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Dung dudmg chuan, tir d6 tinh ra ham lugng Tween 20
trong mau thur.

Don vj tinh: pg/100 pg protein.

Cdch pha cdc dung djich:

Dung dich amoni cobaltothiocyanat: Hoa tan 6,0 g coba!t
nitrat (TT) va 40 g amoni thiocyanat (TT) trong nurée cat,
thém nude cdr vira da 200 ml, loc qua gidy loc.

Dung djch Tween 20 chuin 10 mg/ml: Cén 1 g Tween 20
vao binh dmh mirc 100 ml thém nurde eat vira du, lic déu,
Pha lodng bang nude cat 10 1an trudce khi dung.

Tiéu chuén chap thuén

Tuy timg loai vic xin va sinh phém.,

Ham lugng Tween 20 ¢6 trong ban thanh phdm viém gan B
khong 16n hon 50 pg/100 pg protein.

15.7 KIEM TRA VO TRUNG VAC XIN/SINH PHAM

Viée kiém tra v6 tring vic xin/sinh pham dugc thuc hién
trong diéu kién vo trung. Kiém soat moi truémg thir nghiém
va sir dung mau doi chung am tinh thich hgp dé kiém tra
va dam bao diéu kién v trung.

Maoi trudomg nudi cay

Chudn bi méi trwcomg nuéi cdy

Hai méi tnrong sir dung dé kiém tra vo triing véc xin/sinh
pham la méi trudmg thioglycolat 16ng (Fluid Thioglycollate
Medium: FTM) va casein déu tuong (Soybean-casein
dlgest medium: SCDM). FTM du dinh dung dé phat hién
vi khuau ky khi nhung cling ¢ thé xac dinh duge vi khuén
tueu khi. SCDM dung dé phat hién vi khudn hiéu khi va
ndm. Khi vic xin/sinh pham c6 chira chit bdo quan Ia
merthiolat, cé the diung FTM thay thé cho SCDM trong
phuong phap cly truc tlep khi méi truomg nay dat yéu
cau trong thir nghiém kiém tra tinh ting sinh (Growth
promotion test). Cac mdi truong tuong duong khac cung
c6 thé dugc sir dung néu chuing dat dugc yéu cau vé tinh
tdng sinh va dugc co quan Kiém dinh Quédc gia chap thuan.
Cong thirc va cich pha hai méi truong trén nhu sau:

Méi truong thioglycolat long:

L - Cystin 0,50 g
Natri clorid 250
Glucose monohydrat (CsH,,06.H,0) 5508
Thach bjt ¢6 46 4m nhé hon 15 % 0,75 g
Cao ndm men (tan trong nudc) 500¢
Casein thuy phén bing pancreatin (men tuy) 15,00 g
Nudc 1000 mL
Natri thioglycolat 0,50 g
ho#c acid thioglycolic 0,3 mL

I mL

Dung dijch natri resazurin (1 g/L) méi pha

Trén l4n lugt sau thanh phin dau nhu thr ty & trén trong
nude néng cho dén khi tan hoan toan. Cho thém natri
thioglycolat (ho#dc acid thloglycohc), chuyén sang mét
binh chira thich hcrp va thém nudc vira du, lam tan hoan
toan trong mdt ndi cach thuy. Chinh pH cua dung dich
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(néu cén) bing dung dich natri hydroxyd l N (TT) sao cho
pH sau ti¢t trung (pH cudi cling) 1a 7,0 dén 7,2. Neu can
thiét phai lgc, dun néng dung dich (trdnh dun s6i) rdi loc
qua giay loc udt khi dung dich con dang nong Thém dung
dich natri resazurin, tron déu. Chia méi tn.rdmg vao céc
chai/éng chira thich hgp. Hap tiét tring méi trudmg trong
16 da duge thdm dinh ¢ 121 °C trong 18 min dén 20 min.

Vin chit nut céc chai/dng méi trrong va bao quan & nhiét
dg 20 °C dén 30 °C.

Néu qua 1/3 trén cua challong moi truong chuyen thanh
mau hong thi khong nén sir dung nira. C6 the sir dung
lai mot lan nira bang cach dun néng moi truomg trong bé
on nhiét dén khi mau hng bién mat rdi lam lanh nhanh.

Khéng ding mdi truong qua théi han sir dung da dugc
tham dinh.

Moéi truong casein ddu twong long:

Casein thiy phén bai pancreatin 170g
Bt dau tirong thuy phén boi papain 30g
Natri clorid 50g
Dikali hydrophosphat 25¢g
Glucose monohydrat 25¢g
Nurde tinh khiet 1000 ml

Hoa tan tét ca cac thanh Qhé”m vao nude, dun néng nhe cho
tan hoan toé.r}, dl;: ngu'(’,)i dén nhiét dd phong. Chinh pH cua
dung dich (néu cén) bing dung dich natri hydroxyd 1 N (TT)
hodc dung dich acid hydrocloric 1 N (TT) sao cho pH sau
tiét tring (pH cubi cling) 1 7,1 dén 7,5. Loc trong néu cin
Phén chia méi truémg vao céc chai/ong. Hap tiét tring m
trudmg trong 16 da duge tham dinh & 121 °C trong 18 m
dén 20 min. Bao quan méi truéng & nhiét do phong (20 °t
dén 30 °C).

Khéng dung méi truong qua thdi han s dung da duge
tham dinh.

Kiém tra chit lwgng méi truong

Viéc kiém tra chét luong mdi loat méi trrdng duge thuc
hién trude hodc song song vai kiém tra vé trung vic xin/
sinh pham,

Tét ca cac loat moi trudmg dung trong thir nghiém vé tring
véc xin/sinh phim can dugc kjém tra vé hai tinh chat: tinh
v6 trung va kha nang cung cap chét dinh dudng cho sy
phat trién cua vi khuin va nim (tinh ting sinh).

Kiém tra tmh Vo trung

LAy 2 % s chal/ong clia mdi loat moi truong nhung it nhit
las chan/ong U FTM & nhiét do 30°C dén 35 °C it nhit 14
ngay. U SCDM (hoac FTM khi ding thay thé) & nhiét do
20 °C dén 25 °C it nhat 14 ngay.

Méi trudng dat yéu cdu vé vo tring néu sau nudi ca’iy cac
chai/éng moi trudng trong, khong co ling can & ddy; cac
chai/éng FTM khéng mit chi thj mau.

Kiém tra tinh tang sinh

Nguyén tic: Danh gié kha ning phat trién cua cac chiing
thir thach trong méi truomg bing cach cho vao mdi chai/
dng moi truomg khong qua 100 CFU ching thir thach.
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Bang I - Chiing thich hgp cho kiém tra chit lirgng méi trudmg

Loagi vi sinh vt | Tén

Staphylococcus aureus
|

Vi khuén hiéu khi = Bacillus subtifis

) Pseudomonas aeruginosa
Vi khu_ﬁn ki khi Clostridium sporogenes
Candida albicans

Aspergillus brasiliensis
(A.s‘pefgiﬂzis niger) |

Nim

Co thé thay thé Pseudomonas aeruginosa bing Kocuria
rhizophila (Mfcrococcus Iuteus) ATCC 9341. Trong
trrong hop khong can vi khudn tao nha bao thi cé thé thay
thé Clostridium sporogenes biing Bacteroides vulgatus
(ATCC 8482).

Céc chiing nay khéng dugc cdy chuyén qua 5 1an ké tir
chung gdc.

Chung ding kiém tra FTM gbm Clostridium sporogenes,
Pseudomonas aeruginosa, Staphylococcus aureus. Chung
ding kiém tra SCDM gdm Aspergillus brasiliensis, Bacillus
subtilis, Candida albicans. Cac chung thich hop khac
cling c6 thé sir dung néu dugc co quan Kiém dinh Quéc
gia cha‘ip thuan.

Moi trudng dat yéu clu vé tinh tang sinh néu cic ching
vi khuan trong céc chai/ong méi trrémg moc trong vong 3
ngay, cac ching nim trong cic chai/éng méi trudmg moc
trong vong 5 ngay.

Miu kiém tra

36 luong vic xin/sinh phdm cin cho 1 lin kiém tra v
rring tity thude vao sb liwong thanh phim mdi loat va dang
aéng goi clia vic xin/sinh phidm. Can 14y mau dai dién cho
qué trinh déng dng lic déu va cudi.

Bang 2 - S6 lwgng miu cén cho thir nghiém vé tring

! ] So lm;mg mau_cﬁ; lay (Lg/éng) Il
So lwgng .
thanh phim Lugng vic xin/ | !Ju'l;mgzvﬁc xin/ |
| £ sinh phidm trong  sinh phim trong
(Lo/ong) 5 X
moi lo > 2 ml ‘ mdi lg <2 ml
10% nhung khong  20% nhung khiong
<100 p ' :
it hon 4 I it hon 8
>100 va < 500 | it nhat 10 | it nhat 20
> 500 it nhét 20 ' it nhat 40

Vic xin/sinh phdm dugc chia déu dé cdy vao mdi loai
moi trudng.

Phuong phép thye hi¢n

Tlen hanh theo phuong phip mang loc hoac phuong phép
chy tryc tiép.

Phwong phdp mang lpc

Sur dung phuong phap mang loc khi ban chét cia véc xin/
sinh phiam cho phép: céc dung dich c6 thé qua dugc mang
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Ky hiéu

ATCC 6538, CIP 4.83, NCTC 10788, NCIMB 9518, NBRC 13276
ATCC 6633. CIP 52.62, NCIMB 8054, NBRC 3134

| ATCC 9027, NCIMB 8626, CIP 82.118, NBRC 13275
ATCC 19404, CIP 79.3, NCTC 532, ATCC 11437, NBRC 14293

~ ATCC 10231, IP 48.72, NCPF 3179, NBRC 1594

ATCC 16404, IP 1431.83, IMI 149007, NBRC 9455

loc; céc ché phém chira cbn, dau, céc ché phdm c6 thé tron
hodc tan trong dung méi la nuéc hodc dau (cic dung méi
khéng chira chét (rc ché vi khudn/nim).
B¢ loc va mang loc phai dugc tiét tring trude khi sir dung.
Sir dung mang cé kich thuéce 18 loc nhé hon hoac bing
0,45 pm, dudng kinh khoang 47 mm. Mang celulose nitrat
ding cho cic dung dich c6 dung méi la nudc, dau va cac
dung dich cé d6 cdn thip. Mang celulose acetat diing cho
céc dung dich ¢6 dd con cao.
Tham w6t mang loc bing dung dich vé trung thich hop,
ching han dung dich pepton nong d6 | g/L, pH 7,1 £0,2.
Cho mau thir tryc tiép 1én mang loc, hit mau qua mang loc
bang mdt bom chan khéng.
Néu vic xin/sinh phdm c6 dic tinh irc ché sy phat trién
clia vi khuén/nim, rira mang loc it nhét ba lan bing dung
dich rira. Loai dung dich rira va thé tich mdi 1an rira dugc
xac dinh trong thr nghiém d¢ phu hop ctia phuong phép.
Khéng rira mang loc qué 5 lan, mdi lan 100 mL ké ca khi
thr nghiém do phu hop cua phuong phap chi ra rang nhu
thé 1a chwra dii d& loai bo anh huong ciia chét trc ché.
Cho méi trudmg vao binh chira mang loc cua bd loc hodc
cit mang loc thanh hai phin bang nhau rdi cho mdi phan
vao mot chai moi tnrong nudi cay.
Céc dong tac cho mau thir 1én mang loc, cit mang loc va
chuyén vao méi trudmg nudi ciy phai dugc thuc hién trong
diéu kign v tring dé tranh lay nhidm tir bén ngoai.
Phuong phdp ciy truc tiép
Bang 3 - Thé uch vic xm/smh pham cédn lay tir mbi lo dé
cay viio mdi loai méi trudng

Thé tich c6 trong | Thé tich ti thibu

mdi lo ~ cho mfi logi méi trudng
| f &k i . 1 i
| < I mL Toan bo:..rac xin/sinh pham co
\ trong moi lo
| Tir | mLdén 20 mL I mL
| SmL

| 20 mL va < 100 mL

' 10 % vic xin/sinh phim cé

" trong mdi lop nhung khong it
hon 20 mL

‘ > 100 mL

Céy tryc tiép vﬁc' xin/sinh phim cén kiém tra vao moi
trromg sao cho thé tich miu thir khong qué 10 % thé tich
mdi trudng (trir truomg hop dic biét).
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Néu viic xin/sinh phdm co tinh chit tre ché sy phat trién
et vi khudn/ndm, phai logi bo duge dite tinh e ché niy
bing cdch trung hoa véi mdt chilt trung hoa thich hop hofic
hoa lodng trong thé tich moi trrdmg du 16m khi thire hign
thir nghi¢m vé tring viic xin/sinh phim. Nén xdc dinh thé
tich méi trurdmg du 16m dé logi bo dugce dnh hudng cua chét
ire ché. Mi lin xdc djnh, thé tich nay duge sir dung cho
nhimg lin thir nghiém sau do, trir khi 6 thay ddi trong
thinh phén cta viic xin/sinh phim.

P6i voi cde vie xin/sinh phdim ma chinh miu thir lam dye
moi trudmg hode lng ciin & ddy dng m6i trudmg & mire
khéng xdc dinh dugc c6 hay khong co sy phat trién cua vi
khudn/ndm; sau 3 dén 7 ngdy nuéi cdy, chy chuyén it nhit
| mL cia mdi dng moi trudmg dé sang éng méi trudmg méi
(rong ng.

U mbi trudmg va theo doi

U FTM & nhiét d 30 °C dén 35 °C it nhit 14 ngdy. U
SCDM (hoiic FTM khi duing thay thé) & nhiét d 20 °C dén
25 °C ft nhdt 14 ngay. Cac dng méi trudng cdy chuyén i
trong thoi gian it nhit 7 ngdy. Theo ddi cic dng moi trrdng
vio nhimg khoang thdi gian thich hgp va vao ngay cubi
ciing dé phat hién sy phét trién cia vi khudn/nim trong céc
dng méi trudmg.

Dénh gid két qua

Néu khdng c6 sy phat trién cua vi khudn/nim trong céc
éng méi trudng cdy vic xin/sinh phim, mau kiém tra dat
yéu clu vé vo tring.

Néu c6 sy phat trién cta vi khudn/ndm trong céc dng méi
trromg cdy vdc xin/sinh phdm, mdu kiém tra khong dat
yéu ciu vé vé tring trir khi c6 thé chimg minh thir nghiém
da thye hién khong c6 gia trji bing cach thyc hién lai thir
nghiém hodc bing phuong phap khéc.

Thir nghiém khéng cé gié trj khi xay ra mdt trong cdc trudng
hop sau:

Két qua giam st vi sinh méi trudng trong khi thyc hién
thir nghiém khong dat yéu chu;

Sau khi xem xét lai quy trinh thyc hién thir nghiém phat
hi¢n ra sai sot;

C6 vi khudn hoac ndim moc trong cc chimg dm;
Chiing phén Idp tir thir nghiém duge xac djnh chic chan la
do nguyeén vét liéu hogc k¥ thudt trong qua trinh thire hi¢n
thir nghiém.

Thir nghiém tinh phd hgp ciia phwrong phap

Thyc hién thir nghiém tinh phi hop cua phuong phap khi:
- Kiém tra v6 trung cho san phm mdi;

- Khi c6 thay déi trong diéu kién thyc hién thi nghi¢m vo
tring vic xin/sinh phim.

Thi nghiém nay nén dugc thyc hign dé chimg to thir
nghiém vo tring c6 kha nang phat hi¢n dugc vi klhuan/
ndm c6 trong mau thir, nhdt 1a khi véc xin/sinh phim c6
kha ning (rc ché sy phat trién cua vi khuén/ndm.

Thye hién thir nghiém giéng nhu thyc hién thir nghi¢m vo
trang viic xin/sinh phim, chi khac & nhirmg diém sau:
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Phuong phép mang loc: Sau khi da cho véc xin/sinh phim
qua mang lgc, cho thém khong qua 100 CFU ching thir
théch vao dung dich rira mang loc lan cuéi cung.

Phuong phéap cdy tryc tiép: Sau khi da cdy vic xin/sinh
phdm vio méi trudmg, cho thém khong qua 100 CFU chung
thr thach vao mdi bng méi truomg.

Sir dung cung chung thir thach véi thir nghiém kiém tra
tinh ting sinh. Thyc hi¢n thir nghiém kiém tra tinh ting
sinh lam chfrnF duong.

U it ca cde ong moi trromg da cdy vic xin/sinh phim
khong qué 5 ngay.

Néu sau 5 ngdy nudi cdy, c6 diu hiéu moc ciia vi khudn/
ndm trong cac dng modi truromg chira viic xin/sinh phdm va
khéng yéu hon mirc do moc trong céc dng chimg duong
thi viic xin/sinh phim khéng chira chét irc ché s phat trién
ctia vi khudn/ndm hozic anh hudng cua chét (rc ché da duoc
loai bo. Thir nghiém vé tring vac xin/sinh phim c6 thé
dugc thyc hién ma khong cin phai thay dbi.

Néu sau 5 ngdy nubi cdy, khong c6 dau hiéu moc cua vi
khudn/ndm trong cdc dng mdi truomg cdy vic xin/sinh
pham hodic yéu hon mirc dd moc trong cic dng chimg
dwong thi vic xin/sinh pham cé chira chit irc ché 1am anh
huémng dén sy phat trién cia vi khudn/ndm. Thay dbi didu
kién thye hién thir nghiém vé tring véc xin/sinh phim va
nhéc lai thir nghiém d6 phu hop ctia phuong phap.

159 KIEM TRA PQC TiNH PAC HIEU (AN TOAN
PAC HIEU) TRONG VAC XIN BCG PONG KHO

Thir nghiém “Kiém tra dgc tinh dic hiéu (an toan dac hiéu)

trong vic xin BCG déng khd” ding dé phat hién doc tinh

dc hiéu ctia viic xin BCG déng kho do Mycobacteria giy

ra, Thir nghiém nay dugc dp dung d6i voi miu ban thanh

phém hogc mAu thanh phim vic xin BCG.

Dung it nhit 6 chudt lang cung gidi (néu la chudt cai phai

khéng duge cé thai) c6 phan img am tinh véi tuberculin,
cn nang mdi chudt khoang 250 g dén 400 g.

Tiém dudi da cho mi chudt mét lidu vic xin twong duong
v6i it nhét 50 liéu tiém trong da cho ngudi. Sau khi tiém
véic xin, phai theo ddi chugt lang it nhat 1 6 tudn. Cubi theri
ky theo ddi, tt ca chudt lang déu phai duge md, kiém tra
dai thé céc phi tang xem c6 céc ddu higu cia bénh lao tién
trién khong. Mit khéc, trong thoi ki theo doi néu c6 chudt
nao chét ciing phai md kiém tra nhir trén. Néu sau 6 tudn
theo d&i cac chudt déu khde manh, ting can; khong c6 biéu
hién bénh lao tién trién va nhiéu hon 2/3 56 chudt séng st
cho dén hét thoi gian theo dai thi loat vic xin BCG d6 dat
yéu chu v& an toan djc hiéu.

Trong vong 42 ngdy theo ddi, néu cé tir 1/3 s chudt lang
thir nghiém chét nhung xdc djnh khong phai chét do lao thi
thir nghiém durgc 13p lai. Néu:

LAn thir nghiém thir nhit khéng dat yéu cu va khong cé
gié tr (invalid test): Thir nghiém nhéc lai chi cin tién hanh
véi it nhit 6 chudt lang khéc.
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