu nhudém khang thé huynh quang, nhung khéng can phai quan sat phét bénh
pham qua kinh huynh quang ma chi can qua kinh hién vi quang hoc thudng. Néu
phét bénh pham c6 chita khang nguyén vi sinh vat mudn tim thi sé bi khang thé gén
men bam vio va sé bi sinh mau két tha do tac dong ctia men trén dai chit sinh mau.

Thd nghiém nhudm mién dich huynh quang truc tiép phat hién vi khudn
Chlamydia trachomatis trong cac quét o6 ti cung, phat hién cac vi khudn khong
dién hinh trong méu dom 1a nhing thi nghiém hién nay thuong duge dung dé chén
doan phat hién cac tac nhan giy bénh noi trén vi phudng phap nudi cay khé cd thé
thue hign duge tai cac phong thi nghiém lam sang.

3. BIEN LUAN KET QUA MOT THU NGHIEM HOA MIEN DICH HOC
Vi muc dich 1a phat hién ¢6 hay khong khang nguyén vi sinh vat gay bénh
trong bénh pham nén thit nghiém hoa mién dich hoe thuong chi cin 12 thd nghiém

dinh tinh, xac dinh ¢6 (dudng) hay khéng ¢6 (Am), ma khéng cin gia tri dinh lugng.
Vi vay khi tra 181 két qua thit nghiém hoa mién dich, ngudi 1am xét nghiém khéng
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cAn thiét phai tra 13i con s6 dinh lugng. Mic du hién nay v6i nhiéu thi nghiém hoa
mién dich dya trén phan tng ELISA, k&t qua phai doc bing may quang phé véi gia
tri OD, nhung gia tri OD nay chi cAn cho ngudi lam xét nghiém dé so v6i OD nén
nhd d6 bist duge két qua miu bénh pham 1a [+] hay [-]. Khi tra 101 két qua cho lam
sang, khéng cdn thiét phai dua két qua gia tri OD cua thu nghiém vi néu lam vay
c6 doi khi 1am réi tri 1am sang hay c6 khi 1am sang hiéu nham tri s6 OD cang 16n
thi nhidm trang cang nang so véi két qua ¢o tri s6 OD nho hon.

4. CAU HOI ON TAP

4. Cho biét muc dich cta thu nghiém hoa mién dich hoc.

b, Céc thii nghiém nao thuong dudc dung dé phat hién khang nguyén hoa
tan va khang nguyén hitu hinh che vi sinh vat giy bénh c6 trong bénh
phdm? N6i qua nguyén thc cta cac thi nghiém nay va cho cac vi du
minh hoa.

c. Hay cho biét c¢6 khi nao thui nghiém hoa mién dich cho ching ta két qua
6 gia tri dinh lugng khong? Né&u c6, nguoi lam xét nghiém co can thiét
phai tra 10i cho lam sang két qua thi nghiém hoa mién dich hoc véi két
qué dinh lugng di kem theo hay khong? Tai sao can? Tai sao khong can?

Hinh 19: Quan sat qua kinh hién vi huynh quang phét quét c8 tir cung nhudm khang thé huynh
quang dac hiéu C.trachomatis (trai) va phét dom nhudém khang thé huynh quang dac hiéu
Legionella pneumophila (phai)
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PHU LUC

San pham lién quan: TYPHELISAM - B$ thuéc thir LISA phat hién
va dinh lugng khang thé IgM dac hiéu Salmonella typhi dé chan
doan phat hién sém thuong han

Nguyén tic hoat déng

B6 thude thit hoat déng bing nguyén tic cia phan dng ELISA gian tiép phat
hién khang thé: khang nguyén S. typhi da gén trong cac giéng nhua polystyren té6m
bat cac khang thé dic hidu cb trong huyét thanh ngudi va sau d6 phat hién khang
thé dic hiéu bam trén khang nguyén va xac dinh khang thé nay thude lop IgM
bang cong hop khang IgM ngudi ddnh ddu men peroxidase. San phdm nay 1a két
qua nghién citu cia CN. Pham Thai Binh dudi syt hudéng dan cta TS. BS. Pham
Huang Van vdi sy tai trg cua chuong trinh vudn udm cua Thianh Doan va cta cong ty
Nam Khoa.

Trinh bay

Cé cac thanh phan sau day, tit ca giid 6 4°C
- R1: ban nhya polystyren lam ELISA, véi 12 thanh rdi, méi thanh cé 8 giéng,
cic giéng nay da duge phi khang nguyén trich tir S. typhi.

— R2: dung dich riza PBS -T, 100ml x 4.

— R3: dung dich pha lodng PBS -T-BSA, 120mlx 1.

— R4: cdng hop la khang thé khang IgM ngudi gén men peroxidase (HRPQ), 12ml.
- RBa: co chat TMB, 0,65ml x 1 tube

— RbBb: peroxid UPR, 0,65ml x 1

- Rb5e: dung dich dém ¢d chét, 12ml x 1.

— R6: dung dich ngung phan ting, 12mlx 1

— R7a: huy8&t thanh ching (+), 0,1ml x 1

- R7b: huyét thanh ching (-), 0,1ml x 1

— R7¢: huyét thanh chudn, 0,1ml x 1

Tién hanh phan img

— Pha loang huyét thanh chiing [+], chdng [-], chuin va cac huyét thanh thui
nghiém 1/160 trong cac tube eppendorf (10ul huy&t thanh cho vao 1590ul
R2). Cho vao céc giéng, mdi giéng 100ul cac huyét thanh da pha loing nay.
U 37°C trong 30 phiit.
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Riia giéng 4 lan véi R2, ngam 1 phat & l4n rda cudi. Luu ¥y phai git sach sau
mdi 1an ddé bé dung dich ria.

Cho vao cac giéng 100u] cong hop, gii nhe day giéng d8 trén déu. U 37°C
trong 30 phnit.

Rita giéng 4 14n vdi R2, ngdm 1 phiit § 14n ria cudi. Luu § phai gio sach sau
méi 14n 48 bd dung dich ria.

Pha 1ml co chét trong mét tube Eppendorf bing cach hiit 0.9ml R5c cho vao
tube ro1 thém va 50ul R5a va 50ul Rbe. Léc troén that déu. Dung dich nay chi
pha ngay sau khi hoan t4t budc 4.

Cho vao cac giéng, mbi gi€ng 100ul cd chit vita chudn bj xong. Gift trong té1
trong 15 phit. Poc két qua bang may doc ELISA d budc séng 450nm.

Doc két qua
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— Xac dinh gia tri OD,5 caa diém cit bing cach 14y gia tri OD,,, cla ching

chuén do duge (OF) nhan véi gia tri OD,, cia ching chudn (CF) ghi trong
tai liéu huéng dan kém theo bd thit nghiém.

— Xac dinh céc chi s6 khang thé cia huyét thanh ching [+] ching [-] va cac

huyét thanh tht nghiém bing cach 14y gia tri ODv,, do dugde trén cac mau
chia cho gia tri 0D, cia diém cit.

— Bién ludn nhu sau:

-+ Chi s8 khang thé cia huyét thanh ching {+] phai p > 1,05, cha huyét

thanh chitng [-] phai p < 0,95.

+ Céac mAu huyét thanh thi cé chi s khang thé > 1,05 I duong tinh,
< 0,95 1a 4m tinh.

+ Cac miu huyét thanh thé 6 chi s6 khang thé tit 0,95 dén 1,05 thi ¢ thé
dudng tinh va cling ¢6 thé 14 4m tinh. Cén phai 1am lai trén miu 1dy sau
d6 mét tudn mdi quyét dinh duge.



BAI 20. BANH GIA MOT THU NGHIEM DUNG DE
PHAT HIEN MOT TAC NHAN GAY BENH

MUC TIEU

1. Dinh nghia duge chudn vang déqcé thé ditng lam chudn ddnh gid mgt xét
nghiém dang ditng hay sdp trién khai trong phong thi nghiém.

2. Tinh duge d nhay cam (Se) d6 ddc hi¢u (Sp) ciia mot xét nghiém dé co
thé tinh todn, phdn tich va biét duge ¥ nghia cia hai tri sé nay khi ddnh
gid mét xét nghiém dang ding hay sap trién khai ding.

3. Tinh dugc gid tri tién dodn duong (PPV), gid tri tién dodn dm (NPV) dé
c6 thé giiup cde nha lam sang ddnh gid duge sy hitu dung lam sang cua
két qud xét nghiém va déng thoi cho dige chi dinh xét nghiém c6 hiéu
qud nhét trong chén dodn bénh.

4. Tink duge hé s6" kappa dé c6 thé ing dung trong ddanh gid dé phi hop
clic hai thi? nghiém khdc nhau diing cho ciing mét muc dich phat hién
tdc nhén vi sinh vdt gy bénh.

5. Tinh dude hé s6 bién thién (CV) dé c6 thé phan tich dwge d¢ ldp lai cia

mét xét nghiém dang ding hay sdp trién khai trong phong thi nghiém.

1. CHUAN VANG LA Gi?

D& danh gia mdt thit nghiém duge nghién ciu dung phat hién mét tac nhan
gdy bénh, ngudi ta phai so sanh thi nghiém nay voi chuin vang (gold standard).
Chuin vang la tiéu chuan ding dé x4c dinh bénh that sy va khong bénh that su.
Chuin vang ¢6 thé chi cin dya vao mdt xét nghiém, mét dau chitng lam sang, hay
phai dua vio sy két hgp nhiéu dau hiéu xét nghidm va diu chiing 1dm sang; nhung
quan trong nhat la phai duge nhiéu ngudi thita nhan trén y van.

2. DO NHAY CAM VA BO BAC HIEU CUA THU NGHIEM

D&i véi cac nha nghién ciiu san xuét b thit nghiém hay d61 véi cac phong thi
nghiém ap dung bé thit nghiém, cé hai thong s6 can phai dude danh gia, do la do
nhay cam va d6 dac hiéu cua thli nghiém.

D6 nhay cam (sensitivity = Se) cta thi nghiém la ty 1@ phén trim cho
két qua [+] trong s& nhitng mAu bénh that suy.

D6 déc hidu (specificity = Sp) ciia thit nghiém la ty 18 phéan triam cho két
qua [-] trong s6 nhiing mau khong bénh that su.
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Vi du: D& nghién ciu Se va Sp cla thit nghiém ELISA phat hién khang thé
dac hiéu chdn doén lao phdi, nha nghién citu thi trén 100 mau huyét thanh bénh
nhan bi lao (xac dinh bing chuén vang 1a nudi cdy ddm [+] vi khudn M. tuberculosis
hay phét nhudém khang acid m&u ddm [+] kém X quang phéi thdy tén thuong tham
nhiém dinh phéi dién hinh lao); va 100 miu huyét thanh bénh nhan duge xac dinh
bi viém phéi do tac nhan vi khudn khéc va loai trit nhidm lao. Két qua dugc trinh
bay trong bang sau:

Bang 20.1: Vi du két qua thi nghiém ELISA phat hién khang thé dac hiéu d& chin doan lao.

Bénh nhan lao phdi[+]  B&nh nhan lao phéi [-] Tong
LA 1] Hinas S AV Rt
ELISA[-] c=25 d=70 c+d = 85
o aemt0 VIR

+ D6 nhay cam cta thu nghiém ELISA la:

a 75
Se = o = T =75%
» Do dac hidu caa thi nghiém ELISA la:
d 70
Sp = _ = 70%

b+d 30+ 70

3. GIA TR| TIEN POAN DUONG VA GIA TRI TIEN DPOAN AM CUA THU NGHIEM

P61 véi cac nha 14m sang hay didu tri thi gid st dung ctia mét thit nghiém la
phai tra 18i duge hai cdu hoi: (1) Néu thit nghiém c6 két qua [+] thi ty 1é chinh xac
dé k&t luan duge bénh nhéan bi bénh 13 bao nhiéu phén tram? Thong s8 nay duge goi
12 gia tri tién doan duong (PPV = Positive predictive value). (2) Néu két qua thi
ngiém 14 [} thi ty 1é chinh x4c dé€ k&t luan bénh nhan khong bi bénh la bao nhidu
phan tram? Théng sé nay duge goi la gia tri tién dodn am (NPV = Negative
predictive value). Néu dya vao két qua trinh bay trong bang 12 & trén thi gia tri
tién déan dudng (PPV) va gia tri tién doan Am (NPV) ctia thit nghiém ELISA phat
hién khang thé dac hiéu M. tuberculosis dé chan doan lao sé la:

a 75

= = = 71%

PPV a+b 75 + 30 ?
d 70

NPV = = = 74%

Tuy nhién, néu chiing ta tinh PPV va NPV ciia thit nghiém ELISA dua trén
k&t qua nghién cifu trén mét s6 lugng mau &m hay miu dudng biét trude nhu trén
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thi s& khong néi duge xét nghiém ELISA hitu dung nhu thé nio khi dem ra a4p dung
trén ting thuye té& LAy vi du, néu chiing ta diing thi nghiém ELISA nay dé tim
804t lao trén mét khu vuc dan cu c6 ty 18 méc bénh lao 14 1/10000 thi néu két qua
ELISA [+], dd chinh xédc dé xac dinh nhiém lao trén ngudi duge 1am thit nghiém sé
1a bao nhiéu 4 (tdc 1a PPV); va néu két qua ELISA [-] thi d chinh xédc dé xac dinh
khéng bi nhiém lao trén ngudi dugde 1am thi nghiém sé 14 bao nhiéu (tic 14 NPV)
sé la bao nhidu? Sau day 14 cich tinh: Néu khu vuc dan cu nay ¢6 1000000 ngudi,
thi s6 ngudi mac bénh lao sé 14 100 ngudi, s6 ngudi khéng mic lao s& 13 999900
ngudi. Vi dé nhay clia thi nghiém 14 75% nén trén trén 100 ngudi méc lao nay,
tht nghiém sé cho két qua [+] trén 75 ngudi, vi d6 dic hidu caa thi nghiém la
70% nén trén 999900 ngudi khong bi nhiém lao nay sé ¢6 699930 ngud cho két
qua ELISA [-] vA 299970 cho két qua ELISA [+]). Cac s liéu dugc trinh bay vao
bang dudi day:

Bang 20.2: Vi du két qua thit nghiém ELISA tdm soat lao, gid dinh thuc hién dugcc trén tt ca
1000000 ngudi trong quan thé cé ty 1& méc lao 1a 1/10000.

Bénh nhan lac phai [+] Bénh nhan lao phdi [ Téng
ELISA [+] - a=75 b = 299970 a+b = 300045
ELISA [-] c=25 d = 699930 c+d = 699955
g . e oo T ooons

PPV vad NPV ctia thi nghiém ELISA phat hién lao (tng dung trén cac dbi
tudng nay la:

a 75
= — = _— = 9
PPV a+b 300045 0p2%
d 699930
NPV = = — = 9999%
c+d 699955

Tinh toan trén chitng minh 1a néu két qua ELISA {+], kha néng xac dinh bi
nhiém lao trén ngudi dude thit nghiém chi la 0,02%, con néu két qua ELISA [-] thi
khi nang xac dinh khong bi nhidm lao trén ngudi thi nghiém la dén 9999%. Co
nghia 14 vdi d6 nhay 75% va dé diac hidu 70% thi ELISA cho két qua [-] ¢6 gia tri
hon nhiéu so véi ELISA cho két qua [+] trong muc dich s dung dé tdm soat lao
trén ngudi binh thudng & quan thé dan cu trén.

Nhu vay, sd hitu dung ciia mdt xét nghiém ddi véi bac s ldm sang hay ddi véi
nha diu tri tuy thude rit nhiéu vao xac suit chin doan trude khi cho xét nghiém.
Trong trudng hgp ELISA chén doan lao néu trén, néu bac si dd nghi ngd bénh nhan
bi lao (xac suat 50%) thi PPV va NPV sé la 71% va 74% nhu 13 trong thiét k& thi
nghiém tim Se va Sp vdi 50% mau nhidm lao va 50% mAau khéng nhiém lao, nhung
néu chi cho xét nghiém cdu may thi PPV s& rat thap chi 0,02% vi ldc dé xac sudt
chin doan lao tién xét nghidm rdt th4p nhu 12 trong trudng hgp cho xét nghiém
ELISA dé tAm soat lao dai tra & quin thé dan cu trong vi du trén.
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Tom lai cac nha lam sang hay diéu tri thudng hay dit cau héi vé d6 nhay cam
va do ddc hidu cia mét thit nghiém ma khéng biét ring hai théng sd nay it ¢6 gia
tri hitu dung d6i véi ho. Théng s6 that sy hitu dung d6i véi céc nha lam sang hay
diéu tri chinh la PPV va NPV. Hai gia tri nay chi bi &nh hudng mét phan béi dé
nhay va dd dac hidu clia thit nghiém, trong khi dé lai bi anh hudng kha 16n bdi xac
sudt chdn doan clia bac si trude khi dat bit yéu cdu xét nghiém. Néu d6 nghi ngd
bénh nhin bj méc bénh can chin doan cang cao, thi két qua xét nghiém cang hitu
dung cho 1dm sang. Con néu chi cho xét nghiém ciu may, thi sy hitu dung ldm sang
cta két qua xét nghidm cang thap.

4. SO SANH HAI THU NGHIEM KHAC NHAU CHO CUNG MQT MUC DiCH PHAT
HIEN TAC NHAN Vi SINH VAT GAY BENH

Dé so sanh hai xét nghiém, cac théng s sau day cdn duge phan tich, d6 1a: db
tuong dong va dd khéac biét hay con gol la d6 phu hgp va d§ khéng phit hgp. Céach
tinh todn dya vao bang trinh bay sau day:

Bang 20.3: Vi du so sanh két qua thir nghiém ELISA va thd nghiém tu fatex (LAT) phat hién
khang thé dac hiéu M. tuberculosis trén 100 mAu huyét thanh l&y ther nghiém.

 Thir nghiém ELISA Téng
. 3
Thir nghigm  + a=65 c=10 ' a+c =75
LAT . b=10 d=15 ' b+d = 25
Téng  atb=75 c+d = 25 n = 100

B¢ phit hop quan sdt duge (agreement degree) la ty 18 % cac k&t qua ma cd hai
thit nghiém déu cho két qua giéng nhau. Pé khéng phi hop quan sdt dvoc
(disagreement degree) 13 ty 18 % cac két qud ma hai thu nghiém cho két qua khac
nhau. Phan tich bang trén ching ta thay:

» D6 phu hgp quan sat duge 1a:
a+d 65+15

a+b+c+d 85+10+10+15

« Do khdng phu hgp quan sat duge la:

ctb 10+10
= = 20%
a+b+c+d 65+10+10+15

Tuy la 46 phu hop quan sat duge, nhung khéng thé dua vao tri s& nay dé danh
gid mic d§ phu hgp cta hai xét nghiém. Céc nha dich t& hoe 1am sing da nghién
citu, dua ra mot thong s6, goi 1a k¢ s6'kappa, dya vio gia tri ctia hé s6 kappa, phong
thi nghiém hay céc nha lam sang c6 thé danh gia d§é phu hgp cla hai thi nghiém
dua theo bang sau:
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Bang 20.4: Bang danh gia mic db phi hop clia hai thlf nghiém dya theo hé s6 kappa

Hé s& kappa Mirc dé phu hgp Hé s& kappa Murc dé phis hop
0,0-02 Qué thap . 06-08 Kha
0,2-04 Thap 08-1,0 Cao
04-06 Via

Sau day 1a cach tim hé s8 kappa:
« Phi hgp quan sat duge, tinh nhu sau:
(a+d)
— X100

« Phu hgp ngiu nhién, tinh nhu sau:

[(aw) ato) ﬂﬂ{(cm (b+d) m{ﬂ
n n n n

. Phi hop hoan toan, gia dinh ca hai phd hgp hoan toan véi nhau, tri s0
sé la 100

« Phu hgp thyce tai, tinh nhu sau:
Pha hdp quan sat — Phit hgp ngau nhién
«  Phi hop tiém &n, tinh nhy sau:
Phu hdp hoan toan — Phi hgp nghu nhién
T céc gia tri trén, hé s6 kappa duge tinh theo cong thic sau:

Phi hop thuc tai

Hé s6 kappa = S ]
7 SO Kapp Phu hgp tiém an

Trong vi du trinh bay ¢ bang 20.4, sau khi ¢ dudc cac gia tri chia phu hgp
ngéu nhién (62 5), phi hop quan sat (100), phu hop thyc tai (17,5) va phit hgp tiém
an (37,5); hé s8 kappa s€ la:

17.5
37,5

Kappa = = 0,47

Véi gi4 tri cha hé s6 kappa tinh duge, ching ta c6 thé két luan ELISA va LAT
phat hién khang thé dac hiéu M. tuberculosis c6 46 phi hgp 8 miic dd via.

Ngoai ra, ching ta con cé thé phan tich 6 phit hgp dudng, tic la ty 1& % ca
hai thit nghiém déu cho két qua [+] trong tdng s6 cac két qua gidng nhau cia hai
xét nghiém; va 46 phu hdp am la ty 18 % ¢4 hai thé nghiém déu cho két qua
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[-] trong tong s& cac két qua giong nhau cha ca hai xét nghiém. Trong vi du trén,
ching ta thiy:

. D5 pha hgp duong ciia ELISA va LAT la:

a 65
- = = 81%
atd 65+15
. D phi hgp 4m cia ELISA va LAT la:
d 15
= = 19%
atd 65+15

5. O LAP LAI CUA XET NGHIEM

D6 13p lai clia két qua dinh lugng ctia xét nghiém khi 1am nhiéu 14n trén cing
mét miu bénh phdm dude goi 1a dd 1dp lai ctia xét nghiém. Thong s8 néi 1én do 1ap
lai chia mdt xét nghiém dude goi 12 hé s8 bién thién (CV = Coefficient of variation)
cna k&t qua xét nghiém.

Trén cting mdt mAu bénh phdm, néu ching ta chia ra dé 1am cing mot xét
nghiém, va cac két qua dinh lugng s6 12 Ay, A,, As, A,..A,. Ching ta sé tinh duge
k&t qua trung binh A va df léch chuin ¢ nhu sau:

At AFAFAR HA,
N

5= T (A- AY
N

Hé s6 bién thién chinh la ty 16 phén tram cha 4o léch chuén so vdi s0 trung
binh, duge tinh theo cong thic sau

[»}

A

%

CV = 100x

Hé s6 bién thién con dude goi 1a hé s6 phan tan, cho biét do 13p lai cua mdt
thi nghiém cb t6t hay khong. Thudng mdt thi nghiém dudc danh gia c6 do lap lai
t6t khi CV < 10%.

6. CAU HOI ON TAP

a. Cho bi&t chuéin vang la gi? § nghia cta chudn vang trong danh gia mot
xét nghiém.

b. Hay cho biét cach tinh d6 nhay cam va dd dic hidu cia mdt xét nghigm.
¥ nghia cua hai thong 6 nay trong danh gia xét nghiém. Véi modt xét
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nghlem dang sU dung, lam thé nao dé nang cao dé nhay cam hay 46 dac
hiéu caa xét nghiém dé?

Hay cho biét cach tinh gi4 tri tién doan duong va gia tri tién doan Am
cia mdt xét nghiém. D&i véi bac si didu tri thi phai 1am thé nao dé gia
tri tién doan dudng va gia tri tién doan Am ctia mét xét nghiém cé gia tri
cao nghia 14 xét nghiém sé hitu dung cao d6i vdi 1am sang?

Cho biét cach nao dé 6 thé tim duge do phd hop cia hai xét nghiém

dude st dung cho cting mét muc dich phat hién tic nhan vi sinh vat gy
bénh?

Cho biét cach nao dé c6 thé danh gia do lap lai cia mot xét nghidm?
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BAI 21. TRANG BI CO BAN CHO MOT
PHONG THi NGHIEM VI SINH LAM SANG

1. THIET Bl CO BAN

Mot ta lanh 2 ngan 180L dén 240L, dung dé dung cac mdi trudng, va cac
thudc thit ché sén can phai luu trit ¢ 4°C.

Mot ta &m ¢6 dung tich 80L dén 100L, diéu chinh duge nhiét dé ti nhiét do
+5 hay +10 trén nhiét d6 phong dén 100°C dung dé 1am t @ vi khuén.

Mot ta cAy vi sinh khi tinh c6 dén neon va dén UV, kich thuée 0,6 x 1,2m.

Mot kinh hién vi quang hoc thudng 2 mét ciia Olympus, Nikon, hay cia mét
héng c6 uy tin tit Nhat/Au My.

Mot may ly tdm ban c6 rotor tuong thich cho cac tube thi nghiém hay tube
Falcon 15ml (c6 thé diing may ly tAm Trung Quéc).

Mot may cach thuy c6 thé diéu chinh nhiét do tit 30°C dén 100°C

Mot may vi tinh ¢6 kém may in dung dé cai dit phAn mém quan ly xét
nghiém vi sinh 1Am sang (phan mém SCM ctia Pham Thai Binh).

Mat nghiéng trudc cta tram duge thiét ké co
canh trén, gan bén 1é dé c6 thé dé dang md ra
lau chiii, vé sinh toan tram va cho thiét bi vao

Tram duge déng
bing kinh 5 ly
trong khung nhém

Mat tram
bing inox dé
dé lau chii

Trén tram trang bi hai dén:
Mt trudc tram ¢6 2 cira cho tay vao mot neon chi€u sdng, mot cyc tim
lam viéc. Néu chi 1 ngudsi thi md mot cta  khir tap nhiém sau khi lam viéc

Hinh 21.1: M6 hinh mét ta cdy vi sinh khi tinh. Kich thuéc chiéu cao 0,8m, chiéu sau 0,6m.

138

Riéng kich thuéc chiéu dai thi tuy thudc vao ban dé ti cay, trung binh 1a 1,2m.



2. DUNG CU CO BAN

Kim c&y, vong ciy, va vong cdy dinh lugng; mbi loai can 2 cat.

Micropipet diéu chinh duge thé tich tit 1-10p1, 20-200p], 50-1000pl. Méi logi

mot cay.

Mét bt ngdi thép viét 1én kinh.

Hai kep miii nhon dé gip dia khang sinh.

Mot thude do dudng kinh vong vo khudn.

Hai hdp dung lam.

Hai dén cén.

DAu soi kinh hién vi.

M6t binh thuy tinh miéng rong c6 nip, dung tich 3-5L lam binh nén.
Mot gia nhudm va khay nhudm.

Hai ca nhya 2L ¢6 ndp dé dung vat liéu ban sau khi diing xong.
Hai binh tia dung tich 0,5L dé dung cén ria tay

Gia nhya dung dng nghiém thuy tinh va nhya cac loai

Dung cu huy kim.

Binh dung con 20L.

Mat thung dung rac y té.

M4t thung dung rac théng thudng.

Hai kéo cét gidy hay nylon.

3. VAT LIEU TIEU HAO

3.1.

Loai thong thuéng

Pipet Pasteur nhya vé trang.

Céc hép ddu céne dung cho micropipet, gbm cac loal céne trang 1-20p], céne

vang 20-200p], cdne xanh 50-1000ul. T4t ca déu duge vo trung.
Lam va lamel soi kinh hién vi.

Gidly lau kinh hién vi, loai khéng c6 bui gidy.

Bao nylon mau den dung rac y té.

Bao nylon trong dung rac théng thudng.

Bang keo gidy.
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3.3.

3.4,

3.4.

140

— Bt aceton.

— Téam béng vé trung 1am khang sinh dé.
Cac bd thudc nhuém

— B§ thudc nhuém gram.

— Bb thude nhuém khang acid.

~ B§ thuée nhudm Methylen Blue kiém.
- B0 thude nhudém Nigrosin.

- B§ thudc nhuém Giemsa.
Cac vat liéu lay va chuyén ché bénh pham

~ Tam béng v6 trung 14y miu.

— Tam béng manh vé trang 14y miu.

— Tam bbng que dai vé trung 14y miu quét 8 ti cung.

- Tube diia méi trudng Stuart —Amies.

— Tube diia méi trudng Cary ~Blair.

~ Lo ndp vén chat 14y miu tap nhidm.

— Lo ndp vin chat v trung 18y miu khéng tap nhiém.

— Lo ndp van chit ¢6 mai chéo.

~ Lo ndp viin chat ¢6 mai chéo va ¢6 tii F2M.

- Tube 1,8ml nip van vé trung.

- Tube 5ml nip vin vé trung.

— Tube 15ml ndp vin v6 trang.

— Tube Eppendorf biopure.

— Tube 14y méau khéng khang déng.

- Céc loai tube 18y m4u khang déng EDTA, citrat, heparin.
Cac méi trudng phong phd, ting sinh thong thuong va ché sin
- GN broth.

~ Pepton kiém.

— Loeffler (huyét tuong déng).

— Chai cy m4iu 2 pha.



3.5.

3.6.

— Chai 2 mat thach CA c8y dich khéng tap nhiém.
— Chai 2 mat thach BANg va MC cdy nudc tiéu.
— Ong mbi trudng BHI -XV (tube 5ml nép vin).

Cac mdi trudng phan lap théng thudng va ché san

~ BA mau cuu

- BANg*

- CAXV

- CAHI

- CATM*

— MC (hay EMB)

— S8 (hay XLD, hay HE)
— MEA (hay TCBS)*
— BA ¢6 tellurite *

— BAYK**

— Campy-BAP***

Cac kit dinh danh

— IDS 14GNR, hay mét s6 cic dia gidy sinh hoa 1&, hay mot s6 6ng mdi truong

sinh hoa le
— SAU-latex
— bDia bacitracin
— Pia optochin
- QueX, V, XV
- Dia novobiocin
— Dia oxidase
- H,0, 3%
- Bile Esculin
- TSB ¢6 6,5% NaCl
— RNIS dinh danh Neisseria
— Tube KIA hay TSI
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3.7. Cac méi trudng lam khang sinh do

- MHA
MHBA
- HTM*

My lanh trén trin

1.

1 un 2.
) 3

: —:E 4

8 5

_ I 6.

7

8

g.

T cdy vi sinh khi tinh
Kinh hién vi 2 mat

. Lavabo rifa tay va nhuém lam
. May cach thuy
. May ly tdm ban

T4 &m 80-100L

. Ta lanh 180-200L
. May vi tinh

May in

10. Tt dung hé sd
11. K& da c6 ngan ti bén dudi

Hinh 21.2: M6 hinh mét phong thi nghiém vi sinh
lam sang tai bénh vién (kich thudc 3-4m x 4-5m)

3.8. Cac phuong tién lam khang sinh dé

— Lo nuéc mudi sinh ly v6 trung (2-3ml)

— Céc 6ng dd duc chudn 0,5 McF

— Cac dia khang sinh lam khéang sinh do

Pia nitrocefin tim B-lactamase

3.9. Cac vi khuin chuin va tham chiéu dé kiém tra chat lugng

- 8. aureus ATCC 25923

— E. coli ATCC 25922

- E. coli ATCC 35218

— P. aeruginosa ATCC 27853
— 8. faecalis ATCC 29212

— S. pneumoniae ATCC 49619
— H. influenzae ATCC 49247
- H. influenzae ATCC 49278
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— N. meningitidis group B

S. typhi, Shigella flexnert

— K. pneumoniae, Proteus vulgaris

— N. gonorrhoeae, M. catarrhalis

V. cholerae

3.10. Cac maéi trudng luu chung tam thgi

- éng thach NA nghiéng trong tube nhua 5ml ndp van chit

- éng thach CAXV nghiéng trong tube nhya 5ml nip van chat
— Cryotube chita BHI ¢6 20% glycerol

10.
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PHU LUC A

Bang tra cuu cac sd db va qui trinh [am xét nghiém
vi sinh lam sang cac bénh pham khac nhau

So dé N&i dung Trang
1 Qui trinh vi sinh 1am sang cay mau vdi chai cdy mau hai pha 17
2 Qi trinh vi sinh 14m sang cac mAu md va chat dich 24
3 Qui trinh vi sinh 14m sang khao sat mau phan 30
4 Qui trinh vi sinh 1Am sang khao sat mau nudc tidu 42
5 Qui trinh vi sinh 1am sang mau dich nao tuy 52
6 Qui trinh vi sinh [am sang khao sat mau quét hiu hong tim lién cau tan huyét beta 58
7 Qui trinh vi sinh 1am sang mau md tai, m0 xoang, dich rda xoang 66
8 Qui trinh vi sinh [am sang mau ddm/dich hat dm trén thanh — khi quan/dich rita

khi quan gua néi soi 77
9 Cach pha loéing va cdy dinh Iugng méu ddm trén cac hép thach 79
10 Qui trinh vi sinh 1am sang cac mAu I8y tr dudng sinh duc 91
11 Qui trinh vi sinh lam sang cac mau khao sat ky khi 100
PHU LUC B
Bang tra c(tu cac hinh anh minh hoa
Hinh N&i dung Trang
1 Hinh vé minh hoa ¢4u tao chai cdy mau hai pha 14
2 Hinh anh chai cdy mau 2 pha c6 vi khugn moc va chua ciy bénh ph3m 16
3 Hinh anh chai cdy mau An D6 16
4 Hinh anh tam bdng va trling 14y bénh phim 22
5 Hinh anh cip tdm bdng vé tring va tam bdng manh vé triing kém vdi tube mai
trudng chuyén chd Stuart -Amies 22
8 Hinh anh lo 18y m&u phan tuoi ding khao sat vi khudn 29
7 Hinh anh lo 13y mau phan ¢6 F2M dé tim ky sinh tring dudng rudt 29
B Hinh anh cip tam bong vo trung kém vdi tube mdi truding rhuyén chd Cary -Blair 29
9 Hinh anh gram vi khudn C. jejuny 33
10 Hinh anh khém vi khudn C. jejuni mac trén méi trudgng phan lap 33
1" Hinh v& minh hoa cau tao chai cay nugc tidu 2 mit thach 39
12 Hinh anh cac mirc d8 vi khudn moc trén mat thach clia chai cdy nudc tidu 40
13 Hinh anh chai nip dd v triing Iy bénh phdm 40
14 Hinh anh chai cdy nudc tidu hai mat thach 40
15 Cac hinh &nh khéo sét tryc tiép méu dich nao tug nhin qua kinh hién vi 47
16 Hinh v& minh hoa c&u tao chai 2 mit thach 48 céy dich néo tdy 48
17 Hinh v& minh hoa cach tam thir nghiém véi bd thudc thit MENINGITEX phat hién
khang nguyén hoa tan cac vi khudn thusng gay VMNM 50
18 Hinh anh chai 2 mat thach d€ cdy dich ndo tuf 51
19 Hinh anh cac loai vat ligu vo tring nén dugc ding dé Iay dich ndo tuy hay cac dich
khéng tap nhiém khac 51
20 Hinh v& minh hoa cich quét hong dé I8y mau 57
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21
22

23
24
25
26
27
28
28
30
31
32
33
34
35
38
37
38
39
40
41
42
43
44

Hinh anh gram vi khudn bach hau

Hinh v& minh hoa nguyén tac clia thir nghiém mién dich sic ky phat hién vi khudn

Streptococeci tan huyét beta nham A tir quét hong

Hinh anh tam bdng manh vé tring nén diing d& 18y cac quét tai -mi-hong
Hinh @nh cac tube ndp vain chat chita 5ml BHI ¢6 b8 sung XV

Hinh anh cac dung cu nén ding va khang nén ding d8 I8y mu dom

Hinh anh cac dung cu cé thé ding d& 18y dam qua dudng mai

Hinh anh nhudm gram ma disa vao 46 c6 thé danh gia d tin cay mau dom
Hinh anh khém vi khudn moc trén cac mat thach cdy dinh lvgng miu dom
Hinh anh gram phét mi niéu dao c6 N. gonorrhoeae

Hinh anh gram phét can ling nudc tidu cé N. gonorrhoeae

Cac hinh anh khao sat truc tiép quét am dao hay ¢ tir cung co G, vaginalis
Hinh vé& minh hoa phuang phap tao khi truding ky khi bing phuong phap thay khi
Hinh anh thiét bi Axonomat Mark Il d& c&y ky khi

Cae hinh anh khao sét tryc tiép bing phuong phap soi tudi

Hinh v& minh hoa cac budc thuc hién phudng phap nhudém gram

Hinh anh bd thudc nhuém gram

Hinh anh két qua quan sat mét phét nhuém gram

Hinh anh bé thudc nhudém Methylen Blue kiém

Hinh anh bé thudc nhuém khang acid

Hinh anh két qua quan sat phét nhuém khang acid

Hinh anh b thude thir 1am thun nhat va loa i tap nhiém mau dom

Hinh &nh két qué cac phét nhudm khang thé huynh quang

Hinh v& minh hoa c3u tao mét budng ciy vi sinh

Hinh v& minh hoa cach bé tri cac thiét bi va dung cy cén thiét cho mét phong thi

nghiém vi sinh lam sang tai cac bénh vién

57

56
65
65
74
74
75
83
80
90
90
96
97
104
107
108
108
100
113
114
116
128
138
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PHU LUC C:

Bang tom tat cac vat ligu lay mau va méi trusng phan lap

tuong tmg cho cac bénh pham khac nhau

Bénh pham Vat liéu 13y miu M&i trusng phan lap
Mau Chai cdy mau (hinh 1.1, trang 14, hinh 1.2, CA mau ngua {t&t nhdt) + MC
trang 16) ~ BAmau ciu + MC _
M Tam bang v triing 14y mAu (hinh 2.1, rang  C6 (hé cdy vao 6ng Thioglycollat hay

22) x M6i truding chuyén chd Stuart Amies
(hinh 2.2, trang 22) hay

Tam béng manh vé tring By mau (hinh
7.1, trang 65) + méi trudng chuyén chd
Stuart Amies (hinh 2.2, trang 16) hay

Lo ldy mau vé trung ndp 44 -van chat (hinh
3.1, trang 29) hay tube Eppendorf biopure,
hay tube 1,8ml vé tring, hay tube 5ml vé
trung F2M (hinh 5.5, trang 51) hay Pipet
Pasteur nhya vé tring, hay éng chich nhifa
v0 trung. Bay la cac loai phudng tién dé 18y
cac mau mi) ap xe.

BHI giau XV {hinh 7.2 trang 64) dé luu
méu, phong trudng hop trén cac mat
thach ptan iap khéng ©é vi khudn moc
BA miu ¢y + MC 1+ MSA
t Sabouraud Agar, hay

BANg + MC £ MSA + Sabouraud Agar,
hay

Chai 2 méat thach CAXV cdy dich khéng
tap ntigm (hinh 5.2, trang 48) nhu cay
mi an xe trong phién trfc khong ¢é vi
sinh.
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Phan

Nude tiéu

Dich nao tuy

Quét hau hang

Tai, mét,
mui, xoang

Pbdm wva cac
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dém

Sinh duc

Cay yém khi
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Lo ldy mau phan khong c6 F2M (hinh 3 2
trang 29} dung ldy mau phan tudi -cdy
ngay, hay

Tam bong v6 tring 18y mau (hinh 2.1, trang
22) dung 18y phan tugi hay quet hau man -
cay ngay, hay

NEU KHONG CAY NGAY THI DUNG TAM
BONG VO TRUNG LAY MAU + Mi trudng
chuyén chd Cary -Blair (hinh 3.3, trang 29)
Lo ldy mAu v tring ndp dé -v3n chét (hinh
3.1, trang 29)

Tube 1,8ml vé tring ndp vang (hll'lh 5.5
trang 51}

Tube Falcon 15ml v6 tring ndp xanh (hinh
5.5 trang 51)

Tube 5ml va tring ndp a4 (hinh 5.5 trang 51)
Tube Eppendorf biopure (hinh 5.5 trang 51)
Tam béng vo tring 18y mAu (hinh 2.1, trang
22} + Méi trudgng chuyén chd Stuart Amies
{hinh 2.2 trang 29)

Tam béng vo tring 18y mau (hinh 2.1, trang
22) £ Mdi trudng chuyén chd Stuart Amies
(hinh 2.2, trang 22) hay

Tam bdng manh vo tring 1dy mau (hinh 7.1
trang 64) + Mai trudng chuyén chd Stuart
Amies (hinh 2.2, trang 22) hay

Lo 18y mau vo tring nip d& -van chat (hinh
3.1 trang 29) hay tube Eppendorf biopure
hay tube 1,8ml vé trung, hay tube 5ml v
tring (hinh 5 5 trang 51}

Lo 1dy mau vé tring nip dd -van chal {hmh
3.1 trang 29} hay

Bé [ay dém qua &ng thdng mai (hinh 8.2
trang 74)

Tam bong vo triing 13y mu (hinh 2.1 trang
22) £ mdi trudng chuyén chd Stuart Amies
(hinh 2.2 trang 22) hay

Tam bdng manh v tring |dy mau (hinh 7.1
trang 64) + moi trudng chuyén chd Stuart
Amies (hinh 2.2 trang 22} hay

Lo c6 F2M dé 18y mau (hinh 3.2 trang 29)
deé soi tudi timT. vaginalis

Tam bang vé tring [dy mau (hinh 2.1 trang
22) + mdi trudng chuyén chd yém khi
Carryport, hay

Chai ciy mau yém khi

dng chich nhua, Ioai dng chich insulin v
triing dé hat 1y mil

Nén cay phong phu vao GN broth *
Pepton kiém cho Vibrio + Campy-thio
cho C. jejuni

MC (hay EMB) + SS (hay XLD, hay HE)
+ TCBS/MEA cho Vibrio + Campy-BAP
cho C. jejuni

BA + MC hay EMB, hay

BANg + MC hay EMB, hay

Chai 2 mat thach BANg va MC (hinh 4.4,
trang 40) cdy nudc tiu trong phign tnic
CAXV + MC, hay

Chai 2 mat thach CAXV cay dich khdng
tap nhiém (dung cdy DNT trong phen tnuc)

BA, hay BAGe, hay
BA-tellurite + Loeffler (néu mudn phan
lap bach hdu}, hay
CAHlI (néu mudn phan Jap H

influenzae), hay CATM (néu mudn
phan ap N. gonorrhoeas)

Trong trugng hdp quét mud ‘m&t, nén
tang sinh vao BHI giau XV (hinh 7.2
trang 64) trudc khi cdy vao mdi trudng
phan lap.

BA hay BANg hay BAGe + MC + CAXV

BA hay BANg hay BAGe + MC + CAXV

CATM = BA hay BANg + MC (neu cb
yéu clu cay vi khuan khac ngoai vi
khuan lau).

BAYK d& ciy yém khi + cac mdi truging
cAy hidu khi mau ma (BA + MC).
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