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51

[

A% L M B B2 il % (porcine pleuropneumonia) A2 FH B BT 48 26 AT TR 5 | A2 1) — s A9 Sk 0 i 3 1%
U o R MG LA G H I 2 A 2R 1 i g% RS M A A R PR IR S0 B B R Ol R R . 2 1) 5 AR R
s VR I RE T L R A A KRB AR . BET IR A E R E R IZ AR .

it JEE i % B R AT B (Actinobacillus pleuropneumoniae s APP) & T B AT B B AT & R . AR 35 X 5l
fitk T (NAD) BYHCH-PE 73 R 9 T AR AW 11 AL s W8 S0 22 0 K s 22 W i e v 22 5 H R AS T 23
19 AR, Gl 1~12.15~19 B Ay [ AL, A W) BRI NAD. R Z 80 13 B0 14 B Jm T A9 1
AL A KON NAD AN [ i i £ 2 ] — 1fiL 3 2 rp A [) T bk =2 1) 9 2 0 A 28 57, — i 1 &L.5 AL 9 A K
11 B Ty foei .2 A\ 3 B9\ 6 K0 8 WY\ 12 B K 15 MU AR R Sy sk FE ). FRIE APP EERAT RN 1
w2 R 3R 4 AR 5 AR T AR,
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¥ 15 41 Bl BR b 8 12 B e K

1 SEE

RSO HURE T 8 e Gtk I JBE Al 2% e P12 W7 R it SR 4 A2 26 9 B 70 B 45 28 5 L PCROR I L 52 ) 9l
PCR K BOR 4 B 56 Tl 10K 9 722 B T 6 1) B R 2R AL
AR SOOI T 1 SV M A 2 32 W G 8 S 00 L M 300 RO A 2 98 A 55

2 MEsIAxXH

B S H A PN 2 e S R 5 | I AL B AR S A b AR AT D Sk . Hod, T H B 51 SC
PE L AGZ H I A R A 6 AR SO R i B 51 SO L BB RO (LIS T B s )l T
AR

NY/T 541 HEIZWiFE S RE A7 58 M RS

3 REBEBMEX

TN e G T A S
3.1

I E2ME Satellite phenomenon

PRI APP TR ¥ 42 F T 10 350 B 2 100 L FH 4 8 €0 3 4 3K TR S R BIE R4 TE 37 C 500 ~10% CO, 5% 1F
THEFE 24 h~48 h, BREE T G 00 2 BR A IR A AR R 0 AR TR TR I A A /N AN L TR A L B
g BEMRE” , WHR V H 757 245,
3.2

BRI PBhemolysis

TRV B DI 180 5 4 32 W A s B0 L 20 20 O 58 A 05 A B R B I, AR XSS A 78 T Vi ) FRLIE )i AS 328 T 1Y
B LR AT I FA 21 40 A A A I 2T B AR AR L RO o TSI
3.3

MIERMXBMETRSEE FEZE Actinobacillus pleuropneumoniae RTX,Apx

APP W =4 4 2R 518 Apx | JApx Il \ApxIll . Apx IV . ¥ T S A F, B 9002 M5
wltE, E—MEEE. B T8 EELE 75 X (repeats in toxin, RTX) K&k, Hi, Apx IV F#LE T A ik
B, H JAERR N A

4 ZERRIE
AN A TS T A S

APP . i i il 5 i 2 4T B (Actinobacillus pleuropneumoniae)

PBS: # ik £k 2% #h & (Phosphate-buffered saline buffer)

TSB: i H K A (Trypticase soy broth)

NAD : 48 B B i 2% — 47 12 . K V [ F (Nicotinamide adenine dinucleotide)
CAMP . P [A) ¥ 1ML 86 ( Christis- A tkins-Munch-peterson)

Apx: I8 JE Il R AT & B E T3 K (Actinobacillus pleuropneumoniae RTX)
PCR: % & Fi5E 3 2 v (Polymerase chain reaction)

DNA ; i S8 A 4% 2 (Deoxyribonucleic acid)

dANTP . fii SE A W% =W R (Deoxy-ribonucleoside triphosphate)
TE.TrissEDTA ZZ Wik (Tris-EDTA buffer)
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TAE:TAE 28t ( Tris-aceticcEDTA buffer)

ELISA : B BE 4 2 2 fif i % (Enzyme linked immune sorbent assay)

HRP: HR T F AL ¥ B (Horseradish peroxidase)
TMB:3,3",5,5"-PU H LB 2K (3,3",5,5 - Tetramethylbenzidine)

IPTG: % E-p-D-# At L (Isopropyl-beta-D-thiogalactopyranoside)

5 K2 H

51 RITHR=E
5 1.1 SEzhY

X i ELAT R R RS AR IR 38 B K
5.1.2 fte4iR

A IR B A ) A A R TR L TR R A R T NS AR R AT e B A L SR L B A
LA
5.1.3 t#@E&R

T2 AL IR AR SR T L A 5 I 4 fh B S RIR AL
514 RiTHER

— AR ] R HOR B AR 2 % R IRIAEE S AR O A A IR RN R R SRR K
Kk iz i 55 A R a5 ARG . s B Z 0 A6 5%, 22 h 5| E SR AT B 18 R B I B, SR 4 1k
WA R IR SR E TR,
5.2 IGEREER
521 maMR

AR5 I AAE R DXL Bh 0 B0 AT 0 | G BE AR A B AR AS R IR 2 o I o SR AR A N TR T S R 2
RERE S EUL SR R AR R . RIETHE IS 41 °C ~42 °C, IF T I S g ot . B H R A 9K % ik
WA 5 B B B S R R I ZE R T S I e ACTR S I . A R R AT ] RE IR B 2
5.2.2 SR

FRHERIBTHE Tk 40.5 °C~41 °C KGRI, B RN 3 IR R IR . A Wk WL I PR X 45 7™
I 1% 3 AR
5.2.3 TWaMR=IEHEER

993 s A IR T A T P S AR Ak, o S R I B R, PR SR L AROR IR (I R R . R R R L R A
W CTREM R G . AN A R B R L TR A B TR B B PO B L S A AR A
I W% 3 3 i ST 7 A L 9 8 R A S B8
5.3 FRIBHE
5.3. 1 K JE ) I UL AE fh 32 B2 2 2 2 38 MRl 28, AT S5 B OBUI R P | R 1 R 2 kL i R X T
A HE L B B BRORR i A R L WA L ot L S RIS S ) T DL A A AR
5.3.2  ZF4E PN B S8 T, At RN o 461 240 AT DL s A L e P YR AR R AT R i X, R R SR
G T I 1) VP ML TR A3 )
5.3.3  AZUFAL UG AL SUIRBE | H I L R A0 IR | ol AR E LTI K ORINZE 2 2K M B O RRAE L 3R
BE DX Rl 2 A I v 440 i 3 00 R 2T Ak
5.4 HRHE

Sy 5. 2.1 8L 5. 2. 2 3% 5. 2. 3 BTG BRAER BLAF A 5.1 WATF & 5. 3 i BRRRAE , H
FE N APP JEYE B ]

2



NY/T 537—2023

[op]

B R E IR X

FEM
1 EHEMRT .
2 REE.
3 EHBIR.
ik
1 PBS.#ZREHE A B AL 1 R 0 2 il
22 300 H I B IR ER 27 vPOR L FE IROAL 2 R Y T A D .
AR R E
FHENY /T 541 e 0977 R AE . AR i A SR R B2 3 WA 4 i A AR i & T % A 1 mL
PBS 5§ 30 %6 H i 2 £h 2% vl i i KR g
6.4 FPlmriRsE
TG R A ELAT B AR5 A8 14 il 1 B 4 L AR AR R B A I . B S M R B T R R L B R
B FRRN N, 38 AT OB L VR ), BT I AR B H AR D
6.5 HRIBEHE
FE IR NY /T 541 BUE R I ikiskin . REMFES TE 2 'C~8 C A&/ T IRAFIT [ B ANt 24 h,

SRR S S L L S

W N NN = =

~

RRABE5EE

g &M
AW R4,
CO, TH IR 774 .
62 BT .
TR AT R A (0. 1 pL~10 pL.2 pL~20 pl. 10 pLL.~100 pL #1100 pL~1 000 pL % 1 %),
10 mL TG .
Wk .
AR,
gl
M EEHE  F I AL 3 Hi R A 7 BBl .
I8 F1 B FR IR AL 4 R AR A T R
TSB. 4% 8 A. 5 ff i /Y )7 35 i il .
T Al 22 e (7
NAD fFER . F52 IR AL 6 il iR i 7 = e il
T Al BT A A I
FRZETENG IR AL 7 53R B 7 VLl
T b A T A A S A (D- AW L H B8 B A T 0 BT R A A A .
NEEFE
A8 A W) 2 A A v 42 T R I TR T TR 2 1 ARt R S B R T I B A 2 T P 4 € 4 BR A 1 B2 L
2k AE 37 °C 5% ~10% CO, £ FRi 9% 24 h~48 hJE W& G 7. 4~7.8 % 5E .
7.4 HEFEH
7.4.1 EEFNHE

APP R FW AL /NE P& . B4R 0.5 mm~1 mm, ZECE AT AT E R BN, EY 1 B APP K
3

~N OO O AW DN —

© N o s W N .

Sl

N
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i NAD. LG 1~12 My B 15~19 Myl B AR BEAE M 388 1A L vl 26 & A NAD 8 b 2685 3% 19 4 45 Bk
WAL NAD i 3ifis EA K A TRERE”, AW I BAHKE NAD, L F5 13 1y BOR 14 1 3% 8, wf
TEMBNG LA R D REME,
7.4.2 DEMHF

PRI APP TR # 42 Fl T 10 35088 2 100 L 4 8 €0 3 4 3K R R R B IE R4 L TE 37 TC 500 ~10% CO, 5% 1F
THEFR 24 h~48 h, HREE T 4 T €0 R 4 BR TR PR VR AR K 0 AR B B A R OK L R T8 A /N B EOR LT R AR L R
B DR M V77258 (LS B iy B D,
1.5 RR&BERK

Y ML TR R 4 A O 2 gt R R Ol 2 B /N ERFF T AR L (L B 2)
7.6 EIEEEF

FEAE A AR T BRI BV I s E A TR B I SR B TR VR I v ) B AR b HEAT PRI Al B R R L Pk
IR TR PE PR T VRN 10 Y037 AR 45 LIS A1 10 pg/mL NAD A9 TSB &8s 32 3 b, 37 C #5535 24 h~48 h
TR
7.7 %£H%¥TE
7.7.1 REBRE

W o B R AN TR RBUR A [, B F 37 'C COMEMEBT FRAA T BE 3% 3 h~12 h, RSB 40 6 B IR
F R U BH 75 00 Ry B
7.7.2 CAMP iR

FEMBEAG - ELAT BV I A 4 B (0 4 Bk TR K] — B, AE MR 2R R PR 0.3 em~0. 5 cm Ab ¥ 3R 4R
M. BT 37 C COMEIRIEFRA h 3 24 h, WL 15 3 1 4 A0 4123 6] (19 35 10 X W 8 384 K 2% o B
P 7 A BA
7.7.3 WEEBRKRE

B DB R A TR B RN L BT 37 °C COLME RIS FRA T 5 9% 48 h~72 h, BES> i 3 Fb
WS R B R T RRE A E AR L R TR E /N BEE NI, KB D— AR
P, AN 2 TR A R L TR A1 JBE 8 2 A B 5 D0 Sy B 44
7.8 #ZBETE

MRFE 7. 4~T7. 7 B4 B B AR, BEH PCR AT CILEE 8 %) s SET 94 PCR Kl (W28 9 %) HE 47T % 1R
YE,
7.9 miFREE

XAFE 7. 4~7. 8 M4 B AR, P BRAR Y HUSL 50 (WSS 10 B0 A7 I 7 A %0
7.10 #HRAZE

R B R R B TR TS A & APP Br R ek e BRRAE L AE AR FAZ R BH M3, H 5 APP 73 B8
PR

8 PCR #il

151 FFNFEH
A E £ (3R E .
YA,

BOREOHL,

IERTYSTES

PCR " #4{¥,

Fe AR It H UK ASCRN 7K T L DK A
HE I LR R e B4 Ah i S .

1
1
1
1
1.
1
1
1

~N O O BB W DN =

=
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8.1.8 MEAIHBEAR 0.1 pnl.~10 pL.2 pL.~20 p1..10 pL.~100 pL #1100 pL.~1 000 pL 45 1 32),
8.1.9 misk.

8.1.10 PCR%E,

8.1.11 1.5 mL EHEELE.

8.2 &k#H

8.2.1 PBS. ¥l A. 1 fiR )7 B H il .

8.2.2 HALW T AUHALW I 4 FE AL 8 il i (1 7 v T

8.2.3 Wp/AM5/ L EER AW AL 9 F R Ty L

8.2.4 715% L,

8.2.5 TE Znii . ¥ 8 A. 10 i3 09 7 ik e il .

8.2.6 Ridhik PCR JZ ikl & .

8.2.7 1XTAE HIVKZE WP 4% B AL 11 #R M Jr ik Bl .

8.2.8 MMt LHZMIE.

8.2.9 gk,

8.2.10 DNA #XJ 4 F it brif ¥ Marker DL 2 000,

8.2. 11 W MFE/K(ddH,O),

8.2.12  FF BT . 23 500 S KB 1 TSB K5 3% 56 HUK TG (1 APP Bk
8.2.13 L. TFUWesW 4% BB C b C. 1 M HEAR A L

8.3 tEmibE

8.3.1 ALAHSR

FHTC R 5 ] AT BT U DG AR 41 0.5 g~1. 0 g, LA 0.5 mL~1 mL PBS, T2 Z15) ¢ 5% s fF oA
TS a3 ST IR SR B A LR R AN TR B LA T A
8.3.2 BREENWY

B FAE 0.5 mL~1 mL PBS R Z # J,12 000 r/min £ .L> 5 min, JLIEJH 200 pl. PBS & &
#=H.
8.3.2 HEEFY

Fe R 7. 3~7. 6 PTiR 7 AT LA B B SR ORI B SR 500 pL TR B0 L 12 000 1/
min &0 5 min, JTE A 200 pL PBS HE&H.
8.4 ZHZAH S DNA M &
8. 4.1 3 H I A b B AR S B BECBH X R4S 100 L, INACE] 1.5 mL JCRE B0 A, FAE R R
A 500 pL IR T #1110 pL JHACWE I, RE WRATIRS) . B T 55 C 444 F /K 30 min~60 min,
8.4.2 Ar5lnA 500 pL /%05 / SO EAR G WA, T 4 CA&AFF 12 000 r/min B0 10 min, 435 %
BEOHEN EEEREBEENN 1.5 mL TEEOE D,
8.4.3 JMASEEF—20 CHA M AN R EHEAE 15 min, 4 C & 12 000 r/min &0 15 min,
BRI LW KA TR AR
8.4.4 JmMA 700 pL 75% LW RIS 54 CCAE T 12 000 r/min B0 30 s, FRfR (8] 5 L VE WK BE
4 B3 A% AR B0 » R R N R 25 RS g L T, AN LRI O UE , B T R R A R T8 10 min,
8.4.5 LA 10 pL TE 2 Wik . 5128 5) . 7 DNALE T —20 C 40 F LR . 0] R i & Ak 1
R £ H2 B DNA,
8.5 BERSENWMYHILEIZFARY DNA & &

S e S8 o I s T 8 3R 0 . 12 000 1/ min B0 5 min, 3525 LWL UUIEH 50 pL G ddH, O
F A, T 100 ‘C/KHE 10 min, B F —20 C A& FIH-AEH.
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8.6 PCR KLz
PCR R WA R LK 1,
x1 PCREMEZR

45 RABL, pL
10X PCR buffer(Mg*' Plus) 2.5
dNTPs(2. 5 mmol/L) 2.0
LUESI Y CTAEMREE 10 pmol/L) 1.0
TWESI (CTAEMRBE 10 pmol/L) 1.0
B DNA 2.0
Tag BE(5 U/pl) 0.2
ToH ddH, O 16.3

¥ PCR A PCR ¥ 4 AGHATY 4G . AT .95 CHIZEE 5 min, 95 ‘CAEHE: 30 5,52 CiR k
1 min,72 CHEAH 30 5,35 DMEH,72 CALEM 10 min,
8.7 MEHK

I PCR ¥ 54 72 ¥ A1 DNA AXS 43 F S FR EY) Marker DL 2 000 45 5 pl, T 1. 0 %0 BRE B &E I h i 17
HL 3K . 100 V~120 V 18 EHL UK 20 min~40 min. 7EEEIR MG R 40 WELEs 5, A0 5% .
8.8 HLRAE
8.8.1 mi&#

FFIPE T R R A7 184 Hh AT o] 455 o BHPEXT R3S 1 377 bp B 4%k, WSS i sr (OB 5% D) .
8.8.2 HRHATE

A BF P Xt B B P ot R 4 SR S AR R A SRR SR YT 1 377 bp MR MR S L I L RE
APP & PHYE .

9 A PCR #&iM

9.1 NFg&MFTH

9. 1.1 SEmZEE & PCRAX.

9.1.2 EMHBKAEO. 1 nL~10 pL.2 pL~20 pl.,10 pLL~100 pL 1 100 pL.~1 000 pL & 1 ).
9.1.3 mk.

9.1.4 PCR#,.

9.2 KH

9.2.1 RSRS8O i PCR W i) £

9.2.2  EUFUWETIW RARE HRIR C.2 #R 0  A .

9.2.3 THWMHEK(IIH,O),

9.2.4 B BHMEXTRE 430 Ry KR Y TSB 5 5% 5 UK IE 9 APP T8 Bk
9.3 HmaE

FEA AL FE L 8. 3,
9.4 & DNA B#HI&F
FE & DNA [l & 0 8. 4.,
9.5 LA # PCR REZ
SEEFEE G PCR WA R L 2,
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®2 ERREAE PCR REER

45 R, L
Premix Ex Taq 12.5
LRI (CTAEHE 10 pmol/L) 0.5
WS (CTAE MR BE 10 pmol/L) 0.5
e 0.5
Btk DNA 2.0
LW ddH, O 9.0

ST PCR e W A2 F K95 “C WA 30 5595 CAEME 55,56 CiR k 30 s HUERNHES . THIH
40 K.,
9.6 #£RAE
9.6.1 HMEEE

B {E (threshold) B E J5 I DA 13 1 42 M 4 o8 2 1 5 1] o R ot 4 496 oty 40 1) o vy s A [) 45085 AT AR i A
i W P O AT R
9.6.2 mI&EH

XS B A Ce (B B n 878 Cr fH=>40. 05 FHMEXT IR Cr H<730. 0 H B BURR € 199 14 il 48 (W
B B, AL SEg il oAk
9.6.3 #RHTE

Ko A Ce B <730. 0, HH IR E 199 18 M 48, A M R B . A AR AR 30, 0<<Cr i <C40. 0 I
T W WA R 30. 0<<Cr {E<CT40. 0 HLH BURR 2 A B 38 it 2, 05 S A% 1 BH 1 5 5 00 1) 5 hy A% 1 B 1
Kl AR BN REA Cr (8l Ct==40. 0. 3 E N B BATE,

10 mBgH Bk

10. 1 (UG &MFEH

10 L1 KB HR S b

10. 1.2 4T4L#%.

10. 1.3 #phhH.

10. 1.4 fEEEEFRA.

10. 1.5 AT I (0. 1 pnL~10 pL.2 pl.~20 puL.,10 p.~100 pL Fl 100 pL.~1 000 pL 441 37).
10. 1.6 mesk,

10. 1.7 5

10. 1.8 HifawE.

10. 1.9 &fk#h.

10. 1.10  APP1~15 BB F IfiL 3 , WL 5% F

10.2 ZREEHR A9 &I &

10.2. 1 BIARHE 1.0 g SALHH 0. 85 g, IIAZEI/K 2 100 mL, ZEHh KB Th LIRS

10. 2.2 IR A T AR A5 (I 25. 4 mm X 76. 2 mm 2 IZH L RIE 2 mm, T MBS 3. 87 mL),
4 CIRAF#H .

10. 2.3 I F AT, BUAr 2 0019 4 C O B B BE IS A, 76 ik /K i A s o B K P B i p sl #1815
T 1 ATHL K ABE R .
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bR S UL

Ag — TR K Z WU 5
Agi-Agis  — 43510 1-12 BIARERR 22 BT 5
S1-Sie —— 41 1-12 TR o R B I
B EEyVFsliEerER
10.3  jm#

Fh R AL AN A5 K T DR CILRE 5% G, TR FL AN 1~ 15 U8 DR I 375 R0 X 07 28 s 7 ok 22 430 i (AL
st B s LU B UL D . A SE 52 5 BRI AR SN BT 37 CHEREFRM T 0,24 h
JE AL I SRR
10.4 HRAE

Bl AS B i 5 B DR 3 =z ) A Sl Y T P DT R O 5 b v B T L R B R 3 2 R TR B Y L TE
L oE ARG BIAT A A A0 56 s 2

11 ESEX & W36 (ELISA)

1.1 USHF[igEMFEH

111 EARKE DAY .

11.1.2 fEEE R,

11.1.3  ¥eARiL.

1.1 4 FARAR .

1. 1.5 R JEB IS (0. 1 pul~10 pL.2 pL.~20 .10 uL.~100 pL F1 100 pL~1 000 pL £ 1 370),
11.1.6 mesk,

1.2 &KF

112,17 HURA B 72 B8 AL 12 53R 0 2 il
11.2.2 PR3- H 08 AL 13 #ER M L Bl il .
11.2.3  BPIW L F IR AL 14 F8 09 05 B Be il
11,24 BESLRG B Hi IR AL 15 F 3R 09 7 ik ic il .
11.2.5 pwikhik TMB B8 .

11.2.6 QbW 08 AL 16 #5817 L e il .
1.3 mESHE

11.3.1 ApxNEARE

il APP shope 4074 kR (BRMER AR TG 1 A apx IV S EEH (GenBank F415 : AF021919)5 434
bp~6 511 bp A B, i A FIK# K pET32a, 2 IPTG 55 Ni A2tk RS maiEny ApxV EHEH R
I R
11.3.2 A RAERT S E (HRP)FRIEFHHE 1gG i E

e UL A5 W REAT T
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11.3.3 BAMEMmFE

[P X BRI K H R 28 APP S B S0 19 (A, S 14 R ) 4 PCR A2 S APP Bt st B . Apx
IV-ELISA Kl 5 OD fE R A F 0. 13~0. 2., 52 8 432 12 1 785 75 4 3 56 Hh Ay BF A e R 1L 75
11.3.4 PRMETERIMF

BB G 555 il BESE , LA Alifk ApxIV EHE T 1 mg LA Gel 01 PR 4k %, 3L 5% 2 Wk, s o] b
14 d RSB 7 d R 53 B8 4% 134 - Apx IV-ELISA #: OD {& 5 B ¥ % B8 1L 3 OD {8 69 e 8 1 & T
2.5, 3 B 4326 NI AR A v ) BH P X Rt 3
1.4 mESH

FHHU G AL W O 2k 1 Apx IV B HUEFBEZE 0. 625 pg/mL, FHF W f84 F B 4 09 0 58I A B il b
WA fLN 100 pL/fL, s F 4 CokKA P HCE 18 h~20 h,
1.5 %%

JE 452 AR A FL PN A B DAL B I AR 200 L/ FL L &R (20 °C~25 “C) FIR L 5 min, B E %
W AEME KR AR M R HE S VR A . PRI A VR TR 4 R VR 2 IR
11.6 £

FHFS W28 K 5t P O A B AR A 45 FL H . 200 pLL/FL .37 CIRAET 60 min,
1.7 #%i%

YECHE il ARORE LR T SR A R I 3 IR i) 11. 5,
11.8 &

A AL IV B P X R ot 338 RIS P % R v PR R 5 B VRLPE 1+ 100 B L 6T BRIV 7 &2 L, 100 L/ 4L
Jnss T 37 CIRAMME 90 min,
11.9 3%

YEUH il b AR IR T R ARV I 3 IR i [A] 11. 5,
11.10 0 HRP #RIZEHIE 190G Hik

HRP fric BP0 TeG P AR BV I3 3 U0 W 15 76 B S . 100 p /4L, N F 37 ClRAENEE
50 min,
1111 %%

U A AR o L T VR IR R % 3 IR kIRl 11,5,
11.12 mEHREER

ImA TMB 88,100 pL/FL, 2=l #HE R N 10 min,
1113 #£IERM

IRAZE AW .50 L/ fL.
11.14 HRAE
11.14.1 ma&s

Lk RV 15 min WAZEEARIX 450 nm P AL L I BEAR AR 0 BEFLOG IR ISCME . 3 F 580 6F BRIt 38 1) - 34
OD{H .4 P/N {E=2.5(P MM OD fH. N B X B4 OD ) . 3 H 0. 2> N=>0. 13 Af,
D13 58 ST
11.14.2 #HRAE

TR AR LT OD 55 BT BEEY OD (H A9 e 075 B0 RE A 0 S/N H.(S Bl il 7
OD . N J X OD fE) . FIE bR e ARG S/N =2, 5, B 5 H 2 APP Bk BHME s FESL S/N
H<<2. 5, K HIE APP HUARBATE . WA RITRT &AL Apx IV-ELISA 250 & #1780,

12 ZRERHE

12.1 W 5. 2.1 805. 2.2 8 5. 2.3 ZA—TERAER BAFA 5.1 AT M 5. 3 9 BLRRE 09 & 9% 54
9
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T B DA e e A i I A 2%

12.2 12 12.1 3t F LR EAT 5% % GE 7 )% PCR &I (45 8 &) s 52T 595 PCR #&:0l (55 9 Z) (T
] — TGRS 0 BE 1 L R 32 W A A 1 e B S i 2

12.3 78 12. 1 B&Ails I, S I0C S e W B a0 36 (CELISAD (B 11 30 TR A6 T BH A 1) 4 95 0, 7T 32 W S A% e
i 5 i 4% .
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M X A
(MsetE)

ARNES TR ASTERAEL)

A1 BEERELZE i (PBS)

FREL 8.0 g Z4b4H (NaCD) ,0. 2 g A ALAF (KCD . 0. 24 g BEfR — A 81 (KH, PO,).3. 65 g BiliR 4 —4h
(Na, HPO, « 12H,O) . il A 800 mL MZEK PG, VAWM pH & 7. 2~7. 4, INWZE K ERE 1 000
ml, 235,75 121 C KB 15 min~20 min, 3% S IG5, =B ETE .

A2 30%HEMBEEREZE MK (pH 7. 6)

B 30 mL Hil 4. 2 g EALEI(NaCD (1. 0 g Bl S M (KH, PO,).3. 10 g B & 81 (K, HPO,) .
0. 02 B4l 1.5 mL, I XZE K E A 2 100 mL, M5 8 WA pH £ 7.6,121 C @ EKE 15 min,
KRR .

A 3 MmERAg

BUE 508 100 mL ZB AT, 121 CEE KB 15 min. B EIE] 2 50 °C, LLICE 7 00 A 45 4 45 2F
It 8 mL, %4, i 1 JC 7 S I,

A4 TSR AIAE

B 508 100 mL WM, 121 °C & E KB 15 min, B HFNZ 60 °C ., LI B 7 000 A L4 4k 45 2%
1l 8 mL, & F 85 CAMEH 10 min~15 min, 22 50 E o B T,

AS BEBHKXKEMRZ(TSB)

B 30 g TSB,MAZEKAEMIFELAE 1000 mL,121 CEEZ KK HE 15 min.2 C~8 C &4 T4 .
T A 100 mlL J6 B 87 A4 28 I3 A 1 mL NAD 47 (L A 6) .
A6 IABERRARIEN 1% EER (NAD) I ER

W1 g NAD # i T 100 mL B K S8 4E 2 W5 20, 22 e (49 20 B 08 A 13 98 L 2056 T J0 18 0
2T —20 CHEMATRAE 6 A

A7 REZBEE

FREC1 ¢ RS g EALEI(NaCD \1 g A .2 g B R A8 (KH, PO, . hin WU K ¥ i )5 in A
3 mL 0. 4% W21 WRA) I pH & 7. 240, 1 MAGEKE AR ZE 1 000 mL, A 20 g BIg/E MR 2.
121 CREERE 15 min, B EH 2 50 C~55 CJa . MALIEFRE 1 20 % IR B 100 mL BLIKLE 250,45
PP R b, B AR H

A8 HUR I FiEkR I

WAL T . TrissHCL(pH 8. )W EEH 10 mmol/L;EDTA(pH 8. 0) 4k FEk 25 mmol/L; SDS 4k
R 200 png/mL; NaCl 2446 % 2 100 mmol/L,
HALW I 0100 mg FEA M K % T 5 mL KEAGEKH,

A9 BY/ KA/ RXEERER

Tris WAIE-SA05-F I EEfE 25+ 24+ 1 O HCBIE S .
11
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A. 10 TE £

Pt B 24k 5528 10 mmol/L Tris-HCI(pH 8. 0) #l 1 mmol/L EDTA (pH 8. 0) IR & W » i K B
Jo.2 ‘C~8 CIR-AIE4 .

A. 11 1XTAE BikEmhi&

PREL 242 g Tris 5% .57. 1 mL K Z 2 .100 mL 0. 5 mol/L EDTA(pH 8. 0) . ¥R~ 5 pH £ 8.0,
FMZEKEZRZE 1000 mL, MR A E R 50 X TAE, 4 CA-AFE A . 8 FH AT F W€ KK HoAl 50 15 F
BHD R 1 X TAE, BLAHPLAL .

A 12 HES#H%(0. 15 mol/L,pH 9. 6 FrEath £ i)

HU 4. 876 g BRI HN (Na,CO;) \8. 4 g TRIR F AN (NaHCO ) I W& K i 3F E A 2 1 000 mL,121 Ci
JE 15 min, 4 C UK R-AF

A 13 %% (0. 01 mol/L pH 7. 4,PBS-Tween 20)

HU 3. 222 g Wi MR & 4l (Na, HPO, + 12H,0).0.204 g Bk — &4 (KH,PO,).8.775 g & Akl
(NaCD 0. 186 g SAALH (KCD fin WzZE /K i I £ 42 1 000 mL, FHMA 0.5 mL Tween20,

A 14 HARK
VRV A AL i 100 WIS ROK B Al e IR B TR
A 1D HRERE
VEVR NI A LR BE 100 IO RR W 175 A A e VA
A 16 KB IEi% (2 mol/L WRER)
HUH B R (4 98 %0)11 mL JiMA 89 mL XK, Hr B HIJS 4 H .

12
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Mt =& B
(FERME)
APP 75 B

B.1 APPEEESRIENS

WK B. 1,

B B.1 APPREEESRIERR

B.2 APP EZSEHERESHE

LA B. 2,

B B.2 APPEZ#BHEXRESE(X1000)

13
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Mt x C
(MSEHE)

PCR il 5] 47 K 3L Bt 28 ¢ PCR #& Ul 5] 4 (#R £t

C.1 PCR#&MNS| 4

£ C.1HHT PCRAGMBIYELR .
R C.1 PCR#&M3Z 4

H )R B 519 £ B 5' - 3 BB 7/ PNUN
LG GGGGACGTAACTCGGTGATT
IVA H % .
apz VA ZH Ty GCTCACCAACGTTTGCTCAT 877 bp

C.2 SERF3E3E PCR #&S]4 iR %t

F C.2 FH TSI POE PCR K51 ) B AR EHE B
% C.2 EEIK PCR &S| H KR

H Bt 519 % Fr 5' - 3'WIF5 TP RN
LU GGGGACGTAACTCGGTGATT
apr VA HRH T Y GCTCACCAACGTTTGCTCAT 377 bp
WEF FAM-CGGTGCGGACACCTATATCT-BHQI

14
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Mt & D
(FERHE)

PCR #& il ¥ 7 F8 i’k B i

PCR A0 1 % LI B B UL D. 1.,

bp
2 000

1000
750

500

377 bp
250

100

bRl P S Ui .
M ——DL 2 000 Marker;
1 — FE PR R
2 — B X R,
D PCR # %I zE 88 ik E i

15
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W R E
()
SRR E5E PCR ¥ 22 B 1

E. 1 £etse ¢ PCR &% E E 4

WK E. 1,

Amplification
oL ........................ Rl L
8 A
g 6 Lo L L]

= 1

T S ATy U SO
B S O UOE SN S N AN S
O'_' T I ]

0 10 20

Cycles

B E 1 3BT PCR &3 zE B 451
E. 2 i%BH

Priahek APP BRCEHRLAELA N 1 ng /pL 10 'ng/pl 10 *ng/pl 10 *ng/pl.10 ‘ng/pl, M
PEXTIEBA Cr H IR,

16
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Mt x F
(T #RHE)
BEFMmMES &

F 1 SBnREH &

e APP bR AR LR T35 5w Jy B3R AL, T 37 CREFR 18 h R I lE R T A9 1 & 3 0. 30 R R B bk A
K VE TR VRS 2 e . RN 100 AR .

F.2 BERFMmEHNE

BEMMLTE R APP ST RER P 22 R A 2 o S —RBERHE N 0.5 mL/ 2,70 4 5 ~6 5
PRE TS 25 7 WL R O H S i o B A R S U R i3 8 1 mLL2 mL.3 mL.3 mL,
3 mL.3 mL.3 mL, S A 2 U/ J . Seese 1 AR R B . P LTS B T — 20 "CIRAF, K
BIRAE I B T —80 “CLRAF .

17
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W OR G
()
& LR R

G. 1 KA e 15 50 J1 B iR LY APP 3535 4 F 3G & /E B AR K V6 T, LA 4 000 r/min B0 15 min, £ 17
WL AR FER K VE 1R,

G.2 VILIERMEIZ 1 15(V/V)IMARZEK IRAIG B T 68 CKE b, R - 58 W #2230 /K W 1R B A A
AR 68 °C 90 % R . BT 68 ‘C/KIA 15 min~20 min, J /B AW HEFE .

G.3 HURFEKBHRA,

G.4 A4 °CFLL7 000 r/min B0 20 min, B0 5450 3 )2, BIZKZ (W 2 FUAS U i (038 55

G.5 /NOIRE EEKE,

G.6 BEmEMAEEYFMAS B. 2 h&REA 68 CXZEAK IPEF A 68 ‘C/KIA 15 min~20 min, IR
JEHE S B.3~DB. 5 FHFHE 1 K.

G.7 W2 WIREMKZIRSE B APP BIRY B .

18



