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PHU LUC 15

Pha méi tneomg thach PPLO: 500 ml.
Thach PPLO: 13,5 g.

Nude dé pha thude tiém: 375 ml.
Hip ti 121 °C trong 15 min sau d6 thém 75 ml huyét thanh

ngya. 50 ml Yeast Extract 25 % va 1,25 ml pemuhn G.
Tron déu, sau d6 do thach ra phlén 6 giéng: 8 ml/giéng,
bio quan 37 °C trude khi thir 4§ nhay 1 ngay.

Pha mai trwomg rira mang loc:

Méi truomg PPLO long: 2.1 g.

Nurde dé pha thude tiém: 100 ml.

Hép & 121 °C trong 15 min.

Tién hanh
Loc mau: Sir dung xy lanh 10 ml hit 6 ml miu thir vao gid

loc 0,1 pm va bom mau qua loc cho dén hét.

Rira loc: St dung 30 ml mdi trudng rira loe va xylanh
10 ml. bo kim, sau dé bom tir tir cho dén khi moi trudmg
rira qua hét loc.

Thao loc, liy ulay loc cho vao dia petri v trung, ciit doi
gidy loc, cho mdi mira may loc viio moi chai mdi trudng
LM]1 va LM2 da chuén bj sin.

Chai mdi tnrong sau giy nhiém duge nudi ¢ 37 °C trong
28 ngay.

Cay truyen trén moi truong long: sau giy nhiém 14 ngiy,
ldy mau tir chal mdi truong nudi cﬁy chuyén sang ong mﬁl
trurdng nudi cdy cung loai: 0,2 ml/6ng thy, 3 dng thir mbi
loai méi trudmg va dat tai 37 °C trong 14 ngay.

Cay l:ruyen trén moi tnr(mg dic: Thach duoc chudn bi trén
phién 6 giéng, gy nhidm 10 pl tir éng thir nghi ngd 1én
chinh gifra mit thach, dan kin phlen va nudi tai 37 °C trong
it nhét 14 ngay.

Poc két qui

Poc két qua lan gay nhlem déu tién: Ngay thir 28.

Poc két qua lan cay truyén: Ngay thir 14 trén moi truong
long va ngay thir 10 trén moi trudmg thach;

Két qua duong tinh khi mau méi trudng LMI chuyén tir
mau do sang mau vang cam; mau moi trudng LM2 tr mau
vang cam sang méu do 4nh tim va c6 khuén lac gidng hinh
trimg dp 1ép trén moi trudng thach.

Két qua am tinh khi mau moi truomg cua 2 loai moi truong
long khéng thay d6i giong nhu ong thir déi chimg va khong
¢6 khuan lac moc trén méi truémg thach.

1537 XACPINHHAM LUQNG ViPOLYSACCHARID
CUAVAC XIN THUONG HAN Vi POLYSACCHARID

Nguyén ly
Sir dung phan tmg dién di mién dich rocket dé xac dinh
ham lugng Vi polysaccharid trong viic xin thuong han Vi.

Phwong phép tién hanh

Pha dung djch d¢m va thach agarose
Dung dich dém' (Dung dich dém barbital %: hodc Tris
0,1 M): Dung 6ng dong 500 ml dong 200 ml nudc cét
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3 ldn cho vio chai thiy tinh logi 1000 ml, thém 1.84 g acid
bacbituric vio chai thuy tinh, dun trong cich thuy va lic
déu cho dén khl hoa tan hodn toan. Dé ngudi dén nhigt 4
phong. Thém ncp 10,3 g natri bacbital vao chai thiy tinh,
lic cho tan. Chuyén dung dich thu duge vao binh dlnh mire
500 ml, thém nuére cft 3 1in vira di dén vach, lic déu.
Diéu chinh dén pH 8.6 biing dung dich acid hyvdrocloric
0.1 M(TT) hodc dung dich natri hvdroxyd 5 M (TT).

Bao quan dung dich thu duge & nhigt dd phong, trong chai
O nit viin kin. Sir dung trong thai gian khong qua 30 ngay
ké tir ngdy pha ché.

R6t dung dich dém barbital % vao bé dién di.

Thach agarose: Thém 0,5 g thach agarose vao 40 ml dung
dich d¢m. dun cich thiy hofic dun trén mdy khudy tr gia
nhigt cho dén khi thach tan chay hoan toan.

Dé thach ngudi dén khoang 56 °C, cho | ml huyét thanh
tho khing Vi vdo va lic nhe trdn déu chai thach sao cho
huyét thanh tho khéng Vi hoa tan déu vao thach nhung
khong bi tao bot.

Tao ban gel va duc 16 thach

Do thach trén khudn, ché thach ngudi hoan toan,

Duc 16 thach bang by dyc 16 chuyén dung sao cho cic giéng
trén ban gel phai cdch mép bén gel it nhét 2 cm va céch nhau
it nhét 1 cm. S8 lugng giéng trén ban gel phi duge tinh todn
sa0 cho c6 dii 5 giéng cho cdc ham lwgng khang nguyén Vi
chudn, 2 giéng (lam kép) cho mdi miu thur.

Pha mdu khdng nguyén Vi chuén

Pha loang khéng nguyén Vi chuén bing dung dich PBS &
cdc d§ pha lodng sao cho ndng d6 khang nguyén Vi miu
thir ndm trong dudng chuin. Vi du: 100 pg; 50 pg: 25 pg:
12,5 ng: 6,25 ug Vi polysaccharid/ml.

Lan lugt nho méu chudn ¢ cic 6 pha lodng nhu trén vio
ttmg gleng trén ban gel (thé tich pha hop/g:eng) cho vao 2
gleng tiép theo mdi gleng mét lugng vic Xin miu thir véi
thé tich nhur viic xin mau chudn.

Chay di¢n di mién dich Rocket

Pit ban gel vao méy dién di theo huéng mau di tir cyc dm
sang cyc duong.

Bit nguf“)n, cai dat cac thong s6 thich hop vé hiéu dién thé,
cudng dO dong dién va thoi gian chay dién di clia mu.
Dung gidy loc Whatman lam cdu néi tir bé dung dich di¢n
di t6i ban gel & ca 2 dau ban gel.

Bam nut “Run” dé chay dién di.

Rira ban gel

Sau khi chay dién di xong, tat nguon, ldy ban gel ra khoi
may di¢n di, cho viio hdp nhya trong cé nap kin.

Cho nuwde mudi sinh ly ngdp ban gel va ngam, lac nhe bing
may lic trong 3 h (thay nudc mudi sinh ly 1 W1an).

Hit hét nude mudi sinh 1y ra va thay bing mede car. Ngm
va lic hop nudc cdt ¢6 chira ban gel lién tyc. Sau khi ngdm
dugce 1 h, thay nudc cit 30 min/ldn.
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U bin gel

D t0dn by nudre cht ra khoi hap.

Phi mét 16p gidy loc 1én mit ban gel dé trdnh cho bin gel
khdng bj kho khong ddng déu.

U ban gel qua dém trong td im 37 °C,

Nhupm va tdy bin gel

Bdc bo 1dp gidy lpc trén mit ban gel.

Nhudm bin gel bing dung dich nhudm mau trong 15 min.
Trong qué trinh nhudm, lic déu hop dung djch nhudm miu
cd chira ban gel bing may lic,

Hut bo todn b§ dung dijch nhudém mau vi bom dung djch
tdy mau vao hop chira bin gel: ngdm, lic lién tyc cho dén
khi nhin rd nhimg ¢Qt tén Tira trén bin gel. Néu ban gel viin
con xanh ddm, c6 thé thay dung dich tiy mau mdi nhim
rit ngiin thoi gian tiy mau cta bin gel,

Doc va tinh két qua

Bin gel duge dua ra khoi hp nhyra va dijt trén phién kinh trong.
Dung thude do chuyén dyng dé do chidu cao cic ¢t tén hra
trén ban gel, tr cic giéng khang nguyén chudin va méu thir,
Dua vao chiéu cao cdc cft tén i, xfly dyng duge dudng
chudin va tinh két qua ham lwgng khdng nguyén Vi tir mau
thir bing chwong trinh Excel.

Dinh gid két qua

Loat vdic xin thuong han Vi polysaccharid duge coi 1A
dat yéu cau vé chi s6 ham lugng Vi polysaccharid khi
thr nghiém c6 gid trj (valid) va dat 35 pg dén 65 pg
polysaccharid/1,0 ml vie xin.

Néu thir nghiém xédc dinh ham lugng Vi polysaccharid
khong c6 gia tri (invalid) vi mot ly do nao dé thi phai nhic
lai thir nghiém véi s6 lugng miu bing lrong mu cua lan
kiém tra thir nhat.

Néu thir nghi¢m xac dinh ham lugng Vi polysaccharid c6
gid trj (valid) nhung khéng dat yéu céu vé ham lugng nhu
quy dinh thi nhac lai thir nghiém véi s6 lugng mau gip doi.
G l4n kiém tra thtr hai néu ham Iugng Vi polysaccharid
dat yéu cau (nim trong khoang cho phép cua tiéu chuin
chp thuan thi loat viic xin dé dugc coi 1a dat yéu ciu vé
ham lwgng Vi polysaccharid. Néu két qua ham lhrgng Vi
polysaccharid khéng dat yéu cu thi loat viic xin d6 phai
huy bo, khéng duge phép xuéit xudng dua vio sir dung.
Tiéu chuéin chéip thudn

(25 pg £ 30 %) Vi polysaccharid/]iéu don vic xin ding
cho nguai (0,5 ml).

15.38 XAC PJNH HAM LUQNG POLYSACCHARID
TRONG VAC XIN VA SINH PHAM

Nguyén ly ‘
Polysaccharid c6 trong mau thir duge chuyén thanh duong
dom, sau d6 phan g vdi anthron tgo thanh hop chét mau.
Do hop chat mau ndy & bude song 620 nm, tir d6 xdc dinh
ham lugng polysaccharid trong mau thur.

PHU LUC 1$

Tién hinh

Pha loing dung djch glucose chuin 500 pg/ml bing mede
edt thanh che ndng 49 2.5 pg/ml; 5,0 pg/ml; 7.5 pg/ml;
10,0 pg/ml; 12,5 pg/ml. Mku thir duge didu chinh bing
niede edt 4 c6 ndng 49 protein khodng 200 pg/ml.

Hut 1 ml miu thir va mdi dung dich glucose chuéin vira pha
lofing & trén vao dng nghi¢m, thém 4 ml dung dich anthron
0,2 %; lic du, dun cich thiy 100 °C trong 15 min. Ldm
ngudi nhanh trong nwde di va dé & nhi¢t dd phong trong
60 min,

Do mit 4§ quang (Phy lyc 4.1) ¢ bude séng 620 nm, dyng
dudng chuéin, tr d6 tinh ra him lwemg polysaccharid trong
miu thit,

Don vi tinh: pg/100 pg protein.

Cach pha cde dung djch:

Dung dich glucose chudn 500 pg/ml: Hoa tan S00 mg
glucose biing nede cat trong binh djnh mire 100 ml, thém
mede cafr vira du. Trude khi ding, pha lodng 10 lin bing
mede car.

Dung dich anthron 0,2 %: Cén 0,2 g anthron chuyén vao
binh dinh mire 100 ml, thém acid sulfuric 95 % wira du
100 ml.

Bio quin dung djch ¢ 2 °C dén 10 °C trong chai thuy tinh
mdu, st dung trong vong 2 tudn sau khi pha.

Tiéu chufin chéip thugn

Ty timg logi viic xin va sinh phdm. D&i véi bén thanh
ph{im viém gan B, ham hrong polysaccharid khéng 1ém
hon 10 pug/100 pg protein.

15.39 XAC P|NH PQ TINH KHIET KHANG
NGUYEN HBsAg

Thir nghi¢m xdc dinh ¢ tinh khiét khing nguyén HBsAg
duge thye hign trong giai dogn ban thanh pham cioa viie
xin viém gan B.

Do tinh khiét khing nguyén HBsAg duge xie dinh bing
phuong phap sdc ky 1ong (Phy lyc 5.3),

Pha dong: Dung djch dém PBS pH 6,8,

Céch pha dung dich dém PBS pH 6.8: Cin 348 g nawi
phosphat monobasic, 9,75 g nari phosphat dibasic, 2338 g
natri clorid va 0,1 g natri azid, hod tan trong vira du | L mede
kit ion. Diéu chinh pH bing 6,8 bing acid phosphoric (TT).
Loc qua mang loc 0,45 pm.

Diéu ki¢n sdc k.

Cot TKgel G3000SW, Nhiit Ban.

Nhi¢t d phong

Tée dd dong: 0,6 ml/min,

Detector quang phd tr ngogi diit & bude séng 280 nm.
Thé tich tiém: 50 pl.

Loc miu thir qua mang loc 0,45 pm trude khi cho mdu
vio cfl.

Tién hanh sic ky véi dung dich thr.

Tiéu chudn chap thugn: Ty 1¢ di¢n tich pic HBsAg so véi
t6ng s6 cac pic khong nho hon 95 %.
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