== x =)
a3 97 18 F| 5 {¢

T/CAAV-AWHB 01-2017

HERERTREE S DOANE

Technical Specification for the preparation of the

Clostridium perfringens toxoid vaccine

2017-06-11 KA 2017-06-11 SZjii

FTEERNESEFESIVRANSRESTEHTS KH




HOH

AFFEFZIEGB/T 1.1-2009 (FRifEAL TAESM 51305 bk ST S R AR BN AR T 5

AR H o [ B AR R A s s AR R S R R A e BRI 1

ARSCAFHRAR E o A A R 2 e B AR S A R TR T A 2 R AT, ORI ] AR R 2 e A R f
REFEHA Y S T s ATATH L A ARG IFRFTE BALVE R, AN DT ] 204 5 s o

AIFERIM AL B « COMITEMEMT .

AMFRRE AL L ZRARNR S YL R R =B B R ST I ARGE R A IR AR &5 0%
REMZIARAT . ERBERADH G RAT . HWRIEM A S EOERAT . ERAEMZNT HIR
AFE] S WIZRAB B TR S ] SRAZEFARAA . WRB/REAEY TIEARLA

Y !"‘ N, >
F L L ~ N ~ ~N ~N x

\\\\\

1T


http://down.foodmate.net/standard/sort/3/19834.html

B IR R T R P 1 & ORI

1 JaR

AHARMFEE T BRI R 8 R A R
ARG TR ERRRE TR 8RR 0

2 PREBRENTE. BE
2.1 {XE8% . MRHER

2.1.1 138
TOREAT . MR, SeE s, S TS R K E . RARE =46
2.1.2 BEFEFEARAH]

TSC #57pdk (BLiil 77 7% WIHERAL « MLBRHESFIR GRCH 7 ILESR A2) I BRETRE: (FCHJ7v% LI
K A3) | SRS A E WA 2 KA.

22 ®h. B

KBS 1973 5E B8 i 185 AL R ARG MG TS Fr, e Yt Bk . WISRBIHLET b 2 g
o N P, S EAR0.8 im ~ 1.5 pma 15 um~17 pm B EL (1 40 B

2.3 HARE

7

T KRR & W8 BT 5 g, IMANE] 45 mL K EE SRR FREE T, ERENE
(88%Na2. 7%Ha. 5%C02) 43 °C 457 24 h.

2.4 MHE SR

BRI 3~5 38, HME R 7R- IR IR -8 L2 AR BRI AL R 1 IR (TSCO L, 43 °C PRAK; R 24 he
WERHTE LA, 1 PR RTS8 1A 78 T-He P B L PAR b Bt IR B Al IR A+ 5% 40 F L+ 1 % A & ) 5 43 °C
PRAEREFR 24 h oy 1575 M3 AR FPAR BIRVE EAE 1| mm ~2 mm. XUA MR, “PARMEGFRFICE S, 57 2k,
IS KA g, (s AD

2.5 FERFEERBE AR TE
PREBE LV, IR B, FIXT BRI VR Al R 7%, 15345 B hk
2.6 EHLEE

XPHIEWE . PR HERE. CRBE. FLBE. OKBE. HEREE. KB, WM. HoSlde. MR, EFETER
PR ER RS . IR AT IR0 . 00 BRI AN A AL S B A B v, PREEEE 7724 hy, ARG 45

2.7 SRR EBATRIKERR



1% AE A2 W s R Fe R B R
2.8 ZERHE

TSC Higrdtk Ll BEmvE M (XD t; M- AT SER & XSGR MR, PR TR 5, W e
I NER . AR B PR BERE+ JURE-. FLBE+. KBE-. HERRE-. K- I
UG-« HoS I+, MR+, JEJRVERNER Hh 06+ IR+, BLRAR R SR d < R A 1) 7 BB T 458
PR T o

3 PAREERBHFREFK PCR AT

3.1 MRES
301 {8

PREFEFRA . B TS PCRAX. MIKAC. BURAURI. BRAEE KRR, R e BOPL. @K
T 474 o

3.1.2 FEFREMRA
MmB A FARS TR 7R 25 . TaqM§. DNAREHR. dNTPs. XK.
3.2 519
AR RSN B 4 Ph - B3 3 0 TR 4 R 9 O AT R 25 11 51 4 1 80 P 31 e

=1 S5
F A" Cop) WY (57 -3 ) N5 (57 3" )
a (alpha) cpa (325). GCTAATGITACTGCCGTTGA CCTCTGATACATCGTGTAAG
B (beta) cpb (196) GCGAATATGCTGAATCATCTA GCAGGAACATTAGTATATCTTC
& Cepsilon) etx (656)  GCGGTGATATCCATCTATTC CCACTTACTTGTCCTACTAAC
1 (iota) iap (446) ACTACTCTCAGACAAGACAG CTTTCCTTCTATTACTATACG

3.3 DNA ERHIH &
3.3.1 HH

¥ 3 BN P R R B R TE SRR B R AL h, 43 °CIRERIFRI2h. (FFEAD
3.3.2 AEMRH| &

BUME R F2Y) T 1 mLE O T, 8,000 g/min-021.5 min ~2 min, #25 EiE, MIA100 pL 7K B AR K IR 2]
VRS o

34 PCRRPMfAR (25pL)



3.41 PCRRMNEZ

10xTag buffer(¥ Mg ) 2.5uL
dNTPs 2.5uL
AN 51 20 (10pmol/pL) & 1ul
iR 2uL
To B RZEIK 15.75 uL
Taqg DNA &1 0.25 uL
3.4.2 XtHR
(7 A 352 7 JH 0 mﬁﬁ%ﬂwaﬁ% ﬁBi(MﬂC%%) E&! (NCTC 8084) =5 JEM5ha i
T 1 A AR ) B A A B O T, KA HE AR s FTC B XA /KAE 2 0
3.5 PCR K}
94 °CAE S SR )30 A A ; K30, #11 min. /572 °C

FE{#10 min,

656bp 1 446bp [ 44 ‘ i B B A R I FRL UK &5 TRAE BT
& B) o

4 XEROFEHAR

4.1 MRS
4.1.1 {(#

fHIEKI . MR KE R, e TG, RESEFRM. HIEM%,
4.2 ERFY)

B E % (1.5-2.0kg)

BB R (18-20g)

45 (30-40kg)

4.3 FERF KA



ik & LHL: TGL-16G

REFEFER . YQX-IT AU

HEFGHENL: J1-2 &Y

By AKEE T NDJ-5S

bR : ELX800

XL TAES: BCM-1000 7Y

JiFBEPR: TS-92 1

AR RS 7746 500 T

AR 1S 7746 300 T

KA : TY600C

Hi fHiR K 4% HH-4

XOEEANAT Wy 6B s TU—190

i IR

YEAST EXTRACT

ki

L-Arginine

Tt CIE PR ERULAR R IR 2k

VA T

Tween-80

Aluminum tristearate

Span-80

4.4 RWTTHE
4.4.1 BRI

¥ D A= B HFi (National Collection of Type Cultures 5 [E {3l 4= 47 B A (R g8 o AR 580, RFELS -
NCTC 528/1. NCTC 3180, NCTC 8346) #&Af T B g HLal1; 774, 37°CLEREM (PRI TR 7>

88%Na 7%Has 5%C02) £:3% 36 /M. (FiEFE A)


http://www.baidu.com/link?url=mYVsqE-0CXLmRa2nMj90ngHraKIZDhkawsM7hvJPH4RyjK0Z7mDUtBIL3hYmMWgMKcD3Q143VbP0CIt96iugxK

4.4.2 HEWEHE

PRI B VA5 10 IR R TR R 7R3, 45°CIREUIE R 10h ), B Sml FT 4H i 5 7 UM A 2] Gardon

B, 43CPRERFE 6h, 133 Gardon B (P AD
4.4.3 BRIHIE

# Gardon 3% B i 4°C 10000r/min Z5.0r 15min, FHFLAE 0.22pum 22 [ PEAR I JEHL L3543 3 8 = W
444 BIFFERa. B & 1 HFLE

4.4.4.1 BREBIZER BIX (SDS-PAGE) Wit EEFHEEa. B & 1
4.4.4.1.1 D BFESFEEREIFERHERE

k8 TS D AL PR AR B B R S S MBI AR BRER 4 74 W, o AT TR A VR R R TA B 50% 11
I ACHE BB . SR )5 4°C8000r/min ~B5:0r30min, {8145 EyEHL, K JiiE HiE & 005SM Trsi-HCI 22 /13 (pH7.5)
VAR5 PRI NG R FL VR AV GV VR T B R ik B 40% ML AN B2 4 Ci B e 28 )5 4°C8000r/min

O 30min, fBl# FIERL" 5B U T Sml [ — 2ot B OV RN 8 .
4.4.4.1.2 | FRER RN EBUZE R Bk

1D s F BRI Dbt 1 IR BCRIRIC R, B DO B it 4%, I lls 56 EoRoK
TS IE B BT ) 1 RS 0 BRSS9 B AR Hh B T4+

(2) PefiR: SEd i 2H et (i MIEEI HL, PRI S, Biblsi. #8308 T hkix
AN B 0 YRS IRATIR 21 I TR 57 2 I 21 At CRABR L o DA 3 ki /v 2 10, TR 1em AR
R o SR AT E PR S Atk A I B IEZE A o (R SR T 23 BSR4 30min RV A] 58 4
B . fror B e Bt n, SeEls o SR ERMSCR ARG ATK,  FCH 5% MR . BT B KIK
NI RIRZ BB, il BT KRA=A+ 0 a BRI 58 ket . (s ©

3TN ity = AR AR RN e AR I e R AT 3/ 4R s, AR5 T B PR A e, FEEIN 1xRunning Buffer,
55 WA P VKR O TR AR Y JE RS, TREAMRE 173 ARBIRT, {H2 ¥ead VKA R 7 I AR 2 . H5FE i S buffer
% 1: 1 HERR S B ARSI RAL T, S5 A A Markero iCREFIANF . (K C

(4) BB IREsEe)n, SLZIM. KUk [ E AR 125V, KRAFE 2.5h, M SERA)— D EEFR
AL Gty [ I L AR

(5) B NORE AT IR, AN PIR B B S B, HIERERYI%.

(6) Hett: Ry BRI T #A 20ml SR iEge ol @, e gt SAE /i PR IR _E 1218



#E5l, 20min A7 BIA] S8 R ALt o 25 et 22 M) I UG 24 SE A I (]
(7 fit: 275 BIRBCGH BN EEA 30ml i gl g, AN — R E, =k, BitsE

(8) XFEEHAMTIARAE: W B B A KIS Ve T4, WEA AR L, 3 HIAREAE,
4.4.4.2 M ELISA RF &R ERFHFELEe. By & 1

(DHER TAE: BHEWEM. MBEZMIR. 2587, SIRPUR. Qe L b aseE 21°C.

QYRR AEBH] 258 7K M BE 20 £, WRERFVEEATBCA 45 KR A8 2 v M RE 5 PRV BUICT 2~8 °C
TRAF o

(3D KAL) D B AR B R R MBS : B A AT 2 HI BALIRIKIIA, XS TR A2
2 H2 FAURTIMN o BINEFFF Al R BT 17°C-24°C ThFE iR 1 /NS .

(4) TEBEGAE LIRS iR A S 1817, 285 BIHEOR AR B30 . FR WA FLINA 200ul
TEVRWR, e ME o, B, BT 52, 3E, 0 200ul iEBERL BEIRTREE =0 . BRJE—IR
T BRI LT

(5) FEFLIIA 100plBEbRPiR, 18-24°CHER 1 AN, H i 7 5 (EBEEEIR -

(6) {EHLURIE b7 B A RN B 3 2, 25 BIFIENOK AR E M+ . HBREESE LA 200ul
TEVER, B e — s, e 28 2. 3 M IR 200ul EVE, SIREREE=A Y, AR5 —IR
LB AT

(7) FEALIA 100l S (5 B4 o d = I S 0 JER A 0 230 e ], 0 SRAB YR FR R TEC 40 2. 73 W £ ) 3 )
IR E TG G, 1E 18-24ClRELERTR 10 7080, T H 7% 5

(8) T4r8h)E, BALIIA S50ul ZE k.

(9) HIBGHRXAE 450nm Nl 2 S NI HIDG R RE o IS IS B2 S7 B e, PR D & G IR A 7T BE 4
TP IE i 115

4.4.5 D M SRR BSNERBT IIE

FH R B A B AR A EE 240 914% 100, 1071, 102, 1073, 104375 LL AR, AR5 48 /N BRI 3 5 1ml.

INERG 6 4, XTHRAEN LEARETIK, 3 H/4, EHEWE 72 /M, BRI, 1% Reed-Muench
IRVETHE LDso.

4.4.6 FRIKERRERZEHIFE



4.4.6.1 D U= SERER B 35 3 RIS T A ) ) s

B BT FE R B IM NaOH I pH & 7.2, RGN 0.3% KW ES, 780 R%IES), RGBT 37CIRMA,
AN ARFERIESE(8h 16h. 32h. 64h. 96h. 128h)iE4T Ki%, HWIEEERG 5-6h #R8E—IK. 4rHILES 8h.
16h. 32h. 64h. 96h. 128h I %M Iml KiF 5 R, BEER 3 FUMNA R, BERKERR. T UL
XPHRAL CHKR BB ERARARE ), S 72h R EE =00
4.4.6.2 BMAERREREEKIH &

¥ H AN Span-80 FZ 1 94: 6 HIMAFILLIR A, FHAE AN Span-80 VAR A I AR i IR £ £ i g PR R 4%
WRPEAN 2%, VEALIRA), 121°C i KB 30 208 B9 iliAH: 723835 B MU Tween-80s fif Tween-80s £k
FEIER) 2%, 08 5), BIAZKAH: KA S5okAH 12 1 BEFR LAk, CE LA I N BREAIN 2 5 B A ok 26 Tk &2
N 0.01%, BIfGRE R .
4.47 RERBH G
4.47.1 REREHDERER
4.4.7.1.1 REREEHHRE

FIIPMRZE, H 1000ul 58 R A BB 2 TmL; (EFRE 7K 2~ 3omak 77 42— 1 75 i i 21 B 7K
f 35 3 T PO TR b, R BT8R THTTK AR A YR B B SR RN 2~3 R R, SRR
THT 9™ A7 DU A28 285 00 i 00 5 242 vl TR 4 B 00, 10 S el o«

S5 R H5E « JEZKGRAY B 58 £ I RS, AR A I ANTK AN e KA it K R R N
IKHRTER I KK BT R ILE SR, IR e R4
4.4.7.1.2 RERETREMRE

IR A ZE, A 1omL WOEWHGE R 10mL, AIABECEF, 3000r/min &L 15min.

SERFNE B0 B WO B KA S AR AT H BT A o B, R I ALEY . IR
WA,
4.47.1.3 FEERERHIK B E
4.47.1.3.1 REREREHNE

(D XSRS B O bRE I R VA IOE &, B & &9 Img/ml VAW, KA &L 5.0ml

BT 50ml =i, b0 20%H1E—80 ZEEIATR 10mLIN/KERE 50mLIEE], RNFENT IR VA



(2) FRRCTERHI S FH 5.0ml ZI BEIR S B HUAE % 1 5.0mL, B T S0ml &, FH 20%mEiE—80 ZEEVAWR
10ml, ZrRBEERAE, BEBOFA Soml B, $85, ERZE Soml. MAURGIER, FHESZE, TRERIR
AEE, T, FEVIIER, BUSESLIE, RIS

(3) E K AR UK RS TR R AR T35 0.5ml, 23 0 N T e — 8 T e 22 oAk 10ml, 2L 1 R B i3
10ml, 60°C7K¥# 15min, 7K Smin, JAE 20min J5, HEAMIHGGETE 410nm B AL I & IRz,
THERIE.
4.4.7.1.3.2 BAIRET IR B &K E

(1) o 8 St v YR o

B AR IR T ieds b TR S fE E 1 &K 0.1354g 5% R B 100ml &R, I 0.5mol/L R R {3 H 1%
IR R ZIRE, A1, RO BRSRIEE WL o Il P HAs i B bRl ) 5 5.0ml & T 100ml &,
0.5mol/L fR IRV R BB AU[Z, T3, 810 1.0ml 04T S0ug He-IXT e i i

(2) FLFEEETH A

2 bR T 1.0ml T 5 20kE 66 4 HOOGE ST BORF AR 1 1.0ml, B T 25ml L IRBE MR, - INBRAR 3.0ml. fifiR
VR 0.5ml, /SO, FRREEAE I, FEA, MBI 0.5~1.0ml, FRILAEAL, QiR SRR s e AL
B SAR A, Bk nA [5min f5 , TaR S RO AR B ER (00 2508 A LB 8 50 GRS B sk 20ml,
A 5 5, SR .

(3) THE

Fe LR AR R L IR B e a5 ml 4300 SFh I ZKGRE8 TRk UL IR, A S Ay 80ml,
20%ER R FR IR 5.0mls BES), HH 0.001 25% XU 7 22 i € s FFHaa INEOR N 3.0ml /o4, DA 32k
A, FEAIR0.5ml, AR A 0.2ml, BRI BRSSPI TE 10s, BB, ARSI,
AL T B BRSO, BN A,

(4) X HE i g

FERAPI XA B 1.0ml, BT 125ml 2080 =4, IERER 2.0ml. 80ml. 20%EEEREL VAW 5.0ml, 2R)5
FH UG i 78 5 Y0 5 o TR RN 3.0ml A2 4G, LAJSEB#i/>, ZAIR 0.5ml, Hea al kb £ 0.2ml,

UM E WG, AR 10s, FEDR, FRUAMKRE, REHEHENFERN SO, B R,

4.4.7.2 THKRR

it CRERR BG4 (T.G) H TR e f A M A k6 IR ARERAE (GLA)D [l fABs IR ] T 7 S

8



WS WAMEAKZ (GP) HTEEAEAERKR. RERMELIEE, BF TG MME. GA FHE&
W3, 32 0.2ml, 3B 25°CHigR, —SCET 37°CHIGR, B 0.2ml HA 1 3 GP /NEE 25 CHigR. BB IR
7TH, NEEAK. # ImL FEREME-EEFRET, 43°CRAKM T (88%Nay 7%Ho 5%C0,) Hi7% 5d,

REEEAK. (A
4473 XERRERERE

B 1.5-2kg {2 e G 4 R, nI LA A KGR Sml g 30, B8 10 K. WHEL RS2 7
SN o

4.4.7.4 HEMBR/PBIEE (MLD) i

I 6-12 A% 30-40kg 945 12 2, 3 H—4H 8ml. 10ml. 12ml. 14ml £ 0.22um %% [CyE2% i JE15 5

3 W) 4 2R AT R kS W 24k,
4.4.7.5 RFEREBREIIIRK

I 6-12 Hie . 30-40kg 43¢ 1571, &5 3 1A 20 40 A WIATE S Iml. 2ml, 3ml. 4ml K7 R ),
a3 FME IR . 21 RJG 5600 BT A 45 F Ay Sta iR it 73 28 M35 IRAr, P H—"MLD )7 < 85
1R B8 5 2R BE AT K P 50, UL 5% 72h, T SRR SE LT I -

4.4.7.6 FERBE K HUAH R

W 6-12 H &\ 30-40kg 7c A M 24nFOR2EAT i BRIRAR AT p 90 7%) 6 B, = LWL 2ml i & (11255
T, = PN PR SRR R AR A AR B R K 1 At B . 40 TS AN 2 8 3. 4 F. S L 6 . 8
BN 12 L 14 L 17 208 24 JEXE7S REREEATERE TG, ST ELISA 577 & A H 38 h Ao
B & U BRI
4.4.7.6.1 FLA ELISA KB R ik m

(D#ER TAE: BIEBEM. MBZ . 4589, MIBPUE. el 2k HTRsE 21°C.

Q)RR AR 25 B 7 /KB RE 20 %, BAIRIRERTIR A 45 Mt o KHIRAE LR RE 5 R T 2~8 CIR
o

(3D R ML« PHPEILT « BIVEMASE AR G2 pP a2 1. 1 ROECIRRRE , SR 5 KRR R 4 B0 455 A L 775 4%
B4 100ul (&8I0 BEARAR A A D0 N BHE I35« BIPEIMLTE, 7£ 37 'C F#E 2h.
(4) TEBRUAE L7 SR AR 9 5 18072, SRS BINFE UK AR L4+ . HRSMa AL 200ul



B, sy — T, B, AT, H 2. 33EE, A 200ul SEPE, FRIEL =M. BE—IR
FHL BRI AT

(5) LI 100pl 28 20 PRI BEbRBUIE, 37°CRIEHE 0.5 /M. Al 7 SRR REEER .

(6) FEVRIRA 17 R i RS AR A s (815, SRR BHNAE UK AR L3 T B A RE LI 200ul
BV, sy — T, B, AT H 2. 33EE, A 200ul EPEW, FRRIEL =M. BE—IR
FL BRI AT

(7) AL 100p] & EJRY) . HAER B AP AUR TC R, a0 R b iR o € ) 3%
JEP) EIS Y. 1 18-24°CRELIETR 10 408, AH i

(8) tor8hfa, LM 50u Z1biR, W6 EAR .

4l =]
B HH

10



A1

M X A

CRREYE I 59
YH T 15 7 5 1 T
TSCHFH#E
TSCH; 772 47.0g
0.5% D-H L R BIETR 80ml

TSCHE; F#FEIMNFAE M T1000ml 72818 /KH, 121°CE K KE 15080 A ES0°CHE, I JEER B 10.5% D-

K2 F R 80ml, fifR I .

A2

A3

A 4

A5

I BRAEFEREBE FE 5

I B A FE Al 7 2 40.0g

1 %1 B 10g

INHVAARET 1000 ml ZE48/KF, 116 °CKE30min, 4 Z45~50 °C B, HIAS%IKI T LT 4E 45 2F 1, VR
BN TC B~ L

EFRRGRERE

EdS)i 10.0g

SN 5.0g

R RR R 3.0g

FREUAS 118.0g FILZE /K L BTk, 121°C iy R K B 1570 %, 4% .
W LR AR B R 5

EERARIE S 33.0g

HRET 1000 mIZEEKH, 116 °CK B 30min.

EERERE

=AM 20g

L-F &R 12g

P BEE K 20g

b 10g

I AT 1000 ml PBSZE MR, A% pH N7.4)5, 116°C, 30minKTH.

11



Mt X B
CRRTEPERT 52O
T AR R IS FELTK

B.1 1%IRASHERER

G Sg
1 XTAE 50ml
PICGRHR . 5E (EB) Jethil Sul

TSI RPN 830 3 K 5 B R e T R A, 18 20, BT RS 1.0% 25 I W A Vo

B.2 TAEHXZEMWW (pHZ 8.5) MIECH]

50xTAE LK 22 M 4714 -

ZRWEEAET R (Trishl)  242g

L JE 28R 81 (Na;EDTA) 37.2¢g

WK 800mL
5 LR A TEVEMRIS, MASTImLIKIBS R 78 70 BV AR, IIOZKZEILG, B EIRGRAT . S AT R
7KK SOXTAE HL IR B i SO A A%

B.3 FAEBRAFREEN PCR Al

HE B A C Dcpe cpb

i
b
it
S

AATIBRIRIRTE, o BERZER; B: a. By e BRERM; C: oav B BHHRERER; E: av 1

12



Mt ® C

CIYEME R 39
R TR 945 T g s Jie P K
C.1 KRB REER

SEE 12% (10mD) -

ik 3.3ml

30% P9 45 It % 4 ml

1.5M Tris-CL 2.5ml

10%SDS 0.1ml

10%APS 0.1ml

TEMED 0.004ml

BT /NP R WATIR S, RIS SN B b, 20K S 5 55845 40min. {8230 158
2K SR ERZ I -

MER 5% (5ml) -

SRS 3.4ml
30% A M5 T % 0.83ml
1.5M Tris-CL 0.63ml
10%SDS 0.05ml
10%APS 0.05ml
TEMED 0.005ml

BT /NP R WATIR S, B SN BIER b, IR LA, 5545 30min. B o
FHEERIBAE X8 1K 4 CHRAT

C.2 1xRunning Buffer B 3K¥#&

Tris A% 6.06g (0.05 moL/L)

Na2EDTA-2H-0 0.37g (1 moL/L)

NaCL 8.77g (0.151 moL/L)
XWZEIK 930 mL

£ BRI AV MG, IWZEKZE 1L, B IMHCL #EZSE pH 7.6, BEIREAT.
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