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VAC XIN THUONG HAN UONG

Kiém tra chung san xuat véc xin ta trén thach TCBS:Lic
déu tuyp chira canh khuan ta, nhé 0,1 ml canh khuin vao
dia thach TCBS, ding que cdy cdy ria trén dia thach. U cic
dia lhach o nhiét dq") 35+ 1,0)°C trong 48 h. Theo doi syr
phat rrlen ctia khudn lac va sy chuyén mau cia méi trudng
nudi cay tai thoi diém 24 h va 48 h. Poc két qua sau 48 h.
Tiéu chuin chap thuan: Khuén lac trong, moi trrong TCBS
tir mau xanh 14 cdy chuyén mau vang.

Kiém tra tinh chat sinh vét héa hpc cuia chung san xuat:
Lic déu tuyp (ong) chtra canh khuén ta, cdy 0,1 ml canh
khuan vao nrng ong moéi truong (arabinose, mannose,
saccharose). U cac 6ng moi truong o nhigtdo (35 +1,0) °C
trong 48 h, theo doi sy chuyén mau cia mdi truong. Doc
két qua sau 48 h.

Duong tinh (+): Méi truong chuyén sang mau vang.

Am tinh (-): Mdi trudng giir nguyén mau ban dau.

Tiéu chuéan chip thuan: Tinh chét sinh vat hoa hoc cua tat
ca cac ching san xuat vic xin ta: arabinose (-), mannose
(+), saccharose (+).

Sadn xudt

Vi khuén ta duge nudi cdy trén méi truomg thich hop. Két
thiic nuéi cdy, canh khudn duge kiém tra dam d6 vi khuén.
Vi khuén ta duoc bat hoat bfmg formaldehyd hodc nhiét do
tiy timg chung. Sau bat hoat, vi khuén ta duoc thu bing
phuong phép ly tdm hoac loc tiép tuyén (TFF).

Kiém dinh vic xin ban thanh phim

Vo tring

Pat yéu cau Ve v triung (Phu lucl5.7).

Kiém tra sau bit hoat

Phuong phap tién hanh: Lic déu tuyp chira canh khuén
@ sau bt hoat, cdy 0,5 ml canh khuén ta vao dia thach
mau ngua 15 %, lang nhe, déu. M&i mau thir cy trén 02
dia thach méu. U cac dia thach mau trén vao ti am (35 +
1,0) °C trong 48 h. Theo ddi sy phat trién ctia vi khuén ta
tai thoi diém 24 h va 48 h.

Tiéu chudn: Khong thiy su phét trién clia vi khuan ta trén
dia thach mau ngua.

Do dim dj vi khuin bing bé so dj duc chuin

Phuong phép tién hanh: Tién hanh theo huéng dan ctia nha
san xudt bo so do duc.

Vi du: Tron k§ miu nude ot ta trén may tron. Ding
pipetman hat 100 pl miu thir cho vao dng thir cia b soi
d0 duc, cho dan dan xml dung dich pha lodng (PBS 0,01 M
c6 pH 7.2 hodc nude mudi sinh 1y) vao cho dén khi d6 duc
ctia dng thir bing véi dd duc cia dng chudn s6 10. Pam do
vi khuan ta duoc tinh nhu sau:

Quy d6i thanh 1 ml ta cé: (0,1 ml nudce cbt + x ml dung
dich pha loang) x 10 = X ml

Dam d cua mau can do = X ml x (a x 10 vi khuan/ml)
(trong d6 a x 10° 1a chi s6 dugc cung cap boi hang ciia ong
s0 10 trong b so dd dyc chuin twong dwong).
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Dinh lugng LPS
Sir dung phuong phap ELISA dé dinh luong ham lugng
ctia tirng LPS c¢6 trong ban thanh pham.

Kiém dinh vic xin b4n thanh phim cudi cling

Vé triung

Pat yéu cau vé vo tring (Phu luc 15.7).

Kiém djnh vic xin thanh phim

Cim quan

Miu kiém dinh cta m01 loat vic xin thanh pham s€ phai
duge kiém tra bing mit thudng. Sau khi lic déu, vic xin
tao thanh huyén dich déng nhat, mau nau nhat.

Vo tring )

Phai dat yéu cau vé vo tring (Phy luc 15.7).

pH

Nam trong khoang tir 6,8 - 7,4 (Phu luc 15.33).

Protein toan phin

Khéng dugc qua 5 % (Phu luc 15.32).

Formaldehyd

Khéng dugc qué 0,02 % (Phu luc 15.25).

Thimerosal

Khong duoc qua 0,02 % (Phu luc 15.29).

Thir nghiém cong hiéu

Nong do cua timg khang nguyén dugc xac dinh boi mét
xét nghiém mién dich, phu hop véi nong dd cua cac khéng
nguyén da dugce co quan quan ly phé duyét

Dong goi, bio quin

Dong trong lo thuy tinh trung tinh va bao quan & nhiét do
tir 2 °C dén 8 °C, khéng duoc dé dong bang,

Han diing

Han dimg cta véc xin dugc nghién ctru dya trén tinh én
dinh cta cong hiéu trén it nhit 3 loat lién tiép (duoc san
xuét tir 3 loat ban thanh phdm riéng biét).

Viic xin ta udng bét hoat c6 han ding khéng qua 2 nim ké
tlr sau ngay san xut.

Nhin

Ghi 1 nhimg théng tin can c6 dbi v&i nhan theo quy dinh
hién hanh.

Chi dinh, lidu diing

Vic xin ta udng bat hoat chi ding dudng uéng.

Liéu ding: 1,5 ml/ngudi.

Lich dung: 2 lidu, mdi liéu cach nhau 14 ngay.

VAC XIN THUONG HAN UONG
Vaccinum febris typhoidi perorale vivum

Vic xin thuong han udng, song, giam déc luc [a mét ché
pham dong khé duge chira trong vién boc gelatin; dleu
ché tir chung Salmonella typhi Ty 213 da dugc nudi cay
trén moi trudng thich hgp. Trong méi vién chira 1.10° dén
5.10° don vi séng S.typhi Ty 2la.
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Sén xuéit

Chiing sin xudt

Ching dét bién S. ryphi Ty 21a da cho thay dat tinh an
toan va c6 hi¢u lyc trén ngudi. Dic diém chinh cia ching
nay l1a thiéu hut enzym uridin diphosphat-galactose-4-
epimerase. Hoat tinh cta galactopermease, galactokinaes
va galactose-1-phosphat uridyl-transferase da bj giam
50 % dén 90 %. O bat ké moi trudmg nudi cdy nio, chiing
vi khudn nay cing khéng chira khang nguyén Vi. Ching
nay chi ngung két véi khang huyét thanh khang 0:9 néu
phat trién trén méi trudémg c6 chira galactose. Ching cé
chira khang nguyén H:d va khéng sinh hydrogen sulfid
trén moi truomg thach Kligler c6 chira sit. Chung khéng
doc vai chudt nhét tring. Ching Ty 21a s& giy dung giai
néu phat trién trén méi truomg c6 chira | % galactose.
Dung he théng chung g dé san xuat vic xin.

San xudt chung gée: Tir mot khuan lac don s& dugc nudi
cdy trén moi trudong thich hgp (canh thang BHI phu hop
vGi myc dich nay) khéng c6 galactose va U ¢ nhiét do thich
hop cho phat trién t6i wu. Khi nudi cdy da dat dén pha 6n
dinh, canh khuan s& dugc gat, ly tim tich cin va cho vao
bng. Sau d6 pha ché thanh huyén dich c6 ddm d6 thich hop
va tién hanh dong kho. sao cho mdi éng co chira it nhat
10° don vi séng cia ching. Cic ong ching gbc sau khi
dong kho duge bao quan ¢ 5 °C + 3 °C.

San war chiing lam vige: Ching lam vige dugc san xuét
tir mot 6ng ching gbc. Qua trinh nudi cdy, gat, ly tim lay
cin, pha ché va dong kho ciing theo trinh ty nhur ddi vé&i
ching gbc. Mdi dng chung lam viéc déng kho phai chira it
nhét 10° don vi séng ctia ching. Cac 6ng chung lam viée
sau khi dong khé dugc bao quan & 5 °C + 3 °C.

Kiém tra chiing sin xuit

Nhgn dang va tinh thuan khiét:

Xéc dinh chi ¢6 vi khuén Ty 21a, 14 truc khuan Gram am,
di dong.

Nuéi cdy qua 3 lan chuyén chiing trén méi trudmg c6 hodc
khong co galactose, ngung két voi khang huyét thanh H:d,
khong ngung két voi khang huyét thanh Vi. Ngugce lai
chi nhimg khuén lac phat trién trén moi truong co chira
galactose (1 g/L) méi ngung két voi khing huyét thanh
0:9.

Khi nubi cdy trén moi truomg thach Endo va i & 37 °C
trong 7 ngay, moc khudn lac c6 mau méi trudmg, ¢6 hién
tugng ly giai va din dén tro nén trong sudt. Cac khuin lac
lén men galactose s& khong xudt hién tai bat ky théi diém
nao trong 7 ngay u ¢ 37 °C.

Trén méi trurdmg nuoi cdy chi thi cé chira galactose ud
37 °C trong 48 h, xuét hién khuan lac 16m & giira, vién c6
mau xanh xdm va giira c6 mau sdm cho dén khi chét va
ly giai giéng nhu chung Ty 21a trén méi truong thach cé
chira galactose.

Nudi cay trén méi truong thach Kligler c6 chira sit, khuén
lac khéng den, chimg to khéng sinh hydrogen sulfid.

VAC XIN THUONG HAN UONG

Gay ly giai vi khuén trén moi truong nudi cay c6 galactose:
Nudi cdy ldc trén méi trromg BHI (v6i ham lugng galactose
100 g/L mdi truomg) & 37 °C, vi khuan bj ly gidi trong
vong | h.

Kiém tra doc tinh trén chuor nhat trdng:

Chung vi khudn nudi cdy trén mm truong BHI va a o
37 °C trong 6 h, duoc tiém vao 6 bung cho 5 chudt nhit
triing ¢6 khéi qumg tir 18 gdén 22 g. Huyén dich vi khuén
¢6 chira it nhit 5 x 107 vi khudn s& khong giét chét chuét
trong vong 7 ngay theo doi.

Xac dinh cac enzym (bao gom ca cac enzym trong qua
trinh 1én men galactose):

Thir nghiém cho thiy vi khuén Ty 21a c6 hoat tinh enzym
thip hon so v6i ching Ty 2. Khi so sdnh hoat tinh cia
chung Ty 2 (coi la 100 %) thi hoat tinh ciia chung Ty 21a
14 0 % epimerase, 5 % dén 20 % galactokinase, 25 % dén
50 % galactose-1-phosphat-uridyltransferase va 40 % dén
50 % galactose-permease.

Sur hdp thu va phdn bé ngi 1é bao ctia galactose "*C:

Sau 7 h nudi cdy & 30 °C, it nhat 90 % galactose trong moi
trudmg (1 g/lit) bi mét do ching vi khuan (bang cach do
14C trén té bao). Phuwong phap thir nghiém ciing cho thiy
c6 khoang 75 % galactose co trén vach té bao vi khuan.
Ddc tinh cua lipopolysacchar ‘id (LPS)

Llpopolysacchand chiét xuét tir vach te bao cua chung vi
khuén throng han Ty 21a dugc nudi cAy trong méi truromg
BHI ¢ chira galactose "C (1 g/L), i & 30 °C trong 7 h, sé&
bi thity phan trong dung dich acid acetic 1 % va dugc kiém
tra polysaccharid. Str dung phuwong phap sic ky gel, diing
Sephadex G50; nhirng vi khuén thuong han cia caloai khuin
lac nhin va xi xi déu cé chira LPS, theo ty 1é twong duong
dbi voi chiing doc S. ryphi Ty 2. Hon nira, sy phan bd cua
cac duong keto-deoxy-octonat (KDO), galactose, glucose
va rhamnose cia LPS dat ty 1é twong duong gilra ching
Ty 2vaTy2la,

Yéu cau trong quy trinh san xudt

Mbi trudng nudi cdy ching san xuat khong duogc giy ra
phan trng dgc hai hay di ing cho nguai.

Chung san xuét duge nudi céy va u ¢ nhiét dd thich hop
trong khoang thai gian du dé dat (i pha 6n dinh sém thi
tién hanh git. S6 ldn cdy chuyén tir chiing lam viéc cho dén
khi 1&n men cudi ciing khong duge vugt qua 4 lan.

Truée khi ly tim san phdm Ién men: Cin liy miu kiém tra
nhén dang cua chung Ty 21a, kiém tra d6 séng trén moi
truomg thach BHI va i ¢ 37 °C trong 36 h.

Sau ly tam, lay sinh khéi ciia cdc mé gat don pha thanh
huyén dich én dinh (hodic van dé riéng cac mé gat don) va
giir trong déng bang cho dén khi dong kho.

Kiém dijnh bén thanh phim cudi cling

Nhén dang

Céc mau thir dang bjt s& duge hoan nguyén va kiém tra
nhén dang nhu trong muc “Nhén dang va tinh thuén khiét”.
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VAC XIN THUONG HAN UONG

Dj song
Xac djnh d¢ song lhco khéi lugng. Két qua d¢ sc’ing cua
qué trinh dong kho 10i thiu phdi dat dugc 10 % so vai cac
mé git don trude khi dong kho.
Tiéu chuan dj sd'ng: Khong it hon 40 x 10° don vj séng
S .fvphi Ty 21a.
D¢ am ton du’(Phu luc 15.35)
Ban thanh pham cudi cung sé& phai dugc kiém tra do 4m
ton du va gia tri n:}_y khong dup‘c vt qud gidi han quy
dinh cua co quan kiém dinh qudc gia.
Co 2 phuong phéap pho bién dugce ap dung cho thir nghiém
nay. Khi sur dung phuorng phép Karl Fischer (Phu luc 10. 3)
dé kiém tra thi d¢ am ton dur trong ban thanh phim cudi
cung phai dudi 3 %. Neu str dung phucmg phdp semi-
micro de kiém tra thi do 4m ton du trong mau ban thanh
pham cudi ciing phai ndm trong khoang 1,5 % dén 4,0 %.

Kiém dinh vic xin thianh pham
Tir ban thanh phim cudi cung dong kho, da du*qc lam déng
nhét hoan toan va dém s0 luong don vi song; néu khong it
hon 2 - 5 x 10° don vi séng, s& dong vao 1 vién boc gelatin;
dé dam bao khi déng vién, mdi v1en 1a mot liéu cho ngudi
va chira tdi thiéu 2 x 10° don vi séng véc xin.
Mau kiém dinh thanh phdm s& duoc ldy tir mi vién vic
xin va lam céc thu nghiém dudi day:
Nhin dang
Kiém tra nhan dang v&i 3 vién cho mdi miu thir theo
phuong phap nhu mo ta & phan “Nhén dang va tinh thudn
khiét”.
D¢ song
Kiém tra d6 sbng véi 5 vién cho mdi miu thir. Két qua do
song ctia mau thir duoc coi nhur cong hiéu cta loat vic xin
thuong han ung séng giam doc luc Ty 21a.
[hir nghiém do séng ctia moi loat vic xin s& phai dugc
kiém tra trén 2 mau song song va két qua 14 gia tri trung
binh d¢ séng ciia 2 mau nay.
Quy trinh kiém tra dg séng cho méi mau thie: Cho toan bd
bot vic xin cia 5 vién vao m6i binh c6 chira bi thiy tinh
da dugc siy vo tring, cho tiép 20 ml nuéc mudi sinh ly
(NMSL) v khuén vao mdi binh trén. Lic cic binh mau
trén bing may lic rung 200 r/min va d3t trong budng lanh
4 °C trong 30 min. Dung huyén dich vic xin trén, pha
lo‘:’mg bﬁng NMSL va tuy theo sé don vi song co trong
mdi vién vic xin ma muc d6 pha loang dén dau s& dirng
lai cho thich hgp. Nho huyén dich vic xin pha lodng &
do pha thich hop vao it nhit 5 dia thach BHI, véi thé tich
0,1 ml/dia va & 35 °C dén 37 °C trong 30 h dén 36 h hoac
lau hon. Dém s6 lugng khuan lac trong cac d“ ia moi trudng
va tinh s6 lugng khuin lac trung binh cua mdi mAu thir. Tu
két qua nay sé tinh dugc s6 khudn lac trung binh ctia 2 mau
thir kiém tra song song.
Vi du Huyén dich vic xin sau khi da dugc lic rung trong
budng lanh theo quy trinh nhu trén s& dugc pha lodng bic
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10 bing NMSL vo khuén den 10, CAy huyén djch vic
xin & d¢ pha loang 10 vao tbi thiéu 5 dia thach BHI véi
thé tich 0,1 ml/ dfa; 4p dung cong thirc sau dé tinh d¢ séng
trung binh cua dung dich goc

X=Cx20x10°
Trong do:
X 14 don vj sdng
C 14 s6 khuén lac trung binh cita 2 miu thir,
Tir két qua trén, tinh ra sb don vi sdng (Y) trong vién vic
xin thuong han uéng Ty 21a theo cong thirc sau:

yo X
5

Tiéu chudn: D¢ sdng phai tir 2 x 10° dén 5 x 10° don vj
song S typhi Ty 21a trong | vién boc gelatin.

D¢ tap nhiém

Str dung it nhét 3 vién véc xin cho mot mau thir nghiém.
Lura chon moi truong thich hop dé c6 thé kiém tra, phat hién
sir c6 mat cia cac vi khuan gy bénh nhu Salmonella (trir
Ty 2la), Shigella, Escherichia coli, Pseudomonas
aeruginosa,  Staphylococcus  aureus  va  Vibrio
parahaemolyticus.

Tteu chudn Vic xin dat yeu cau khi khéng co mat cua cic
yéu tb gdy bénh néu trén. Sé luong don vi song tap nhiém
khong giy bénh trong mét liéu vic xin uéng cho nguoi
(1 vién) khdng dwge vuot qua 2 x 102 vi khuan va 20 ndm.

An toan khong dic hi¢u

M5i loat thanh phdm vic xin thuong han ubng Ty 21a phai
duge klem tra an toan khong dac hi¢u bing cach tiém 0,01
liéu vac xin cho nguoi vao 6 bung cho mdi trong s6 5
chudt nhat trang kh01 luong tir 18 g/con den 22 g/con; va
cho udng 1 lidu véc xin cho ngudi cho mdi trong s6 3
chudt lang (khéi lugng tir 250 g/con dén 350 g/con).
Chudt nhit duoc theo ddi trong vong 7 ngly sau khi tiém,
chudt lang dugc theo doi trong 14 ngay sau khi ubng vic xin.
Tiéu chudn chdp thudn: Khong c6 chudt nio cé bidu hién
nhiém bénh trong khoang thdi gian theo dai.

Tinh on dinh

Vic xin & dang thanh phim s& phai dwoc kiém tra tinh 6n
dinh bang phwong phap dugc co quan kiém dinh quoc gia
chip thuan. Thong thudng tinh on dinh cua vic xin nay
duoc danh gia bﬁng két qua do sdng.

Tiéu chudn: D9 sdng khong duoc thip hon 2 x 10 don vi
song S. typhi Ty 21a trong | vién boc gelatin trong sudt
thoi han stir dung ma nha san xuét da dé trinh.

Cam quan

Mau kiém dinh ctia mdi loat thanh phdm s& phai dugc kiém
tra bing mét thudmg. Néu két qua kiém tra cho thiy c6 s
bat thudmg khong theo diing yéu cau can phai huy bo.

Poéng gbi, bdo quin, han dung

Dong goi va dan nhan:

Nhén trén vi, trén hop va t& huéng dan sir dung cin ghi
diy du cac thong tin theo quy dinh hién hanh va dic biét



