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TCVN 8685-35:2020

Loi néi dau

TCVN 8685-35:2020 do Trung tam Kiém nghiém thuéc Tha y Trung Ueng 1 -
Cyc Tht y bién soan, B3 Nang nghiép va Phat trién ndng thdn d& nghi, Tong
cuc Tiéu chuén Do lvong Chét lvgng tham dinh, Bd Khoa hoc va Céng nghé
cong bé.

B TCVN 8685 Quy trinh kidm nghiém véc xin gdm cac phan:

- TCVN 8685-1:2011, Phén 1: Véc xin phé thuomg han lon nhugre doc;

- TCVN 8685-2:2011, Phén 2: Vidc xin viém gan siéu vi trang vit;

- TCVN 8685-3:2011, Phén 3: Vidc xin E.coli cda lom,

- TCVN 8685-4:2011, Phén 4: Véc xin vd hoat phéng héi ching gidm dé & ga;
- TCVN 8685-5:2011, Phén 5: V&c xin ung khi thém;

- TCVN 8685-6:2011, Phan 6: Véc xin Gumboro nhure dic;

- TCVN 8685-7:2011, Phén 7: Véc xin nhigt than nha bao vo déc chiing 34 F2,

- TCVN 8685-8:2011, Phén 8: Vdc xin djch ta lon nhuge dic;

- TCVN 8685-0:2014, Phdn 9: Védc xin v6 hoat.phong bénh Cim- gia cdm
AH5NT;

- TCVN 8685-10:2014, Phan 10: Vdc xin v6 hoat phong bénh L& mém long
méng (FMD);

- TCVN 8685-11:2014, Phdn 11: Vdc xin vd hoat phong bénh Phu déu ga
(coryza);

- TCVN 8685-12:2014, Phén 12: Véc xin nhugc ddc, déng khd phong hoi
ching rbi loan hd hép va sinh san & lon (PRRS);

- TCVN 8685-13:2014, Phén 13: Véc xin vd hoat phong héi ching réi loan hé
hép va sinh sén & lon (PRRS);

- TCVN 8685-14:2017, Phan 14: Véc xin v6 hoat phong bénh viém phdi thé
kinh & Ion;

- TCVN 8685-15:2017, Phdn 15: Vdc xin v6 hoat phdng bénh viém phdi do
pasteurella multocida type D géy ra & lgn;

- TCVN 8685-16:2017, Phan 16: Vac xin vé hoat phong bénh viém teo miii
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truyén nhiém & lon;

- TCVN 8685-17:2017, Phan 17: Vic xin v6 hoat phong bénh viém mang phdi
¢ lom,

- TCVN 8685-18:2017, Phdn 18: Véc xin v6 hoat phong bénh newcastle;

- TCVN 8685-19:2017, Phan 19: Véc xin vé hoat phong bénh gumboro;

- TCVN 8685-20:2018, Phdn 20: Ve xin nhuge dic phong bénh Newcastle;

- TCVN 8685-21:2018, Phén 21: Véc xin phong bénh déu ga;

- TCVN 8685-22:2018, Phan 22: Viéc xin v hoat phong bénh ty huyét tring &

gia cém;

- TCVN 8685-23:2018, Phan 23: Vidc xin v6 hoat phong bénh Salmonella
enteritidis & ga;

- TCVN 8685-24:201 8, Phan 24: Véc xin vo hoat phong bénh Salmonelia
typhimurium & ga;

- TCVN 8685-25:2018, Phan 25: Vic xin phdng bénh gid dai & lon;

- TCVN 8685-26:2018,Phén 26: Vic xin nhuge doc phong bénh viém thanh khi
quén truyén nhiém & gé&;

- TCVN 8685-27:2018, Phan 27: Véc xin nhuge ddc phong bénh viém phé
quén truyén nhiém & ga;

- TCVN 8685-28:2019, Phén 28: Véc xin vé hoat phong bénh Tu huyét tring &
lgn;

- TCVN 8685-29:2018, Phan 29: Vac xin v6 hoat phdng bénh Viém phé quan
truyén nhiém (1B) & ga;

- TCVN 8685-30:2019, Phén 30: Véc xin nhupe ddc phong bénh Viém néo tdy
truyén nhiém & ga;

- TCVN 8685-31:2019, Phan 31 Véc xin phong bénh Dai & ché;

- TCVN 8685-32:2019, Phdn 32: Véc xin v6 hoat phdng bénh Mycoplasma
gallisepticum & gia cdm;

- TCVN 8685-33:2019, Phdn 33: Véc xin vé hoat phong bénh Riermerella
anatipestifer;

- TCVN 8685-34:2020, Phan 34: Vic xin phong bénh tiéu chay thanh djch do
Porcine epidemic diarrhea virus (PEDV) géy ra & lgn;

- TCVN 8685-35:2020, Phén 35: Véc xin vd hoat phong bénh ty huyét tring &
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tréu bo;

- TCVN 8685-36:2020, Phén 36: Viéc xin vé hoat phong bénh tu huyét tring vé
bénh déng ddu & ign;

- TCVN 8685-37:2020, Phan 37: Vidc xin nhugc doc phong bénh Marek & ga;

~ TCVN 8685-38:2020, Phan 38: Véc xin vé hoat phéng bénh do Leptospira
géy re;

- TCVN 8685-39:2020, Phén 39: Véc xin vé hoat phong héi ching cdi coc do
Circovirus géy ra & lon.



TIEU CHUAN QUOC GIA TCVN 8685-35:2020

Quy trinh kiém nghiém véc xin -
Phén 35: Vic xin vo hoat phong bénh tu huyét tring & triu bd

Vaccine testing procedure - Part 35: Haemorrhagic septicaemia vaccine for cattle and
buffaloes, inactivated

1 Pham vi 4p dung

Tiéu chudn nay quy dinh quy trinh kidm nghiém vic xin v hogt dang nhii ¢iu hoiic ked phén dwgc san
xuét tir chiing vi khuln Pasteurelia multocida phéng bénh ty huyét tring & trau bo.

2 Tai ligu vién dan

Céc tai ligu vién din sau rit cAn thiét cho viéc 4p dung tiéu chufin nay. D&i véi c4c tai lidu vién din ghi
n3m cdng bd thi 4p dung phién ban dwec néu. Déi véi cac tai liu vien din khdng ghi ndm cdng bé thi
4p dung phién ban méi nhét, bao gdm ca cac sira d8i, b sung (néu cé).

TCVN 8684:2011 Véc xin vé ché pham sinh hoc ding trong thi y — Phép thir d6 thudn khit,
3 Chir viét tit

CFU: Colony Forming Unit (Bon vi hinh thanh khudn lac)

MLD: Minimum Lethal Dose (Liéu gy chét nho nhét)

PBS: Phosphate Buffered Saline (Dung dich mudi d&m phét phat)

LDso: 50 % Lethal Dose (Liu gay chét 50 % déng vt thi nghiém)

4 Nguyén tic

Véc xin dugc kidm tra cac chi tiéu cam quan, d¢ thudin khidt, v8 hoat bing cac phwong phap phén tich
trong phdng thi nghiém, cac chi tiéu an toan va hidu e dwgc danh gia trén dong vat dich va déng vat
thay thé

5 Vit ligu va thuébc thir

5.1 Bé, nghé tir 06 thang tudi dén 12 thang tudi, khde manh, khéng cé khang thé Pasteurelia
mulfocida.

5.2 Thé tir 1,8 kg dén 2,0 kg, khée manh, khdng cé khang thé Pasteurella multocida.
5.3 Chugt nhat tréng tir 18 g dén 22 g, khde manh, khéng c6 khéng thd Pasteurella multocida.
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5.4 Vi khudn Pasteyrglla multocida cwémg ddc serotype B:2.

5.5 Méi trwng thach mau bé sung tir § % dén 8 % mau thd (xem B.3.1) vé triing.
5.6 Nwére mudi sinh ly vé tring, néng dé tir 0,85 % dén 0,9 %.

6 Thiét bj, dung cu

6.1 T 4m c6 thé duy tri nhiét 89 37 °C £ 0,5 °C.

6.2 Kinh hién vi, c6 vat kinh v6i 0 phéng dai 100 X.

6.3 Pipette don kénh, dung tich tt 50 pl d&n 200 i, tir 100 pl Gén 1000 pl.
6.4 Pipette da kénh, dung tich t 5 pl dén 50 i, tr 50 pl dén 200 pl.

7 Cach tién hanh

7.1 Kiém tra cam quan

- L&c nhe lo véc xin va quan sat 46 ddng d&u clia hdn dich bing mét thuwong.

- Bénh gia két qua: vac xin dat yéu cAu kiém tra cdm quan khi c6 hdn dich ddng d&u, khéng déng von,
khéng lang cin.

7.2 Kiém tra d thudn khiét
7.2.1 Kiém tra tap nhidm vi khudn va nim méc (kiém tra v triing)
- Kiém tra tap nhi&m vi khudn va ndm méc theo 4.1, 4.2 TCVN 8684 ; 2011,

- Danh gia két qua: vAc xin dat yéu cAu kidm tra tap nhidm vi khudn va ném méc khi khong cé bét o
tap khuén hay nm méc nao moc trén cac mdi trdng kidm tra trong thei gian theo di.

7.2.2 Kiém tra hinh thai vi khudn

- Kiém tra hinh thai vi khun béng phirong phéap nhudm Gram. Phwong phéap nhudm Gram dwoe néu
tai Phu luc A,

- Quan s&t hinh thai vi khun dwdi kinh hién vi (6.2).

- Dénh gid két qua: vic xin dat yéu cAu kiém tra hinh thai vi khudn khi trén tidu ban phudm Gram chi
quan sét thy vi khudn Pasteurella multocida. Vi khuln Pasteurella multocida bt mau hdng (Gram
&m), da hinh thai (hinh cdu, hinh cdu trye khudn, hinh tryc khudn ngén), thwong dirng riéng |é hay
thanh cép.

7.3 Kiém tra v6 hoat

- Dung pipette don kénh (6.3) nhé 100 pl véc xin vao méi trwdng thach mau bd sung tir 5 % dén 8 %
- mau th (5.5) rdi 4 & t 4m (6.1) trong 24 gidy dén 48 gid.

- Dénh gia két qua: véc xin dat yéu cdu kiém tra vd hoat khi khdng phét hién vi khudn Pasteurelia
multocida trén méi triedng kiém tra.
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7.4 Kiém tra an toan

Chon 1 trong 2 phwong phép sau:
7.4.1 Phwong phap kiém tra trén dong vt dich

- Tiém bép ho¥c dwdi da cho it nh4t 02 bé hosc 02 nghé (5.1), mbi con 2 lidu vic xin ghi trén nhan.
- Sau khi tiém, theo doi 02 bé hodc 02 nghé trong 10 ngay.

- Danh gi4 két qua: vic xin dat yéu cdu kiém tra an toan khi tht ca bé hoiic nghé séng khde, phét trién
binh thuéng va khéng c6 bién ddi bét thuong v cyc bd hay triéu chirng toan than nhw: sung vj tri
tiém, mét mai, sét, bd 3n.

7.4.2 Phwong phap kiém tra trén déng vat thay thé

- Tiém dudi da cho it nhat 02 thé (5.2) méi con 1 liéu véc xin ghi trén nhan va 10 chudt nhét tréng (5.3)
méi con 0,5 ml vac xin,

- Sal khi tiém, theo déi thd va chudt nhat tring trong 10 ngay.
- Banh gia két qua:

Véc xin dat yéu cAu kiém tra an toan khi 02 thd va 10 chudt nhét tring séng khde manh, phat trién binh
thurdng va khdng co bién @di bat thuong tai vi trl tiém hay triéu chiing toan than nhw: sung vj tri tiém,
cham chap, 16ng xU, chan an.

7.5 Kiém tra higu Iyc

7.5.1 Phuong phap kiém tra trén dong vat dich

- St dyng It nhét 08 bé hodic 08 nghé (5.1), chia Iam 2 nhom:

+ Nhém 1: gdm 05 bé hodc 05 nghé, m&i con dwoc tiém bép 1 lidu véc xin ghi trén nhan;

+ Nhém 2: gém 03 bé hodc 03 nghé, mdi con dwoc tiém nwée mudi sinh Iy vo triing (5.6) voi lidu lwgng
va duong tiém nhw nhom 1,

- Ba tudn sau khi tiém, toan b bé hosc nghé nhém 1 va nhém 2 dwoc cong cwong ddc vai vi khudn
Pasteurella multocida cudng ddc (5.4), mbi con 10° LD, theo dudng tiém bép hoéc tiém dudi da.

- Sau khi tiém, theo ddi bé hodic nghé nhém 1 va nhém 2 trong 7 ngay dén 10 ngay.
- Danh gié két qua:
VAc xin dat yéu cAu kiém tra hiéu Iyc khi:
+ Bé hodc nghé nhém 2 chét 100 %;
| + B& hodic nghé nhom 1 séng It nhat 60 %.



TCVN 8685-35:2020

7.5.2 Phwong phap thay thé

Chen 1 trong 3 phwrong phép sau:

7.5.2.1 Céng cwéng dgc trén tho

- St dyng it nhét 06 thd (5.2), chia lam 2 nhém:

+ Nhém 1: gdm 04 thd, mdi con dwc tiém dwdi da 2/5 lidu véc xin ghi trén nhan;

+ Nhém 2: gdbm 02 tho lam déi chirng, mdi con duwge tiém nwéc mudi sinh Iy vo tring (5.6) voi lidu
lwgng va dudng tiém nhw thé nhém 1.

- Ba tudin sau khi tiém, toan bé thé nhém 1 va nhém 2 dwoc cdng cwdng doc véi vi khudn Pasteurella
multocida cuémg ddc (5.4), méi con 1 MLD theo dwdng tiém dudi da.

- Sau khi tiém, theo déi thd nhém 1 vanhém 2 trong 7 ngay dén 10 ngay.

- Danh gia két qua:

VAc xin dat yéu chu Kiém tra hiéu Iyc khi:

+ Thd nhém 2 chét 100 %;

+Thd nhém 1 séng it nhét 50 %.

7.5.2.2 Céng cwéng doc trén chudt nhét tring

- Sir dung 100 chudt nhit trdng (5.3), chia lam 2 nhém:

+ Nhém 1: gém 50 chudt nhét tring, méi con duwee tiém phiic xoang 0,2 mi vic xin;

+ Nhém 2: gbm 50 chudt nhét tréng lam @i chéng, mdi con dugc tiém nuéc muéi sinh 1y vo triing (5.6)
véi lidu lrgng va dudng tiém nhu chudt nhét fring nhém 1.

- Ba tudn sau khi tiém, tit ca chudt nhét tring & nhém 1 va nhém 2 dwoc chia thanh 10 nhém, mbi
nhém 5 chudt nhét trng, mdi con duoc cong cwdng ddc véi 0,1 ml vi khudn Pasteurella multocida
cwdng ddc (5.4) cb @9 pha loang tir ndng @3 10! dén ndng d6 107",
- Sau khi tiém, theo déi chuét nhét trdng trong 7 ngay.
- Tinh LDso & méi nhém theo phwong phap Reed — Muench:

50-a
logLDg = log A-———- xk

b-a

Trong d6:
LDso : liéu gay chét 50 % déng vt thi nghiém

A: 89 pha lodng clia canh khudn st dwdi gy chét 50 % chuét
B: @9 pha loang clia canh khuan sat dudi liu gay chét 50 % chudt
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a: ty 18 % chudt chét do lidu A gayra
b: ty 1& % chudt chét do lidu B gay ra
k: log clia 4¢ pha loang
- Danh gid két qua:
Véc xin dat yéu cAu kidm tra hiéu Iyc khi: LDso & nhém 1> LDgo & nhém 2 it nhét 10°,
7.5.2.3 Phwong phép huyét thanh hoc
7.5.2.3.1 Panh gia higu gia khang thé trén trau bo bang phan (rng ngwng két cham
- St dyng it nhat 08 bé hodc 08 nghé (5.1), chia Iam 2 nhém:;
+ Nhém 1: gém 05 bé hodc 05 nghé, mdi con dugc tiém bap 1 lidu véc xin ghi trén nhan;

+ Nhém 2: gém 03 bé hodc 03 nghé, mdi con dugrc tiém nwée mubi sinh Iy v8 triing (5.6) véi lidu lwgng
va duéng tiém nhw nhém 1.

- Ba tudn sau khi tiém, toan b bé hodc nghé nhém 1 va nhém 2 duoc l&y mau, chat huyét thanh l1am
phan (ing ngung két cham. Cac budc thuc hién phan (ng ngung két cham dwoc néu tai Phy luc B.

- Dénh gi4 két qua:

Véc xin dat yéu cAu kiém tra hiéu Iyc khi:

+ |t nhét 80 % mau huyét thanh bé hodic nghé nhém 1 co hiéu gia khéng thé 2 4 log,;
+ 100 % mau huyét thanh bé hogic nghé nhém 2 c6 hiéu gia khéng thé < 4 log,.
7.5.2.3.2 Danh gia higu gia khang thé trén tho bing phan (ng ngwng két chim
- Si¥ dyng it nhat 06 thd (5.2), chia lam 2 nhom:

+ Nhom 1: gdm 04 thd, m&i con dugc tiém dwéi da 2/5 lidu véc xin ghi trén nhan;

+ Nhém 2: gém 02 thd 1am déi chirng, méi con dugc tiém nwéc mudi sinh Iy vo tring (5.6) véi lidu
ireng va dwéng tiém nhw tho nhém 1.

- Ba tuan sau khi tiém, toan bg thé nhém 1 va nhém 2 dwge 18y méu, chét huyét thanh tam phan &ng
ngung két cham. Céc budc thuc hién phan ting ngung két cham duoc néu tai Phu luc B.

- Panh gia két qua:
Vic xin dat yéu chu kiém tra hiéu lyc khi:
+ [t nh&t 75 % mAu huyét thanh thd nhém 1 ¢6 hiéu gia khang thé = 4 log,;

~ + 100 % méu huyét thanh thd nhém 2 c6 hiéu gia khang thé < 4log,.
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8 Két luan

Véc xin dat yéu cu kiém nghiém khi dap (ng duoc tht ci cAc yéu cAu vé& cam quan, dd thuln khiét, vd
hoat, an toan va higu lyc nhw da néu IAn lugt & myc 7.1, 7.2, 7.3, 7.4 va 7.5.
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Phuluc A
(Quy dinh)
Phwong phap nhuém Gram

A.1 Héa chét

A.1.1 Dung djch tim gentians, san pham thwong mai
A.1.2 Dung djch lugol, san phdm thwong mai

A.1.3 Dung djch cdn 80 %

A.1.4 Dung djch fuchsin kiém, san phim thuong mai
A.2 Thiét bi va dung cu

A.2.1 Phién kinh sach

A.2.2 Que ciy v4 tring

A.2.3 Pén cbn

A.3 Chuén bj tiéu bin

Budc 1: Ding pipette don kénh (6.3) nhé mét giot vc xin lén phién kinh (A.2.1) rdi ding que ciy
(A.2.2) dan déu, d@é khd trong phang thi nghiém.

Bwée 2: C4 dinh tiéu ban béing cach ho nhanh trén ngon Ilva dén cdn (A.2.3) tir 2 1n dén 3 13n.
A.4 Céch tién hanh

Budre 1: Dung pippette don kénh (6.3) nhd mét lwgng dung dich tim gentians (A.1.1) 1én tiéu ban sao
cho dung dich phii d&u chd phét vi khuan, d& tir 1 phit dén 2 phut sau d6 rira nhanh biing nwérc va 1am
khd tiéu ban.

Buéc 2: Dlng pippette don kénh (6.3) nhé mét lwgng dung dich lugol (A.1.2) [én tiéu ban sao cho dung
dich phi d&u ché phét vi khudn, @ 1 phtt, sau @6 riva nhanh bang nwéc va lam khé tiéu ban.

Budérc 3: Diing pippette don kénh (6.3) nhd mét Igng dung dich ¢dn (A.1.3) 1én tiéu ban sao cho dung
dich phi d&u ché phét vi khun, rira nhanh bing nwée va lam khé tiéu ban.

Buwéc 4: Dung pippette don kénh (6.3) nhd mét lwong dung dich fuchsin sao cho dung dich phii déu
chd phét vi khuan, dé& 1 phit, sau dé rira nhanh bang nwéc va 13m khd tiéu ban.

Buwéc 5: Xem tiéu ban duwdi kinh hién vi (6.2) & vat kinh dau 100 X.

11



TCVN 8685-35:2020

Phy luc B
(Quy dinh)
Kiém tra higu gia khang thé Ty huyét triing trau bd biing phén (g ngieng két cham

B.1 Vat fidu va thubc thir

B.1.1 M&i trwrng thach mau co ban (Blood Agar Base - BAB), san phdm thurong mai.
B.1.2 Mai trwong canh thang ndo tim (Brain heart infusion - BHI), sdn phdm thwong mai.
B.1.3 Mau thé vb triing

B.1.4 Dung djch acid chlohydric (HCI) 1 N.

B.1.5 Dung djch formaldehyde (HCHO) 37 %.

B.1.6 Dung djch PBS 1 X, pH 7,2.

B.2 Thiét bj va dung cu

B.2.1 May ly tdm cd thé quay vdi téc d 12000 vong/pht.

B.2.2 Ndi hép c6 thé duy tri & nhiét @ 121 °C trong théi gian 15 pht.

B.2.3 B& 1 nhiét,duy tri nhiét dd 56 °C.

B.2.4 Bia ldng @ 20, éng nghiém thay tinh 12 x 120 mm vé {riing.

B.2.5 Dia nhwa 96 giéng day chir U.

B.3 Chuan bj

B.3.1 M&i trvdng thach mau bd sung tir 5 % dén 8 % mau thé

Méi trwong thach méu co bén (B.1.1) dwgc pha theo hwéng dan clia nha san xuét, sau d6 dem hép tiét
trling & ndi hdp (B.2.2) nhiét d6 121 °C trong 15 phit, d& ngudi dén 45 °C rdi bd sung tir 5 % dén 8 %

mau thé (B.1.3) va dd ra dia Idng vo triing (B.2.4).

B.3.2 Ong méi trwérng canh thang nao tim BHI

Méi tredng canh thang néo tim (B.1.2) dwec pha theo heéng dan clia nha san xuét, 1ic. ddu va chia ra
céc éng nghiém thily tinh v triing (B.2.4) (4 ml/ éng), sau d6 dem hép tiét tring & ndi hip (B.2.2) nhiét

4% 121 °C trong 15 phiit.

B.3.3 Khang nguyén than (Khang nguyén O - Somatic antigen = Khang nguyén dwoc x(r Iy bang dung

djch acid chiohydric 1 N)

- Diing pippette don kénh (6.3) hat 0,01 mi canh khuén chira vi khudn Pasteurella multocida cwéng doc

(5.4) vao méi trwéng thach mau bd sung tir 5 % dén 8 % mau thd (B.3.1), i & td 4m (6.1) trong 24 gidv.

12
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- Dung que cAy l4y 1 dén 2 khudn lac cAy vao dng mdi trwdng canh thang nao tim BHI (B.3.2), rdi & &
td 4m (6.1) trong 24 h. Sau d6 ding pippette don kénh (6.3) hit 0.1 ml canh triing 24 h frén lang 1&n 2
dia méi trrng thach mau bd sung tir 5 % dén 8 % mau thd béng céch diing que cAy vé triing dan ddu
trén mét thach (B.3.1), tiép tuc 0 & tG 4m (6.1) trong 24 gid.

- Dung pippette don kénh (6.3) hat 5 mi dung dich PBS dé rlra b& mit hai dia thach, hit huyén dich vi
khuan thu dwoc vao éng nghiém thiy tinh vé triing (B.2.4).

- Diing pippette don kénh (6.3) hat 0,02 ml dung dich formaldehyde (B.1.5) nhé vao huyén dich vi
khudin thu dwee & trén rdi G & ti &m (6.1) trong 24 gi®, sau d6 dem kiém tra v triing huy&n dich vi
khudn béing cach ria trén méi trwdng thach mau bd sung tr 5 % dén 8 % mau thé (B.3.1)

- Huyén dich vi khudn dat chi tiéu vé tring (khéng c6 vi khuin mac trén dia thach) sé& duroc ly tam béng
may ly tm (B.2.1) véi tbc d6 12 000 vong/phit trong 15 phiit & nhiét dé 4 °C, loai b phan dung dich
ndi bén trén. Sau dé thém 20 mi dung dich HCI 1N (B.1.4), lic du rdi G & ti Am (6.1) trong 24 gid.

- Huyén dich vi khuén sau khi G & ti 4m tiép tuc duoc ly tam bdng mdy ly tam (B.2.1) véi toc do 12 000
vong/phit trong 15 phut & nhiét dd 4 °C, loai bd phan dung dich ndi bén trén, thém dung dich PBS
(B.1.6) cé bd sung 0,3 % dung dich formaldehyde (B.1.5). Ly tam 13p fai 2 4n, loai bd phin dung dich
ndi bén trén sau I4n ly tdm cudi, can thu dwoc sé dwoc hodn nguyén bing 5 ml dung dich PBS (B.1.6)
@é thu hoach khang nguyén than.

- Khang nguyén dat ygu cu khi khéng c6 hién tegng ngung két, khang nguyén lng tron nhd day
giéng.
B.3.4 Huyét thanh thi nghiém

L&y méu dong vat (7.5.2.3), chét l4y huyét thanh. Sau d6 khir bd thé bing cach U & bé G nhiét (B.2.3)
trong 30 phiit & nhiét d§ 56 °C.
B.3.5 Canh triing 2 x 10° CFU/ml

- Duing pippette don kénh (6.3) hit 0,01 ml canh khudn chiva vi khuén Pasteurella multocida cwirng ddc
(5.4) vao mdi trwéng thach mau bd sung tir 5 % dén 8 % mau thé (B.3.1), 0 & ti &m (6.1) trong 24 gid.

- Dung que cAy 4y 1 dén 2 khudn lac cdy vao éng mdi trudng canh thang nao tim BHI (B.3.2), rdi G &
tG &m (6.1) trong 24 gi®. Sau d6 diing pippette don kénh (6.3) hit 0.1 ml canh triing 24 gi trén lang
Ién 2 dia mdi trwdng thach mau b sung tir 5 % dén 8 % mau thd béng cach ding que cay vé triing
dan d&u trén mt thach (B.3.1), tiép tuc i & tit &m (6.1) trong 24 gid.

- Diing pippette don kénh (6.3) hit 5 ml dung dich PBS dé rira b mét hai dfa thach, hit huy&n dich vi
khuén thu dwge vao éng nghiém thily tinh vé tring (B.2.4).

- Tl canh tring ban du (canh triing nay bat budc mat d¢ vi khudn phai Ién hon 2 ty CFU/MmI) pha
thanh canh triing cé mat 4 2 ty CFU/m! theo céc bwdc sau:
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+ Diing pippette don kénh (6.3) hut nwére mudi sinh 1 v6 triing (5.7) vao 7 éng nghiém thily tinh vé
triing (B.2.4), m&i 4ng 9 ml va danh s tir 1 @én 7;

+ DUng pippette don kénh (6.3) ht 1 mi canh tring ban d4u vao éng thir 1, tron déu béing cach léc déu
rdi chuyén 1 ml huyén dich tir 6ng th» 1 sang éng thx 2, 13p lai nhw vy dén ng thé 7,

+ Dung pippette don kénh (6.3) hiit 0,1 ml huyén dich & 2 ndng d6 pha lodng fién nhau, nhé 1&n moi
tredmg thach méau bd sung tir 5 % dén 8 % mau thé (B.3.1) (mdi ndng d6 2 dia, méi dia 0,1 mi), rdi
diing que trang dan déu mAu va o & tG 4m (6.1) trong 18 gitr dén 20 gidy;

+Dém sd khuan lac moc trén méi dfa va tinh mat 66 vi khuén theo cong thirc sau:

¥C
N= ——— xd
Vx(nsx1 + nyx0,1)

Trong d6:

N: tdng sé vi khudn trong 1 mj canh triing

C: sb khun lac dém dugc & cac dia c6 ndng dd lién nhau
V: thé tich cy & méi dia

n1: sd dia clia d6 pha lodng ban dAu (2 dia)

n2: sb dia clia 46 pha lodng tiép theo (2 dfa)

d: 49 pha loéing ban dau

- Pha canh triing 2 x 10° CFU/ml nhw sau:

LAy sd vi khudn da tinh dwgc & trén (N) chia cho sb vi khuan cin dung (2 x 10° CFUIm) ta dugc mét
thdng sé (X). Sau d ta Iy 1 ml canh triing nguyén ban d4u céng véi sé ml (Y) nwée mudi sinh ly. Sé
miciaY=X-1(X21).

Vidy: Ta cb canh triing 3 x 10° CFU/ml muén pha thanh canh triing 2 x 10° CFU/m thi lam nhw sau:

Léy 3 x 10° CFU/ml chia cho 2 x 10° CFU/mI dugc théng sé 13 1,5. D& Gwoc canh tring 2 x 10°
CFU/ml ta s& 14y 1 ml canh triing 3 x 10° CFU/mI va thém vao 0,5 ml nuwéc mudi sinh Iy. Han dich cudi
cling 1& canh triing c¢in pha.

B.3.6 Huyét thanh téi mi&n djch

- Tiém 2 ml canh triing (B.3.5) cho thé (5.3) theo dwéng dwéi da.

- Ngay thir 7: tiém tiép 0,2 ml canh tring (B.3.5) cho thd theo duéng tinh mach tai.
- Ngay fhir 11: tiém tiép 0,5 ml canh trling (B.3.5) cho thé theo duwdng tinh mach tai.

- Ngay thir 15 tiém tiép 1 ml canh trling (B.3.5) cho thd theo dwéng tinh mach tai.
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- Ngay thiz 19: tiém tiép 1,5 mi canh triing (B.3.5) cho thd theo dwdng tinh mach tai.
- Ngay the 23: tiém tiép 2 ml canh triing (B.3.5) cho thé theo dwdrng tinh mach tai.
- Ngay thir 27: tiém tiép 2,5 ml canh trling (B.3.5) cho thd theo dwdng tinh mach tai.
- Ngay thr 31: tiém tiép 3 ml canh triing (B.3.5) cho thd theo dwdng tinh mach tai.
- Ngay ther 35: tiém tiép 3,5 ml canh triing (B.3.5) cho thd theo dwéng tinh mach tai.
- Ngay thir 39: tiém tiép 4 ml canh triing (B.3.5) cho thd theo dwdng tihh mach tai.

- Mgt tudn sau mii tiém cudi cung tién hanh Iy mau thd, chét huyét thanh. D6 chinh 13 huyét thanh téi
mién dich.

B.4 Cach tién hanh

Quy trinh cho phén (rng ngwng két cham véi khang nguyén than (B.3.3) thwe hién trén dla nhwa 96
giéng day chr U (B.2.5).

- B tri thi nghiém.

+ Giéng thi nghiém: A1 dén H8;

+ Giéng ddi ching am: A9 dén H10;

+ Giéng déi chirng dwong: A11 dén H12.

So @b phan (rng ngwng két chim

Déi chirng
Thi nghiém

A | 50ul | 504l | 50ul | 50ul | 50pl | Sopl | SOul | 50wl | 504 | 50wl | 50 | 50

B 5%5}50&4ﬂ50 | AOpL_ASOPL le:ﬁSOIJL_AOM 50p | 50l | 50yl | SO pl

c 50 pi
5Qul ,?%bso |.¢L jﬁpi\ _jﬂpl\ pl | 50p —’gﬁp\ 50pl | 50 | 50 pl p

50

A

50

| A
D | 5Qul L5 50 yl | 50 Ol [ 504l | 50l | 50p | 50l | 50ul
bl 5Qu ‘L;?“L_};“\_E“\h_j””{\ﬁ“ H H H M

50

| A

50

E | 5Qui .;_5% ﬂ5(:'! le ﬁﬂuk_jﬂuk uL jnuk —20;.1! 50pl | 50ul | 50 pl | SO M
F 5%1;?5%_5 :550 |,IL jﬂul\ _gouL | X pL jﬁ)ul\ _45}0;." 50ul | 50l | 50 | 50
G 50\;11_:53_50{_= |50 R_|_BOM | —gOPL jﬁpl\ _45‘0;1!\ _J’gom 50pl | 50pl | 504l | 50 pl
H | 5Qul L5Qu LSO _‘309{\ —ﬁwpl\ _45{1;::w _ﬁSOpI\ _2,‘0#' 50 | 50p | 50l | 50 pl
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- Thyre hién thi nghiém theo so @ phan (g ngung két cham nhu trén.
- B4i véi céc giéng thi nghiém:
+ Dlng pippette da kénh (6.4) hit 50 pl dung dich PBS (B.1.6) vao méi giéng thi nghiém (A1 dén H8);

+ DUng pippette don kénh (6.3) hit 50 pl huyét thanh (B.3.4) cho vao giéng d4u tién va pha loang theo
co sb 2 bing cach tron déu rdi chuyén 50 ul sang giéng thir 2, ¢ nhu vay dén giéng sé 8 tron ddu rdi
hat bd di 50 ul;

+ Dling pippette da kénh (6.4) hat 50 pl khang nguyén than-(B.3.3) cho vao céc giéng (A1 dén H8);
- Déi véi cac giéng déi chirng:

+ i chiing am (A9 dén H10): dling pippette don kénh (6.3) hut 50 pl dung dich PBS (B.1.6) va 50 ul
khéng nguyén than (B.3.3);

+ i chirng duwong (A11 dén H12): dung pippette don kénh (6.3) hit 50 pl huyét thanh t&i mi&n dich
(B.3.6) va 50 il khéng nguyén than (8.3.3).

- L&c nhe rdi day nép, a& & td 4m (6.1) qua dém.
- Doc két qua:
+ Phén (ing &m tinh: khéng nguyén fing tron day giéng ;

+ Phén (ing dwong tinh: x3y ra phan (tng ngung két, khang nguyén ngung két thanh cum 14m tdm déu
& day giéng ;

+ Boc hiéu gia ngung két: hiéu gia ngung két dwoc danh gi4 & A9 pha loang cao nhét cdn cb phan (g
nguwng két xay ra.
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