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il 1

]

AR GB/T 1. 1—2020C AR HEL TAE T 265 1 3843 47 M 1 SO0 9 5 44 0 B2 0 500 ) vy 40

RERE,

A SCHACE NY/T 537—2002CH I AT i B 48 2 BT R ). 5 NY/T 537—2002 MLk, %54
AR MR PSS, EEBRARZRMT

a)
b)
c)
d
e)
1))
g)
h)

BEINT “HRmE” (RS 4 )

BT RS (LS 5 85

KT “PCR #i” (JLEE 8 3);

BEINT “S2it e PCR AN 5 87 (LSS 9 )

BEINT “Gra g R A s (A 12 355

KON T “ Mgl R A R AT I A B LB % B)

THBR T “AME L5 & 1R088 7 (W, 2002 FERRAYEE 4 35);5

B BT B e i B8 " CILER 11 32,2002 4ERRAYEE 6 36).

T EA S F L AT R KB R ARS8 R R AR L R THE .

AR SO T A AR B PO B AR

A3 2 E Y PAERREERARZE R4 (SAC/TC 18D)FM,

A SCH R B  h E S TAE S RATRFE PO TR RHE K LR EROVBIEERE VR B IR K
SEEAR TR F i b O LR B EE L 24 B T R B F RO KBRS 0.

A FEREA PSR KR G R SO R KR XA FMRE A RS O SE .
XNFE ARHETE R E L ATE JER

A 30 B AR SO IR R AR R AR 5L R -

——2002 4E WK KA NY/T 537—2002;

— AR AE—KIEIT,
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51

il 1

A% Ytk R 4% (porcine pleuropneumonia) J& rh fi I 48 Ok AT 14 5 | B9 — R g ) S MENT IR GE 4%
Yehi . RRHE LA SO S P AT A 2 Mk 8 NS M AT 4 MR TR PR MR A D EEARE . 2 MR R IE R
B R SRR, R TEEMARKREAR. BT RERR LR BER ZHFE.

J RS i 448 T R A B (Actinobacillus pleuropneumoniae , APPYJE T B [RAFHEEHRLIFE R . HBIEHH
A I (NAD) Rt . 40 A 1 RIANAEY) 1| B4 IR SR L8 BB Z R PURMEE R, BB AE L N
19 MAERL, SEH 1~12.15~19 BN A4 [ B, AW 2K NAD, K25 13 A 14 BRFAEY 1
B, A KRR NAD, AN i3 B3 2 W) — L B P AR R bR Z B B 225, — M 1 8.5 B 9 B R
11 BIEE SRR, 2 8.3 1.6 780 8 18 12 B J 15 B e 453 sl {kE /1. E APP EERITIHER R 1
.2 KI 3R/ 4 Y57,
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¥ 1% S 14 Rl B B 2% 18 M B AR

1 SEE

ARSI RURE T H 4% HeAE R 22 Wi P12 I8 e ot SR R F1IZ 3% R 43 15 5 %5 %8 L PCR AT | SR 585k
PCR #3306 9 i B BRI S W B8 A B AR B R ARG
A SCHFE T T 3545 YL YE RGN 58 5912 I RRE G L o A AT 0 R 46

2 MEHESIAXH

T F ST A B PR 238 3 SO AR A R T | PR T4 AR ST b R BT A Sk k. v, i B9 B 3T
14 A% H A BB RRAS 38 F T AR SO s A T FSBI8Y 51 TSSO o R A CRLSE T 3 RO 1B 80 5 D F
A3t

NY/T 541 BEZBHFGRE R SEHPARME

3 RiBfEX

TIIARERE SGERFA
3.1

DEIMK satellite phenomenon

PRI APP Bv&HeFh T BG4 38 M B RR B S Rh BRI T RI4R . 72 37 °C 5% ~10% CO, %14
THEFE 24 h~48 h, BT S B G AT BR I T I 2 16 A 5 1A 95 RKC , R (/L B R DL v A 6, B
Bl  PEME”, 0k V B R 2R,
3.2

piBMm P hemolysis

1 74 R R B2 2B B B8 3R, LTI 58 05 1 BR 0 BV IfL. MRS, 76 B 9% J BEDER IS A 1Y
WO, LA R %, 202 ARG FR N o« IR0,
3.3

MR R MEHESEE FEE  Actinobacillus pleuropneumoniae RTX, Apx

APP A4 4 FEEE L 20518 Apx 1 Apx Tl ApxIll Apx IV, ¥ EEA R 1K - BA A1 3
w2 —MEFAER BTEEE FEEK (repeats in toxin, RTX)F . Hp, Apx V77276 F BT A 1L
B, HRERENAE,

4 ZREEIE
T oI gamkEE T A 30

APP . B i 58 iR AT B (Actinobacillus pleuropneumoniae)

PBS. B#R L 4% v (Phosphate-buffered saline buffer)

TSB: i A XS W% Trypticase soy broth)

NAD: JHE R S — B H B8R . AL V ¥ (Nicotinamide adenine dinucleotide)
CAMP. t4[5)# fif 56 ( Christis-Atkins-Munch-peterson)

Apx: FRERT R IR HE S EE FHE (Actinobacillus pleuropneumoniae RTX)
PCR: B4 35 3. (Polymerase chain reaction)

DNA ; S8 A% 5 B (Deoxyribonucleic acid)

dANTP. JEEZ P H =858 (Deoxy-ribonucleoside triphosphate)

TE: Tris-EDTA 2& & (Tris-EDTA buffer)
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TAE.: TAE 2w ( Tris-aceticcEDTA buffer)

ELISA ; BFI: S g W (i 3% (Enzyme linked immune sorbent assay)

HRP. iR i B AL ¥# (Horseradish peroxidase)
TMB:3,3',5,5"-PU B BB RE (3,3',5,5 - Tetramethylbenzidine)

IPTG: 577§ #-3-D-HifX 2L FLHE T (Isopropyl-beta-D-thiogalactopyranoside)

5 IGFKSHER
5.1 HFITHF
51.1 Sz
T EARER R, SFEREH SR,
5.1.2 &l

WHE RS W RAR SRR, R EE7E TR RO Rk, X KE . B
LT
5.1.3 {£#BigR

T EAEIR R R T 5 A0 AR S B IR A
5.1.4 ®ITHA

—AEPES T KA KREVE AN K. FFIFBIRAUE BEMFEBRARR RRRER
KgEHSHRTEIRAR. BHIUEHZ RGNS, 25 ES0RA W AR 18 B E s, 491k
WA ERRNENR R FET .
5.2 IfaBRAER

5.2.1 RAMAE

ASF G BRAEAR B B4 1 7 0% L Se B IRAS IR A (PR IR K RO IR 5 VR G AR T 2 BLE 57
WA —SkBULLRE RRA KR . BRI 41 °C~42 °C, IRl i BUEImnt . S B IR BJE R B2 K
W R A T Bt B 2 VPR R 6 TR RS A T SRR S MY SRR I o A SR LA AT RE IR B 5%
I,
5.2.2 AigR

FRRGARIRTLE ATk 40.5 C~41 °C, KB, FEEMDE) IR ARIR. 0% L P IR RI S 46 ™
5.2.3 TRERNBMHE

TR ARIR AT REE B Bk R BUIRI BRI K 0 S B VRN AR R E D . AR # R WN, B
W TR R RTE) . ANHE RBBRE AR . 358 SRR WU B | B OFF i SRR SE At
W) SE S I R AL R SRR B B30
5.3 REIFE
5.3.1 FKJS MWL EEREFAER VMR , o7 2 2000 XU R SR AR B S kL il % X R
A7 i S ERBEHR i, PSR R L BT S, S L IE S R R 51 R DL AT 4t M th
5.3.2 A4EFEMERIER IS, AL RS M 13T RN A 7 i 6 A IUA B RE X, IR
T FEWE M A ARG IR W .
5.3.3 LA LUMALLIRIE | th il | sp R AT 8 | AR 2 T2 K I AT 4E 3438 th DR AR 3R
FEIX JA 1 & A EL e A M IR M A AT ek
5.4 HRAE

GG BR 5. 2. 1 (5. 2. 2 8 5. 2. 3 BTl KA HLAFE 5. 1 JATHE K 5. 3 fR ELAFAE . A
K APP RIEEERLR .

2
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6 FrmREMITE

6.1 ##t

6. 1.1 LEHA T,

6.1.2 Ky,

6.1.3 B,

6.2 &F

6.2.1 PBS.HEMB ¢ A pr AL LR 5 EERCH

6.2.2 3020 H i BEERER 2 il - 15 A

6.3 EHFHERIRE
fEANY/T 541 BLRE M AR R S A0 LR T A 1 mL

PBS 5 30 26 H- il B iR Hh Jig

6.4 PfElRE
TR A AT L I R s SRR . G T L JE TR B R

e EIRARSE i i) ; : P

6.5 #aizE
M NY/T

] mESB5Y

L#&£130),

7.2. 1 IBANg . A
7.2.2 Ty JiBe i
7.2.3 TSB.4ME A5 il
7.2. 4 FEEA L Y00 .
7.2.5 NAD fififfifd S0 AL 6 i 00 frikR
7.2.6  dashieBr A .
1.2.7  BRFEBR A AT WA ik me ] .
7.2.8  Fysh A A AR B (DAY | H B8 AR 0 TR R |
1.3 HEiEF

LEAE 2 A H v PRI A G 1T RIEYBOR: 2 AR (ot S0 28 4 3 1l Bt G 26 17 o 10D 4 8 0 1 5 R 14 1 28 L
RIEk 76 37 °C 5% ~10% CO, &M T HFE 24 h~48 h B IS It 7. 4~7. 8 Wi,
7.4 EEFRYFE
741 EEESH

APP AN/ AR 0.5 mm~1 mm, ZEHHRAT LRGSR B, 44 1 5 APP &

3
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i NAD, 135 1~12 M % . 15~19 miEE, REEEmBUE R4, AT7E&F NAD 3y 385 3% i 1 A Bk
HRHE NAD a9 BNg b, P TRERS”, A9 1 BAKE NAD, 4 13 mFRA 14 s %, o]
MBS EA K ARpEd TTRRE”,
7.4.2 DERKR

PEEL APP B9 32F0 F BG40, Fl & M AR SRR E R, 72 37 'C 5%~10% CO, %44
THESE 24 h~48 h, HRHEIT 4 3 AN HIBRIE P 94 R A T A TR, B AR/ EE EA WA P64 1<, 1P
frig TEMRR” W V EFHERE LRSS B B. D,
7.5 ®RR$aER

B S TR YA 1 2 e e, A0 SR D B 22 BAME/NERFF I, BIIR B (WL B. 2),
7.6 sk

FEAE YT PP B B E A TERR MBI A IHETEYT S BUE LT R I iE . ok
HUAA B R R RN 10 Y0842 4 A0 10 pg/ml. NAD 9 TSB #3573, 37 'CH59% 24 h~48 h
FERAIR IR
7.7 HHETE
7.7.1 REHRE

B B B R T IR Z 5 AR L, BT 37 °C COABRBEFEAE P EEFE 3 h~12 h, BRI HLLEH JIR
ZEHADE B : , 75 00 R B
7.7.2 CAMPixE&

7E M BN B A B IF LAY S A AR — R  FEMBZR T R 0. 3 em~0. 5 em 4RITEH L
BRI, BT 37 C COBRBEFRM P 24 h, R 5T E LA Z 8 /99 L X B B3 KE A H
T, BN .
7.7.3 HmEEAR

B R B TR R BRI BT 37 C COfHREFRA IS 48 h~T72 h, GBS RILR
AR MR . PR, TESEEHE, FRE THBE/NEBEANLRRE. &8 DA, Hik
A, AN R B0 BT RLAC R Ja PR , 75 S R
7.8 BEERE

XSG 7.4~7. 7 (4T BS IR 1% PCR A (LS 8 B0) s skad 306 PCR &M (LA 9 T0) TR
L
7.9 mMERERE

SHFE 7. 4~7. 8 AT ES TR  FT FIBRIE D RIS (LA 10 SOHMEITMIH BV E .
7.10 ZRHE

TRIESY B RIE LA T 75 5 A APP Bred ik GG TE A et BBBR PR &, FIE APP 448
R

8 PCR#&M

8.1 {LsFig&FnmEM
A 0] 7

YR e,

R URE DAL,

IR KIRHR .

PCR 314X

2 FE AR AL F DK (X IR S H Tk A
B AR R G ESMBH X

© o0 0o o 00 00
P e T e e e e e
N OO e W N —
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8. 1.8 fhtal PREHLRF (0. 1 uL~10 pl 2 pl.~20 pl. 10 pl.~100 pL Fl 100 uL~1 000 pl. £ 1 37,

8.1.9 mgsk,

8.1.10 PCRA¥.

8.1.11 L5mlL XHABELE.

8.2 il

8.2.1 PBS.HZME A1 SRy frikic .

8.2.2 ifbif | FISAbiR I .45 8 AL 8 ik (19 1y 12 e i)

8.2.3 /50 / SRR A FE MR AL 9 A [ L

8.2.4 5%,

8.2.5 TE ZEnlif . #18 A. 10 4l

8.2.6

8.2.7

828

8.2.9

8.2.10

8.2.11

8.2.12

8.2.13

8.3 HmibiE

8.3.1 @R
JHJE T 15 7.

P FE SR 2 K B

8.3.2 BRRE

k1 0. . o : A L PBS T &
“H .
8.3.3 jumiEE

FEM 7. 3~7.6 i AT - Bl e ! #11,12 000 r/min
B0 5 min, PLEEF] 200 X '
8.4 (RLOFEM DNA IH%
8.4. 1 J3 L [ ads b B S AN :
A 500 pll iFifki 1 110 plf ] . & i ol b 7 30 min—~60 min,

8.4.2  ArBIIIA 500 pl. fy /5405 / 500 T | 12 000 r/min #.L> 10 min, 53 0%
IR IS 2T R 2080y 1.5 mL JGi O :
8.4.3  IMAGEARRL—20 C iy 095 EE R AT A I 15 mina 4 CE&A4EF 12 000 r/min 5.0 15 min.
e el A e < N 2 O R R R N

8.4.4 JIA 700 pl. 7524 LEE BRI 1 CRAFTF 12 000 v/min B0 30 s 25000 I3 130 458 |-
() GRS T« HI B IIRE 88 )8 REf L T AN B i 0TE B TS IAS I F T4 10 min,

8.4.5 A 10 ul. TE 2Pl SRR A) M DNAL BT — 20 C &M FIRTEE . ] 2 1l sh Ak i
G P DNA,

8.5 BRSESUWNTEEIEFY DNA &l &

TR B RS 7 A el A R IR A 12 000 1/ min 8.0 5 min, #725 F3§IR - DTIERT 50 pl £ ddH. O
ik, T 100 ‘T 10 min, BT —20 CH&M FRGER.
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8.6 PCRER
PCR RRfERRLR 1.
#1 PCRRE#%%R

#Hor &8l
10 X PCR buffer(Mg®™ Plus) 2.5
dNTPs(2. 5 mmol/1.) 2.0
LU S I TAEWREE 10 pmol/1) 1.0
U519 THENE 10 pmol/1) Lo
#i4% DNA 2.0
Taq 85 U/pl) 0.2
X ddH, O 16.3

¥ PCR Bz A PCR ¥ 3 {GHTY . R K95 CHAEM: 5 min, 95 ‘CAEHE 30 5,52 ‘CiRK
1 min, 72 “C#E{h 30 5,35 P&, 72 ‘CALE{H 10 min,
8.7 BRIk

It PCR 14 7=47#1 DNA #%+ 43 F AR HEY Marker DL 2 000 £ 5 pL, F 1. 0% BAsBHEE B Fh b 47
L3k, 100 V~120 V fEFEH K 20 min~40 min, ZEEERRIR RS L RELE R, HHIFiEE.
8.8 #ZRHZE
8.8.1 mr&tt

F e Xof BB S b 88 B A AT 2% o PR ST IB ™ 1 14 377 bp 957 , RIS B (ARESR D)
8.8.2 HR¥E

75 974tk X BB A B A B IR B 45 SR AL AORTHR T I SRR S P 3Gt 377 bp R4S R SR, J 2 IR
APP R A

9 At PCR #&i

9.1 (XEFig&fFEH
9.1.1 Zm3sE R PCR L.
9.1.2 AR O0. 1 pl.~10 pl. 2 pl.~20 pl..10 pl.~100 pL 1100 pL~1 000 pl. % 1 30,
9.1.3 mk,
9.1.4 PCR#.
9.2 i&#
9.2.1 WM fbImtyetE & PCR RBIKH & .
9.2.2 LRSI ARSI C. 2 MR B K.
9.2.3 EHMHK(ddH.0),
9.2.4 A BAMEXTEE 2B KBy TSB B FRAEFIKIG#Y APP Btk
9.3 mmaE
FEamAL LI 8. 3.
9.4 #MDNAWEIE
Bk DNA A5 & 0 8. 4,
9.5 LAk PCR KA
9eaf9E56 PCR RALIA R LS 2.

6
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F2 LR PCR REEFR

4y ARl
Premix Ex Tag 12.5
LWl COARERRIE 10 pmol /L) 0.5
R E 1A CLARREE 10 mol /1) 0.5
1 0.5
Eitk DNA 2.0
K ddH O 9.0

S PCR W Y M- 95 °C i
10 K.
9.6 HRHZE
9.6.1 MEERE
[ {1 threshold) {5
M DR T
9.6.2 R&EMHF
B X 1 35,
Bt B>, #0.5
9.6.3 #£R¥HZ
Rl FEAS O
AL g
AN B FEAS

CIRK 30 s IR IOLLE 7 - iR

10.1

10. 1.1

10.1.2

10.1.3

10.1.4 ]
10. 1.5 filcht nT e RS
10.1.6 mk,

10. .7

10. 1.8 Ziligh.

10. 1.9 ZSfkeh.

10. 1,10 APP 1~15 B F I3 . WHESE F.

10.2 ZHEEMRAHI&

10.2. 1 HuBilehE 1. 0 g S Mk 0. 85 g IMAGE/KFE 100 mL, {E#h K B iEIL RS .

10.2.2 Sl BB RAR 34 T 25, 4 mm < 76. 2 mm 28354 RIE 2 mm 5 BRIEEERE 3. 87 mL).
4 CORAER I

10.2.3 WG OB 00 0 4 “CARAE SRR AT 250k K T AR5 B0 K T B T b o 2 1 [
FE1E T ATAL s SR B,

e |
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®E cle ®O ®&
O 066 06 0O
®E ®E O ®®

s =gt LEF

Ag R B
Agi~Agr — 5PN 1~ 12 BURHERR ZHEHUR
S$1~Siz =AM 1~ 12 R HE R Tl
1R RRREE
10.3 it

o ) FL N A5 A SR IR (LB SR GO JR AL 1~15 B4 80 (B F 4l 3 Fn xeh o YA vk 20 BB IR C LI
FE MBS ELE D, MRS BEEREARZAET 37 CEBRSFME RN, 24 h
JEMEFHITRE R
10.4 HR¥E

R S 80 F L =22 18] ) BB S T O B DL RE 2R » I 5 s ol TR T 0 B B M 8 =2 IR T2 AR L
£R5e ARG, BT J %A R M1 R

11 EgBE % R Mt 38 (ELISA)

1.1 (SR EFEs
.11 EtRRL.
11.1.2 {EiREFME.
1113 getRil.
.14 ERiR.
1. 1.5 #ETEBmES 0. 1 pl.~10 pL.2 pl.~20 pl,10 pl.~100 pL #1100 pl.~1 000 pl % 1 3%),
11.1.6 %k,
1.2 &H
11.2.1 HUREBIN, 508 A 12 iR A5 BRECH .
11.2.2 SRR AL 13 filiR R 7 i Ee .
11.2.3 SR8 AL 14 fR 0 7 R ECH.
11.2.4 FESRRRL IR AL 15 HiR A T IS
11.2.5 F&fk TMB 8 @8,
11.2.6 £ 0EW 308 AL 16 iR 7 BRECH .
1.3 HRShtF
11.3.1 ApxNEARRF

ke APP shope 4074 B bk (hRUEBE HR L7 1 B apr [V 43 15 % B (GenBank ¥ 31| 5: AF021919)
5 434 bp~6 511 bp A Bt i AFik# ik pET32a, 2 IPTG S Ni kAL IS SR Apx VA E 9.1
Syt LA
11.3.2 ARHRITFULE (HRP)FRIZEHIE IeC Hilk

UL R .
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11.3.3 PAExRMmLE

RF 1 5 HRLL T K 1B SR 22 APP e S OB BRSE BV FIE 4 PCR Rl APP JUEBAE: . Apx
IV-ELISA i OD WA F 0. 13~0. 2, £ 38 433 3% L 75 1E 88 = 0 BF e e I8 AL 3 o
11.3.4 PR RMF

TRIBCR G (A , LAGlfE ApxIVEEZAHE R 1 mg Bl A Gel 01 PR 71 s, 3G le 2 3K, o e 1] B
14 d, RIRBFEIF 7 d RIS 35 M55 Apx V-ELISA #:i OD {85 BAt#: % 1 if # OD {814 be 85z i F
2. 5, AT FZ MG AR D i 56 vp i) BH % IR M 7
1.4 mEEH

FAHU R BeK i L Apx IV IRAPUFEREEE 0. 625 pg/ml, A6 PRI A9 BURUINA 2 B4R
HWAFLA,100 pL/FL, s F 4 CrkFEFHE 18 h~20 h,
1.5 #%i%

FLIEBEARARFL N B BT IR AL B, A BE B 200 p/FL, iR (20 'C~25 "C) TR 5 min, JA L YR
V8, 2R K AR g, REHER R . S EBIMA e IR R BUE 2 1K,
11.6 A

FHR T A5 5t P B0 A B bR & FL e, 200 pL/%L,37 ‘CIRAEE 60 min,
1.7 %%

B B AR ARG FLAL T FIVESRIBRVE SR 3 WK, F kA 11. 5,
1.8 fnf

TR AR ALY BFY P e R I 38 0 9P M S B8 L 975 PR A R R VBCPE 1 ¢ 100 AR, X BRI PE &L FL , 100 pl/ AL
s F 37 CRFAHMBEE 90 min,
1.9 3%

B AR ARCH FL AL PR IR IR 3 IR kA 11,5,
11.10 /in HRP #RiBEHHE 190G ik

HRP #RiEMEHUHE 1eG Piid FIBERBE WA BRBEH A, 100 pL/fl. 3% F 37 CRANBE
50 min,
1111 %%

B A ARAR % LR T, PR IR IR BEYR 3 WK, ik 11. 5,
11.12 mEYRER

A TMB & @#,100 pl/fL, Z BN 10 min,
1113 &iERRE

AL LR 50 pl./fL.
11.14 #£RHZE
11.14.1 B

LAk RN JE 415 min NTERBPRY 450 nm AL, T2 BEFRAR RO FLOGIRISCHE . 1300 IR il 35 49 -2
ODfH,% P/N fH=2. 5(P KX E- OD {, N ABHEX R OD ), I H. 0. 2>N>0. 13 i,
IR AR ST
11.14.2 ZRHZE

HWREHHRME OD {85 X1 OD EAY LLE ., WS H B0 M AY S/N (S AP M i
OD fi, N J AT I8 OD {E) . FIERME: B S/N =2, 5. 8 M E APP Hifk B B S/N
H<<2. 5. 85 HE APP ik, dunl kAN sIbAy ApxIV-ELISA {7l & kAT .

12 GEHRARE

12.1 35 2. 185. 2. 2 8 5. 2. 3 BA—TUEREER BLAF & 5. 1 JATHEE K 5. 3 55 BLASAE i & 36 »
9
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Al JA 5 BEARUR A4 T P I SR %

12,2 AE 12, 1 JEhl [ I 03 85 5 2 o 58 7 355) sl PCR BRI (55 8 355) sl 92985t PCR KRN 55 9 30 (T:
fu] - JGUR N BHEE » T3 T R 36 1 et B S il 42

123 fE 12,1 3l b BRHDE G W B S8 CELISA) G5 11 30 HTAKS I BHAE (9 2558 » vl 128 W Ry 5% 1 e vk
e S il 4%
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M R A
(H3EtE)
BRAEH TR ASTERLL L)

A1 BEEEELZ K (PBS)

FREL 8. 0 g ZALEI(NaCD 0. 2 g AL (KCD) .0. 24 g B — S8 (KH,PO,).3.65 g BiFRE — 4
(Na, HPO, + 12H, O), M A 800 mL WK PG, WV BB pH 2 7.2~7. 4. MIEKEBTE
1000 ml., 435 ,.7E 121 "CKE 15 min~20 min, i IERH  ZIRRE.

A 2 30%HimBEREhE il (pH 7. 6)

HZ 30 mL {1, 4. 2 g 4L (NaCD (1. 0 g B — &M (KH, PO,).3. 10 g B§ARE A (K, HPO,) .
0.02%Mer 1.5 mL, MMFEKERZE 100 mL. )G, EWHBAN pH £7.6,121 CHEEXRE 15 min,
KE PR .

A3 MR

HUEFBE 100 mL Z kAR, 121 CEERXRE 15 min, 2EFNZ) 50 °C, AL E X IMABLL 4402
I 8 ml., #57  {fEJC B YL,

A4 15 NI

BB FEE 100 mL ZibiAfE,121 CEEKE 15 min, BE15IZ) 60 °C, LLICH H M A B & 44 2
IiL 8 mL, B F 85 C/KHH 10 min~15 min, #4758 T i 0L,

A5 REBXEMRH(TSB)

L 30 g TSB, MK EFHER R 1000 mL, 121 CEE#EKKE 15 min, 2 °C~8 CHM TR
i AT, A 100 mL JCEHFAE 4 M 1 mL NAD fEFR L A 6),
A 6 ABLRZBRIZMS — i E B (NAD)ETE R

B 1 g NAD %% T 100 mL SFKSP, RSB 0. 22 pm (YR IERR L I8, 2P 48 F M B L
B BT20 CRHETRES A,

A7 RERRE

R 1 g AR5 g ALPI(NaCD .1 g Fi%HE. 2 g BERE — 208 (KH. PO, MM KIEMRIEMA
3 mL 0. 4 Y% BEZLIEHIR S ¥ pH 2 7. 20, 1, MK EAZE 1 000 mL, HIA 20 g BAKE MRS,
121 ‘CEIEKHE 15 min, B HZE 50 °C~55 “Cla . MALHEBRIA Y 20 %6 R E K 100 ml. BAWE 2%, 4
HFREAE P BRITEH.

A8 HUEBIMBELRED

WL T« Tris-HCI(pH 8. 0)4& ¥ 25 10 mmol/L; EDTA(pH 8. 02 ¥k 25 mmol/1.; SDS & ik
J&# 8 200 pg/ml.; NaCl &3k 4 100 mmol/L.
AL T - 100 mg A B K BT 5 mL KEBFHEK P,

A9 BY/Eh/REKERAR

Tris fFIM-F05-5-LBEHE 25 ¢ 24 ¢ 1 BIHLBIR A
11
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A 10 TE i

B 2 14 2 10 mmol/L Tris-HCI(pH 8. O fil 1 mmol/L. EDTACpH 8. 0) [\ 476 1 - & [E K H
Jii 2 C~8 CHAEA .
A 11 IXTAE Bk

BRI 242 g Tris #%.57. 1 mL 7K & %.100 mL 0. 5 mol/L EDTA(pH 8. 0) . % it 21518 pH % 8. 0.
JHAGZEKEF S 1 000 mL, 585riR 21 R 50 X TAE A “CRAF& M. WERTAT AR AR ELM 50 15
FEUR 1XTAE S BEAL .

A 12 RESHH(0. 15 mol

I 1. 876 g WeiR N <] N ; i 1152254 1000 mL. 121 °Ci5
JE 15 min.4 C K& {4
A 13 EETE(O

1 3. 222 ¢ :
(NaCl),0. 18 g en-20,
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M R B
(FFHHE)
APP 735 E

B1 APPEEFESRIENS

TLIE B 1.,

E B.1

B.2 APP EXLEHEREEE

WE B 2,

A\

E B2 APPEZLBHFREESE(X1000)
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Mt F C
(#setE)
PCR #:i05] 47 % SC R 5 S PCR 4275 4 3R &t

C.1 PCR#&NS|4
4 C1H T PCR #6075 | g

i PR
apx[VA JEH 377 bp
P

377 bp
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Mt 5 D
(BF A%

PCR #&i ¥ 78 B ik B 51

PCR A ) 5 vk [ DL 1 D 1

bp
2000

1 000
750
500

377 bp
250

PRy 5 -

M DL 2 000 Marker:
1 PR o e

2 BT

B D.1 PCR#&FE & ik Ef
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Mt x E
(FERME)
SERY 95 PCR #&3 E B 5

E. 1 SEA353%¢ PCR #:13 EE G

REE 1,
Amplification
I SR SO S SO ]
8 e
g 6--\ ..................................................
=1 :
= L :
P R LT TNy AP ST
2 Lo oo L fo M )
oE i ~—
0 10 20

Cycles

E. 1 SA# PCR i HE E 5

E.2 it

P18ths APP BRWKEE 22240 1 ng /pl. 107 "'ng/pl. . 10" *ng/pl.. 10" *ng/pl. 10" *ng/pl., B
X IR A C R
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Mt % F
(FERE)
BETF M &

F.1 sagiFass

¥ APP FRAERPRRIZ T 15 5 S 3R, F 37 "CHESR 18 h M BUIR R AN I & & 0. 3YOMI/R bk
B KVET R, VR 2 WG EREH 10001,

F.2 2RFhFENE

TR MR APPSR AR KRR 2 R, SB—KOREMEHR 0.5 mL/ R, 54 4 fi~6 &F
M TEN . ZE 7 WRES I BGEIKES, R eBREEAEAHH 1 mL.2 mL,3 mL,3 mL,
3 mL.3 mL.3 mL, R FMIH 2 /8. RBESEIR 1 G RMA BT . FiA 8 F—20 CHRE. K
WIERAF DL T —80 CHRTF.
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M ® G
(AFE)
PR KR E

G. 1 F3ERETS 52 BiAR L9 APP B354 FGE B AR FB 4R /K BE T LA 4 000 r/min B0 15 min, & L
WL A FIER K BE 1 K

G.2 UUUEH s 1 15(V/VYIMARGEKIREE B T 68 Coki b, M8 o o M5 AR R BE, A
ZfRFR 68 °C 90% Y, BT 68 ‘C/KIA 15 min~20 min, M REHHEHE.

G.3 BUHGTEVKIE A,

G.4 7E4 ‘CTFLA7 000 r/min B.L> 20 min, BLLJE 5 3 /2, BI/K)Z (B E B IFAOFR 47

G.5 /NOIREEFIKZ.

G.6 ¥BMEMARBEEYTIMAL B. 2 P& AR 68 CRFEK, BEHEHA 68 ‘C/KIE 15 min~20 min, R
JEHEL B. 3~B. 5 BFHRR 1 K,

G.7 ¥ 2 IKEMI/KIZIRA B0 APP Bifisd 8BbR.
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LA

Sy

e AR EAME
RO A7 b bR HE
AR IR AL A
NY/T 537—2023
* * *

o E R R AL R
CEmEIHRE 7 18 SH#)

OB B4 HY : 100125 R4k : www. ccap. com. cn)
U ENR— ) ENkY
PR RITH AT &R 21
* * %

HA 880mmX1230mm 1/16 Elgk 1.5 FER30 T

20234FE 4 A 1R 2023 4E 4 AdbRU5E 1 IREDRI
458, 16109 « 9421
EHr: 50.00 58
BIER B8WbR
37—2

023 ZE4EEBIE: (010) 59194261
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