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L&i néi diu

TCVN 8685-17 : 2017 do Trung tdm Kiém nghiém thuéc Tha y TW1 -
Cuc Tha y bién soan, B Néng nghiép va Phat trién ndng thén dé
nghi, Tdng cuc Tiéu chudn Do lwdng Chét lwgng thdm dinh, Bo Khoa
hoc va Céng nghé cdng bé.

B TCVN 8685 Quy trinh kiém nghiém véc xin gdm cac phan:
- TCVN 8685-1: 2011, Phén 1: Véc xin phé thuong han lon nhuoc déc;

- TCVN 8685-2 : 2011, Phén 2: Véc xin viém gan siéu vi trung vit;
- TCVN 8685-3 : 2011, Phén 3: Vic xin E.coli cda lon;

- TCVN 8685-4 : 2011, Phéan 4: Vic xin v6 hoat phong héi chimg
giam dé ¢ ga;

- TCVN 8685-5 : 2011, Phén 5: Véc xin ung khi than;
- TCVN 8685-6 : 2011, Phén 6: Vic xin Gumboro nhugc déc;

- TCVN 8685-7 : 2011, Phén 7: Véc xin nhiét thén nha bao vé déc
ching 34 F2,

- TCVN 8685-8 : 2011, Phén 8: Vic xin djch ta lon nhuoc déc;

- TCVN 8685-9 : 2014, Phan 9: Vic xin vé hoat phong bénh Cim
gia cdm A/H5NT;

- TCVN 8685-10 : 2014, Phan 10: Véc xin v hoat phong bénh L&
mdm long méng (FMD);

- TCVN 8685-11 : 2014, Phén 11: Véc xin v6 hoat phong bénh Phu
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déu ga (coryza);

- TCVN 8685-12 : 2014, Phan 12: Véac xin nhwoc déc, dong khé
phong hdi chimg réi loan hé hép va sinh sén & lon (PRRS);

- TCVN 8685-13 : 2014, Phéan 13: Véc xin v6 hoat phong héi chimg
réi loan hé hap va sinh san & lon (PRRS);

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

- TCVN 8685-15 : 2017, Phén 15: Viéc xin vé hoat phéng bénh viém
phdi do pasteurella multocida type D géy ra & lon;

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

- TCVN 8685-17 : 2017, Phén 17: Vic xin vé hoat phong bénh viém
maéng phéi & lon;

-TCVN 8685-18 : 2017, Phan 18: Véc xin v hoat phong bénh

newcastle;

- TCVN 8685-19 : 2017, Phan 19: Vac xin vé hoat phong bénh
gumboro.
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Quy trinh kiém nghiém véc xin -

Phan 17: Vac xin vé hoat phong bénh viéem mang phéi lon
Vaccine testing procedure - Part 17: Actinobacillus pleuropneumoniae vaccine, inactivated
1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh kiém nghiém véc xin vé hoat dwgc san xuét tir ching vi khudn
Actinobacillus pleuropneumoniae phong bénh viém mang phdi lon .

2 Tai ligu vién din
Cac tai liéu vién dan sau rét can thiét cho viéc ap dung tiéu chuan nay. B6i véi cac tai liéu vién dén ghi

n3m céng bé thi ap dung phién ban dwoc néu. Di véi cac tai liéu vién din khdng ghi nam cong bé thi
ap dung phién ban méi nhét, bao gdm ca cac slra ddi, bd sung (néu cé).

TCVN 8684 : 2011, Vic xin va ché phdm sinh hoc dung trong thi y — Phép thir do thuén khiét.
3 Ky hiéu va chir viét tit

BAB : Blood Agar Base

BHI: Brain heart infusion

EDTA: Ethylene diamine tetra-acetic acid

NAD: Nicotinamide adenine dinucleotide

PBS : Phosphate bufered saline

4 Nguyén tic

Véc xin dugc kiém tra cac chi tiéu cam quan, d6 vd trung bang cac phwong phap phan tich trong
phong thi nghiém, céc chi tiéu tinh an toan va tinh hiéu lyc dwgc danh gia trén cac dong vat thi
nghiém.

5 Dong vat thi nghiém va gidng géc céng cwéng doc
5.1 Vi khuln Actinobacillus pleuropneumoniae cudng doc

5.2 Lon tir 2 thang tudi dén 6 thang tudi, khde manh khéng c6 khang thé Actinobacillus

pleuropneumonia
5.3 Thé trong lwong tir 1,8 kg dén 2 kg, khée manh

5.4 Chuét lang trong lwgng tir 350 g dén 400g, khde manh
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5.5 Chudt nhit tring trong luong tir 18 g dén 20 g, khée manh

6 Thiét bi, dung cu
6.1 Tt 4m CO, c6 thé duy tri nhiét d 37 °C

6.2 Tt lanh c6 thé duy tri nhiét @3 tir 2 °C @én 8 °C

6.3 TU lanh sau ¢ thé duy tri nhiét 45 am 80 °C

6.4 May I3c tron (vortex mixer) c6 téc dd léc tir 50 rpm dén 2400 rpm
6.5 May ly tam, ly tam véi gia téc 12 000 g

6.6 N&i cach thuy c6 thé duy tri & cac nhiét dd 100 °C, 110 °C, 121 °C trong th&i gian 10 min, 15 min,

20 min
6.7 Micropipet, dung tich tir 0,5 pl @&n 10 pl, tir 5 pl &n 50 i, tir 50 pl @én 200 i, tir 100 pl dén 1000 pl
6.8 Micropipet da kénh, dung tich tir 5 pl dén 50 i, tir 50 pl dén 200 pl
6.9 Dia 1dng, éng nghiém thay tinh vé triing
6.10 Dia nhwa 96 giéng day chir U
6.11 Binh tam giac 100 ml, 200 ml vé trung
6.12 Dao, kéo, panh kep vo trung
6.13 Bom kim tiém mét 1an 5 ml,10 ml
6.14 C4n phan tich cé dai do tlr 0 g dén 30 g
7 LAy miu san phim va chuén bj dong vt thi nghiém
7.1 Ly miu san pham:
S6 Iwong mau can ldy: 12 miu (chaillo)
7.2 Chuén bj dong vat thi nghiém
-itnhdt 101gn (5.2)

- [t nh&t 03 thé (5.3)
- [t nh&t 02 chuét lang (5.4)

- it nhét 50 chudt nhét trdng (5.5)

6
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8 Cach tién hanh
8.1 Kiém tra cam quan
Quan sat bang mét thwdng, vac xin dat chi tiéu cdm quan khi lo véc xin ddng nhét, khéng déng vén,
khéng l&ng can.
8.2 Kiém tra vé tring
8.2.1 Kiém tra tap nhiém vi khudn Theo TCVN 8684 : 2011

8.2.2 Kiém tra tap nhiém nidm méc Theo TCVN 8684 : 2011

8.3 Kiém tra tinh an toan
Chon 1 trong 2 phwong phap sau:
8.3.1 Phwrong phap trong tai

- Tiém bép hodc dwéi da it nhat 02 lon (5.2), mdi con 2 lidu véc xin trén nhan, theo déi lon tir 10 ngay
dén 14 ngay.

- Vic xin duoc coi la dat chi tiéu vé an toan néu tat ca lon séng khoe, phat trién binh thudng va khong
c6 bién dbi bat thwong vé cuc bd hay triéu chirng toan than.

8.3.2 Phwong phap thay thé
Chon 1 trong 2 phwong phap sau:

- Tiém vao duwéi da hodc xoang bung cho it nhat 10 chudt nhét trdng (5.5) mbi con 0.5 mi vac xin, theo
ddi chudt tir 10 ngay dén 14 ngay. Véc xin duoc coi la dat chi tiéu v& an toan néu tit ca chudt séng
khde, phat trién binh thwdng va khong c6 bién ddi bat thurdng vé cuc bé hay triéu chirng toan than.

- Tiém dwéi da hodc tiém bép cho it nhat 02 chudt lang (5.4) mdi con 2 ml véc xin, theo déi chudt tir 10
ngay dén 14 ngay. Véc xin dwgc coi la dat chi tiéu vé an toan néu tat ca chudt séng khde, phat trién
binh thuéng va khong cé bién ddi bat thuong vé cuc bd hay triéu chirng toan than.

8.4 Kiém tra hiéu lyc

Chon 1 trong 3 phwong phap sau:

8.4.1 Phwong phap cong cwéng doc trén lgn

Lon dwoc chia lam 2 nhém:

- Nhém 1: Tiém bép it nhét 05 lon (5.2) m&i con tiém 1 lidu véc xin ghi trén nhan.

- Nhém 2: Tiém bép it nhat 03 lon (5.2) nwdc sinh Iy v triing véi liéu Iegng nhu tiém véc xin.

- 14 ngay sau mii tiém thir nhét, toan b lgn nhém 1 dugc tiém mai the hai véi liéu lwrong va dudng
tiém nhw mi thir nhét.
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- 21 ngay sau mii tiém the 2, toan bd lon nhém 1 va nhéom 2 duwoc thlr thach véi vi khuln
Actinobacillus pleuropneumoniae cuwéng doc (5.1) mdi con 1 ml (twong dwong véi lidu 10° CFU/mI)
theo dwéng dwéi da.

- Theo déi ddng vat thi nghiém trong 7 - 10 ngay.
- Vc xin dworc coi 1a dat néu:

+ [t nhét 2/3.1gn nhém 2 chét hodc cé triéu chirng bénh tich dién hinh ctia bénh viém dinh mang
phdi & lon

+ [t nhat 4/5 lon nhém 1 khéng coé bt ky cac triéu chirng bénh tich nao clia bénh viém dinh
mang phdi & lon.
8.4.2 Phwong phap céng cweng ddc trén chudt nhit tring
Chudt nhét trang dwoc chia lam 2 nhém:

- Nhém 1: Tiém phuc xoang it nhat 20 chudt nhit tring (5.5) m&i con tiém khong qua 1/40 liéu vic xin
duwece ghi trén nhan.

- Nhém 2: Tiém phtc xoang it nhat 20 chudt nhét tring (5.5) nwéc sinh Iy vo tring véi lidu lweng nhuw
tiém véc xin.

- 14 ngay sau mi tiém thir nhat, toan bd chudt nhém 1 dwoc tiém mdi the hai véi lidu lwong va dudng

tiém nhw mi thie nhét.

- 10 ngady sau mi tiém th hai, toan bd chudt nhém 1 va chudt nhém 2 duwgc thlr thach véi vi khuén
Actinobacillus pleuropneumoniae cudng doc (5.1) mdi con 0,2 ml (twong dwong véi 1,7.10° CFU/0,2
ml) theo dwdng duwéi da.

- Theo déi trong 10 ngdy, véc xin dwoc coi la dat néu:
+ It nhét 18/20 chudt nhém 2 chét
+ It nhét 15/20 chudt nhém 1 séng
8.4.3 Phwrong phap huyét thanh hoc
Chon 1 trong 2 phwong phap sau:
8.4.3.1 Panh gia hiéu gia khang thé bing phan rng ELISA

-Tiém bép it nhat 05 lgn (5.2) mdi con 1 lidu vic xin duwoc ghi trén nhan. 14 ngay sau mi tiém the
nhét, toan bd lon dwoc tiém mii thir hai véi lidu legng va dwong tiém nhw mii the nhat. 21 ngay sau
mi tiém thir hai, lon duoc Iy mau, chit huyét thanh 1am phan (ng ELISA.

-Tiém bap it nhat 03 thd (5.3) m&i con 1 lidu vic xin dwoc ghi trén nhan. 14 ngay sau mai tiém the
nhét, toan b thd dugc tiém mai the hai véi lidu lvgng va dwéng tiém nhw mii the nhat. 21 ngay sau
mdi tiém thir hai, thé dwec l4y mau, chét huyét thanh lam phan (ng ELISA.



TCVN 8685-17 : 2017
- Danh gia két qua: Véc xin dat tiéu chudn khi it nhét 75 % mau huyét thanh dat gia tri dwong tinh.
8.4.3.2 Danh gi4 hiéu gi4 khang thé bing phan trng ngwng két cham.
-Tiém bAp it nhat 05 lon (5.2) mdi con 1 liéu véc xin dwoc ghi trén nhan. 14 ngay sau mii tiém thi

nhét, toan bé lon duoc tiém mi the hai voi li8u lugng va dwong tiém nhuw mii thi nhét. 21 ngay sau
mii tiém the hai, lon dwec ldy mau, chét huyét thanh 1am phan (ing ngung két cham (xem phu luc A).

-Tiém bap it nhét 03 thd (5.3) méi con 1 liéu vic xin dwoc ghi trén nhan. 14 ngay sau mdi tiém the
nhét, toan bd thé dwoc tiém mdi thee hai véi lidu long va dudng tiém nhu mii thir nhat. 21 ngay sau
mai tiém th(r hai, thd dwoc 1dy mau, chit huyét thanh 1am phan (ng ngung két cham (xem phu luc A).

- Panh gi4: Véc xin dat tiéu chudn néu hiéu gia khang thé cda it nhét 75 % mau huyét thanh mién dich
phai cho két qua = 1:16.
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Phu luc A
(Quy dinh)
Kidm tra hiéu gia khang thé Actinobacillus bing phan (rng ngwng két cham

A.1 Chuin bj méi treng hoéa chit

- Pia thach chocolate bd sung Nicotinamide adenine dinucleotide (NAD) 5 %
- Dia thach mau dwong kinh 8 cm dén 10 cm

- Canh thang Brain heart infusion (BHI) déng 6ng 4 mi

- Acid Ethylene diamine tetra-acetic acid (EDTA) 1N

- Formaldehyde solution min 37 % (HCHO)

- Dung dich PBS: 1000ml dwgc pha theo cong thirc sau:

Natri clorua (NaCl) 8g

Kali clorua (KCI) 2g
Natri hidro photphat (Na,HPO4) 1,159
Mono kali photphat (KH,POj) 02g
Nudc 1000 ml

Chinh pH @én 7,2 bing dung dich NaOH 1N hoéc dung dich HCI 1N. Hép tiét triing & nhiét 46 121 °C
trong 1 h. Bao quan & nhiét d$ 4 °C.

A.2 Chudn bi khang nguyén than ( KNO - Somatic antigen - KN xtz Iy acid EDTA)

A.2.1 Cly 0,01 ml vi khudn Actinobacilus pleuropneumoniae cwéng dgc (5.1) vao mai tredng thach
chocolate bd sung NAD 5 % (A.1), G & ti 4m 37 °C (6.1) trong 24 h

A.2.2 Chon khu#n lac dién hinh trén méi tredng thach chocolate (A.2.1) cy vao médi trvdng canh
thang BHI (A.1) b sung NAD 5 %, rdi G & td Am 37 °C (6.1) trong 24 h

A.2.3 Lang 4 ml canh triing (A.2.2) I&n 2 dia thach chocolate (A.1) rdi 0 & t &m 37 °C (6.1) trong 24 h

A.2.4 Thu hoach vi khuén sau khi lang trén mat thach chocolate (A.2.3) bang cach diung 5ml PBS rira
b& mat hai dia thach, hat huy&n dich vi khuén thu dwoc vao dng nghiém

A.2.5 Nhé 0,02 ml Formaldehyde solution 37 % (A.1) vao huyén dich vi khuan thu dwoc (A.2.4) rdi G &
tG Am 37 °C (6.1) trong 24 h, sau d6 dem kiém tra vé tring huy&n dich vi khuén

A.2.6 Huy&n dich vi khudn (A.2.5) dat chi tiéu vo tring s& duoc ly tam bing may ly tam (6.5) véi téc a6
12000 rpm trong 20 min & nhiét d9 4 °C, thu l4y can, hoan nguyén lai bang 20 ml EDTA 1 %, l&c déu
rdi (1 & ti &m 37 °C (6.1) trong 24 h

10
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A.2.7 Sau d6 tiép tuc ly tam huyén dich vi khudn (A.2.6) bang may ly tam (6.5) véi téc @6 12000 rpm
trong 20 min & nhiét @6 4 °C, cin thu dwoc sé rira bing 5 ml PBS c6 bd sung 0,3 % Formaldehyde
solution min 37 % (A.1), I3p lai 2 [an.

A.2.8 Tiép tuc ly tam huyén dich vi khudn (A.2.7) bang may ly tam (6.5) v&i téc dd 12000 rpm trong 20
min & nhiét d6 4 °C, c&n thu dwoc sé dwgc hoan nguyén bang 5 ml PBS @& thu hoach khang nguyén

A.2.9 Kiém tra khdng nguyén (A.2.8) xem c6 t ngwng két khdng, khang nguyén dat yéu ciu khi khéng
c6 hién twong ngung két.

A.3 Chuan bij huyét thanh kiém tra

Ly méau dong vat (8.4.3.2), chét Iy huyét thanh. Sau d6 khir bd thé bing cach dun & ndi cach thiy
(6.6) & nhiét do 56 °C trong 30 min.

A.4 Cach tién hanh

Quy trinh cho phan trng ngwng két cham véi khang nguyén O (khang nguyén Somatic) thwe hién trén
dia 96 giéng day chir U

So d6 phan (rng ngwng két cham

Dung Péi chizng

Thi nghiém

dich

Thir ty 1 2 3 4 5 6 7 8 9 10 11 12

PBS 50ul | 50pl | 50ul | 50ul | 50ul | 50pl | 50ul | S50l | S0ul | 50ul | 50pl | 50pl

st | SQeL 15920 SN LI LSS s S0M | g
an
Khang
nguyén 50pl | 50pl [ 50ul | SO |50l | 50ul | 50u | 50u | 50l | 50 pl | 50 pl | 50 pl

- Thuc hién thi nghiém theo so' @8 phan *ng ngung két cham nhu trén

- Béi véi cac giéng thi nghiém:

+ Cho dung dich PBS vao cac day giéng thi nghiém trén dia 96 day chir U (50 pl/giéng)
+ Thém vao giéng dau tién 50 pl huyét thanh va pha loang huyét thanh theo co sb 2

+ Nhé vao cac giéng 50 pl khang nguyén

- Déi véi cac giéng dbi chirng:

+ Débi chirng am: 50 pl dung djch PBS + 50 pl khang nguyén

11
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+ Déi chirng dwong: 50 pl dung dich PBS + 50 i huyét thanh t6i mién dich va pha lodng theo co sé 2
+ 50 pl khang nguyén

- L4c nhe cho du rdi dinh bang dinh d& & t 4m 37 °C (6.1) qua ém
- Poc két qua:
+ Phan (*ng am tinh: Khang nguyén lang tron day giéng

+ Phan (ng dwong tinh: X3y ra hién teong ngung két, khang nguyén ngung két thanh cum 1am tam
xung quanh giéng

+ Doc hiéu gia nguwng két: Hiéu gia ngung két duoc danh gid & @ pha lodang cao nhét con cé phan

(rng ngung két xay ra.
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Thw muyc tai liéu tham khao

[1] ASEAN Standards for Animal Vaccines (Second Edition): Requirements for Actinobacillus
pleuropneumoniae Bacterin

[2] Alexander Maas, llse D. Jacobsen, Jochen Meens and Gerald-F. Gerlach* Use of
an Actinobacillus pleuropneumoniae Multiple Mutant as a Vaccine That Allows Differentiation of
Vaccinated and Infected Animal, Institute for Microbiology, Department of Infectious Diseases,
University of Veterinary Medicine Hannover, Foundation, 30173 Hannover, Germany

[3] Mario Jacques1,/sofation of an Atypical Strain of Actinobacillus pleuropneumoniae Serotype 1
with a Truncated Lipopolysaccharide Outer Core and No O.
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