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Sau 72 h tdng khdi lugng chudt cia mdi nhom khong it
hon trudce tiém.,

Sau 7 ngdy khoi lrgng trung binh mdi chuot khéng it hon
60 % so v&i nhém chimg,

Chudt chét khong qué 5 %.

Néu thir nghi¢m lin | khong dat mt trong 3 tiéu chudn
néu trén phai nhiic lgi thir nghiém theo yéu cdu nhu sau:
Néu thir nghiém lén | khong co gid trj (mvalld tcst) Nhic
IEI thir nghi¢m véi ) lwong chudt va sé lrgng miu bﬁng
lin 1.

Néu thir nghiém lin 1 ¢6 gia trj (val:d test): Phai nhic lai
thir nghi¢m vai s lrgmg chudt nhat tring va s6 lrong miu
ghp d6i so vai lin 1.

Két qua cua lin kiém tra nhic lai, néu dat yéu cdu 3 tiéu
chudn néu trén va gid tri trung binh cta 2 lan thir nghiém
(vé % ting khoi lurgng chudt ciia nhom viic xin thir nghiém
s0 v@i nhom chimg sau 7 ngdy theo ddi) dat yéu céu thi
logt viic xin d6 méi dugc coi 12 dat yéu ciu vé an toan
dic hiéu ho ga. Néu & lan kiém tra nhic lai khong dat yéu
ciu thi loat viic xin d6 khong dat yéu cdu an toan dic hiéu
thanh phin ho ga va phai bj huy bo.

An toin khong dic hi¢u (Dgc tinh bét thudmg)
Thir nghiém dugce tién hanh trén chudt nhit tring va chudt
lang khoe manh khéng tiém bét ctr gl trude khi thir nghi¢m.
Tiém vao & byng cho 5 chuét nhit trang c¢6 khbi Iugng
17 g/con dén 22 g/con, mdi con mdt liéu tiém cho ngudi;
2 chuét iang ¢6 khéi lwgng 250 g/con dén 350 g/con, mdi
con mét liéu tiém cho ngudi nhumg khéng qua 1 ml/con.
Theo dbi tinh trang strc khoé va cdn chudt hang ngay.
Tiéu chudn chdp thudn:
Vic xin duoc coi 12 khong c6 doc tinh bt thuong néu
(4t ca cac dong vt thi nghiém sdng khoe manh va lén
cin trong thoi gian it nhdt 7 ngdy va khéng ¢ ddu higu
nhiém déc.
Néu thir nghiém 14n 1 khong dat yéu ciu néu trén, phai
nhéc lai thir nghiém. Thir nghié¢m nhic lai néu dat yéu clu
thi logt véc xin dé dugc coi 1a dat an toan khong dic hiéu;
néu khong dat yéu cAu thi loat vic xin d6 bj coi 1a khong
dat an toan khong déc hiéu va phai huy bo.
Di véi thir nghiém nhic lgi:
Néu thir nghiém 1dn 1 khong dat yéu ciu nhung thir nghi¢m
¢6 gid tri: phai nhic lgi thir nghiém v6i sé lugng miu va sb
lugng chudt ghp dbi lan 1.
Néu thir nghiém ldn | khéng dat yéu cu nhing thir nghiém
khong c6 gid tri: chi clin nhic lai thir nghiém véi s6 luong
milu va sb lugng chut bing lén 1.

15.5 XAC PINH PAM PO VI KHUAN HO GA
Nguyén tic
Thyc té mdt hdn dich vi khudn ho gi c6 dim d 10 ly vi

khudn/ml twong (mg vai 10 10U (don vj d9 dyc quée té)
khi nhin bang mét thuong.
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Cé thé sir dung b¢ so d¢ duc chuin quéc té cua WHO dé
so bang mét thudémg hodc chuén trén may quang pho ké khi
xéc dinh ddm 46 cua hén dich B. pertussis 18323 trong thir
nghi¢m céng hiéu véc xin ho ga.

Cich tién hanh

Trong qua trinh san xuat vic xin ho ga, mdi lin _gdt sinh
khéi cin xéc dinh dam d¢ vi khuan cua nude cét ho ga.
D§ duc nurée ot ho ga va nuéce cot ho ga ¢6 dic dugc xic
dinh bing cich so sanh véi ong méu chuan quéc té hojc
quéc gia va quan sat bing mit thwémg hodc do trén miy
quang pho ké (khong dugc mudn hon hai tudn sau khi git
va trude khi huyen d|ch vi khuan dugc dira vao bét ky quy
trinh pha ché nao llcp theo).

Pha lo@ing nwdc cot trong nuée mudi sinh Iy cho dén khi
soi bing mit thudng thiy twrong dwong véi dng chudn
10 IOU.

Tinh d§ duc cua miu thir bing céch nhan véi s6 1an pha
Ioﬁng

C6 thé do do duyc cua huyen dich vi khuan ho ga trén may
do quang phd & budc song 560 nm. Piam d6 nudc cot ho
ga dugc sir dung lam co sd dé tinh toan khi pha ché vic xin
ban thanh pham cudi cung,

Thanh phan ho ga trong vac xin DTP hén hgp khong vugt
qua 20 don vj do duc quoc té (I0U) trong mét liéu don vic
xin cho ngu¢i. Ty 1€ thanh phan cac ching B. pertussis
18323 khéng dugc thay d6i khi phoi tron, phai déang ky ro
trong hd so va duge sy chap thuan coa co quan Kiém djnh
quoc gia.

15.6 XAC PINH HAM LUQNG TWEEN 20 TRONG
VAC XIN VA SINH PHAM

Nguyén ly

Dya vao phan g cua polyethoxylat trong thanh phén cia
Tween 20 v&i amoni cobaltothiocyanat tao thanh hop chat
mau xanh lo tan trong dicloromethan.

Tién hanh

Mau thir duge diéu chinh bing nwc cdr dé c6 ndng do
protein khoang 100 pg/ml. Hat 1 ml méu thir vao éng
nghiém, thém 5 ml ethanol 95 % (TT), ly tdm 3500 rpm
trong 10 min ¢ 20 °C. Chuyén phan nurdc sang ong nghlem
khéc, rira tia bang 1 ml ethanol 95 % (TT), chuyén not
nuoc rira tia vao ong nghiém. Pun cach thiy phan nuéc
thu dugc ¢ 80 °C cho dén khi con lai khoang 0,5 ml, thém
| ml nurée car vao dng nghiém.

Hat dung dich Tween 20 chuan 1 mg/ml vao cic dng
nghi¢m lan lugt theo thé tich 10 pl; 25 pl; 50 pl; 75 pl;
100 pl, thém nude cdt vira di 1 ml.

Mau tring 1a 1 ml medc cat.

Thém 2 ml dicloromethan (TI‘) vio mdi dng nghiém dung
miu tring, mau chuén, miu thir. Thém tlsp 3 ml amoni
cobaltothiocyanat, lic ky, dé yen ¢ nhi¢t d§ phong trong
90 min. Hit bo phin nude ndi bing mdy hit chn khong,
do m{t d§ quang (Phy Iyc 4.1) cia 16p dicloromethan mau
xanh lo phia dudi & budce séng 620 nm.
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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.

PL-465



