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5.2.1.4 #imE

BTGP ML OIS . B | AT AR R A BN AR I, Ho & 491 0. 01%#1 0. 2%, Wk
HIKEE.
5.2 1.5 #BH®

HE LKA MEN 0. 15 mol/ L pH 7. 2 BHBRELZ WK (PBS) . il % 7 L ILIH 3% H.
5.2.2 BIEH%
5.2.2.1 BHBE#HKHNLE

ORI 8 £l BILIE AR BRI 50 pL; IR R M 2% A e ke 0 (B TRUBAR I 4 50 L
NS 1AL ARG T (BB 50 pL IIASE 2 Lo RIRBAF LSRR ES 8 L1 2,1 ¢ 4,
1% 8,12 256) JRAFEMEE 8 FLF K 50 L,
5.2.2.2 minE

BRI AR SR LR B 25 pL.
5.2.2.3 &xtm

BV BIEER R0, B R BT R, BB AL e R 1AL PRI (L 640 hm
BALLL AR IR 1 FL B iE Q1+ I LL M B 1 FL. BT X AR R S B I T AR A
5.2.2.4 &%

MBERAAHEH V RBESBAEMBERG S LIRS | nin, ETFEREFET 35CHEMA2 h,
FIRGR, BRIAERTFUKS.

R5 EROAEMBKRBRERFRAEERE

AR BT

Bk E R R

50

25
f&iﬂﬁéﬁ%%%ﬁ_%% 1min, BFEREFERT 35CHREAD2h
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R AR A ISR e 15 178,

5.2.3 #RyIEZH
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a) PRSI LEE(—);
b) BRI X B 100 % ¥EME (++++);
o BIEmIE TR CEEE (),
5.2.4 #R¥E
5.2.4.1 mwzzhim
a) MBS =1: 64(++)H R AN
by HIEERCM<CL = 16(++)H B
o MEEBM N THEZEAH L.
5.2.4.2 &%
&) MEERAM=1: 16(+-+)HFFAE;
b)  MEREM<C : 4+ H AN
o BN FRE Z @A AL
& ATEEEER,PRE R MY, R CF RRER.
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M R A
(HTEMHIR)
IEEER BT

AT DI g B GG 66 mL il 1847, 60°C{RIBEME 2 h, BN A 66 mL FIFRIR 5], RIECAL
WA R . R R AT PBSC6. ) B R 10 {5 A4 i ™ LA .

A2 BWHTE A IS F BT S, A REEE 2 min~3 min,

A3 HMRA BRI ER AR EOE IR R AR EEE SN R, FREE 15 min~
30 min,

A4 FHERKENE BT — 3 piide E 3 058 R SR s B BP0  BR TSR B2
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C2 SALAHM: 1 N RMERIN SR 2 D TIERA B ME,37°CKE 15 min,
C.3 #% C. 1 MEAMERUN
RC MEHMAUE
HRES

2 BATPUR 0.1
bk 0.27

1+ 60 #Mk 0.03
JBA),37°C/K B 30 min

pigl#ake) 0.2
R4, 37°C K 30 min
+++

C4 LISESEA MM R NAME Ry — -, EX BB ARAN B, % C 1 IR ME— AR
% 0.12 mL, #3.(C. DHF ARG R RE(8. 8D
(I A X S AL TR B2
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(BSEHERTR)
BmEHMHE

D1 SofEm#E 1 100 FREC0. 2 mL & HIMAEME M 9. 8 mL A BEHK)  #% D. 1 HBERA R
i@

xD1 BLERE

i iaize8

3K
1:100 FME
1:100 Mm%
D.2 FER D 2 848 W B4 .
%£D.2 BOEIMNIE

bR

RS, 37°CKEE 30 min

AR el

D.3 DISEL M MR RS RREARY— MEME LA, R D2 PRA 7000 5, ERIABA, 6
RPN IR AL A1 3 500 45,
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M R E
(BEHEMR)
1%HF A MBBEEIH &

E 1 MBFEREARETHICRL FRENEA BN =ARET, BYRHEAREN &
12 WV/WOMAL SRR IR T E T REAFHEZ R P G mL~10 mL) .4 CKAEARFE 2 1.
f BT B AT AR A B 1 500 1/ min~2 000 r/ min #.0> 15 min, 3¢ R W FEUTE P A L
K BAEHEEC, NWRERAARE I KR~4 K EELBRLEES AL, F EFE, RERFHT
MR 1 mL B9F T 99 mL A/EERER /K, BIAE 1 AL IR .

E. 2 IR EMEC Y A 20.5 g, E4L98 4.2 o, IR =4 8 2. AT IR 0. 55 g, BB E
1000 mL,101. 8 kPa & EKH 20 min, &H.





image17.jpeg
W R F
(FRHEMR)
EME & MFREEREM E

NY/T 562—2015

AREE S MG KR EFETE WE F. 1. RyEVIE, L 89K REIR R W 38 BT 4 kr #ER) CF
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M R G
(BEERIR)
PR PRI E RN B E S &

G 1 WEHRR.MERM

G 1.1 H80 i HERHES 9 HERIFIE BB 9 HEll 18D,

G. 1.2 HEFMMAMEMESFIM L 8~512 B LR, M EM 1 4 FRe. BRI EA B
Tkt ER .,

G. 1.3 %k G 1 PRI . B RREM 7 8, 8% 0. 1 mL, HUFEXBASE 1 A, m/H
0.1 mL A= #EERKACHRE .

G. 1.4 %% G 1P BB 74, %M 0. 1 mL, I ¥ B, A 0.1 mL /43
v v

G. 1.5 #HEHMA 2 HfdME 0.2 mL,

G. 1.6 #85,8F 4°CrkERAE 16 h~18 h, B BAE 37°CK B+ 30 min,

G. 1.7 SEMASIALMEO. 2 mL,

G. 1.8 BA,BET 37°C/KE 30 min 5, BUHEE 2 h~3 h, HESER.

G. 1.9 MUHrHIsE . 55 G 9 R B 1 P o 5 28 TR 52 I I (- + -+ ) S B B T B B R
B AL (— A TR IR G. L BTR FUERM A 1+ 128, P MmN 1 = 256 (—ANLigF LIE

2.

RG 1 HEMAEDFHEEG

HokH R
.

G.2 #ERmiE

IEVEEAMASS A BB T B4R 7R LTS » B B HAMA LS & 350 P A PR BRI . v G 1 R
W EAMALE & ERRRE  RA A ME LR

G.3  iEEAMELS A IE A PE 1 I BRB BO R E

G.3. 1 SEf i MA LS &0 A B o 35 0 B TS sl e ) » FAEBEER KA 1 = 4 1 s 5124
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fELLRRE, PUSFIR R MG BN — TR %K G. 2 BFHTRE.
G.3.2 HMAIE MBS —ATAEBHURE IS RE M (—) 8 B BB E L Mm. mk
G.2FR1: 32,

£G6.2 HEFMEESHEARENFTINUNER

1 THEEHE 0.1 | 0.1 H 0.1 | 0.1
847,4°C 6 h~8 h B fE
1 THe#RmE| 0.1 | 0.1 . 0.1 | 0.1
2 B AME 0.2 | 0.2 | 0.2 | 0.2 | 02
K [
1859,4°C 16 h~18 h &FE, BUB /S 37°C/KA 30 min
Bk A 0.2 o2 ozfoz]oz]oz
1849,37°C7K¥ 30 min

M
| 1
T

HzE 75%

LTI

i
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M R H
(FEMEHR)

S 1% ReE@ERIE 0. 15 mol/L pH 7. 2 PBS BB Ay E 477 %

H 1 0.15mol/L pH 7.2 PBS &l
B — 4 (Na, HPO, « 12H,0)
B —EH
Fkih

K
103. 41 kPa 30 min KB,

H2 gRemn#®
KHE.

19.34 g
2.86 g
4.25g
A% 500 mL

H3 € 1%Kee@ERINE 0. 15mol/L pH 7.2 PBS BERAEH

0.15 mol/L pH 7. 2 PBS
KRB R FILTE

99 mL

1 mL

CHIRA BN A 1% KAEEREILY 0. 15 mol/L pH 7. 2 PBS BB,
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HPREEHFISETE AR

1 E@

AEERUE TSI AR AR 8 SRR EOR M E 2B A X PCR BHiEAR .

FVRER AT IR E YRR 8 S REFASYRIERR LK . EP, iFEEEe
254888 (Direct Complement Fixation Test, DCF) & TS sh ¥ GERR AN FIBRE (45 (7 & Ll E &k
RERR S A RN IR 2 I ;s A 2 AME S5 6186 (Indirect Complement Fixation Test, ICF) & T & (%
BY RS ERA (8 A FE R 5S) FRE AR R AR 912187 ; 814 I BHA S (Indirect Hemagglutination Test, IHA)
BT AR EARSE = MK S I AR T % PCR B BARE A T4 2 BMEKRE
PRSI .

2 AREMEX

THARBMR SGERTAX:.
2.1

I{EB#E workload antigen

RB R4 582 RN RHIR B I B0L, BB 55 B R 18R BE A0 T 5 2 I 2 900 o 3 O S B # B E ML SRR R
BRI 1 A TAERHLRNM .
2.2

$#ERM# serum directed

SHUFAM AR S YH M . 3% E AR AR LB R Y 1 AT BRI
HIZA .
2.3

HMELAKE  complement fixation test, CF

PR SHURRNIE RE &Y 8 BE AMATI A S MU S, FIE R R MR E IR R %, DA%
RFRHIFERm.
2.4

[E#EIM#FKIE  indirect hemagglutination test, THA

BHUR GO B8 TR, BOABE MR, RS SHMN MA@ 44, ATifia
MR RAE—R , HILE] WA R

3 BUREAHSBESES

31 RmakR

SEAN SR 2 A A SR AR G O RE AR T SRR AR | T TR 1 ] L A 2 oA L KA L IR B 4% T R,
EIFFLAR ESAR 6 SEH kB BT TORERE B R BB R RS,
3.2 HMHEX
321 BERE

SRR REA L OB 15 5% » EHE P A L 907 B JL BB B AR P SR 5 L 3= LI
BB, RRETIR T E R AL R A, BT TRZEEE A AR R i 2 6 08 RLAE /M,
EB) L1, KN 0. 2 pm~0. 6 pun; RUARIK(RB) A B, BAEH 0.6 pm~1. 8 ym, BEAEZIIK

1
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HRFA T HEMNBIAREL 72 h REMEA MR PHE T —20°CoRkE & A BB ERAT . B
BT 80 CHR{KmKAE.
3.2.2 BEEX

SRR IR IR AT SPF ZAEMER S & G EE Mok B RR B EAEAR
FERETETAR NRERIAER BRI RS
3.23 HEEKR

A JFAE S B SR TR S 3 T D R RSN G B SR A AL Y AR AR R AT I SRR
TEARH BB, AR 2 A AR RS R BESK , R TE TG B R AR (] N AT . WO IR RN RS B 7R 8 (L4 M 9
FRIEAXRE N AT RERE.
3.3 HmHE
3.31 HFHLE

W R R BUBE A B AR SI0RE B0 S A R M HL TG A% B TS R TR R A T K B AR R K 1 4 7
o INRRAGEREA, REBUCUNE R EAEEEK 1 4 BRJG AT RERALEE, 3 000 1/ min B
20 min, 7€ 4 CYRFATRRE 4 h A & M. SRS RO ABTE G A FHER (1 mg/ mL AR
IREE (1 mg/mL) A/EHRERIK 1 2 4 .3 000 r/ min B0 20 min, BUH EIFHEL 4 000 r/ min~6 000
t/min FELL, B ACHAERE A h EA &
3.3.2 WBEEHEE

WA 7 d. LA R SRS E AR T . FRER G 8RR B RES.
B 7 BIRRE AR, HERPET 1 d, R ER SN B RFECIRE 68T RAFROGAE, R LE KAFD
RERGAELUER.
3.3.3 TBEEHYEM

JHBET I B EFRALFF AL FLRDN LS S AN E IR 1.5 em~2. 0 em. /4
FETCHBRAEEERN 0. 4 mL _ERACIRAT (UREAR T ORI 4N, BB 5B4HIL, BT 37°C~38. 5°C LA
WE.
3.3.4 GEIFHEBABIE

FEEFG 72 h FIET-ARGAE , CEHERN S 4 d~10 d NFETXSNR N B E R4S AL 10, B EHAG
JER R FE T (B FYUR 4 d~T7 d PIFETD) . ATIREEFN AT BN, BEA G 10 d SRIETXSAE, WSk 10 d
SREET- WO HRGP S TRME, 0 ARt . BN T SR SR A SR A (R AL, Y 0B 3 R4k St 1
R 3R~4 ., BEEHBMEHRT N IE. GRS A5 k5 BOXGJIE 5P 2 T BEHT i g e A HE . AR
HEKFREQ IR EBANA 4 mL 43K JF 3 000 r/ min B0 20 min, 78 4CHRAMFIRE 4 h £6
Ja - HeFD 7 HISR A RAFBDSIRAEA.
3.4 Z£R¥E

WIS B AL RN FRTERERN G 4 d~7 d PO BUBL A SR T, AT 5 1 A ARR R, i — B )
BT BTN SR A PCR %5, WIVCEEF A AT SRS 10 d ORSET-AGAE, BUON B e BEifk A
Yefd,, BALEIMER B I AR FA 6 UKL . RLAR S8 IR IR 3 IR ~4 W AR ASE T H BB &
R B BUEEAA RO T H R A S A R FA P .

4 FHREFEERE PCRSHT

41 W
4.1.1 {8
PCR B WAX AR S BT 0oL e BRI e AR 2 SNEEIBE AR

4.1.2 &7
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TE buffer,Proteinase K. 3@ 8, Taq DNA B4 & . SDS /FIB . /K Z B By ¢ &0y - FURE
(25 : 24 + 1) BARHESE,
4.1.3 3|4

% 5% Genbank, TEMAMWEREFY. BITERT 2 XW51Y).

%4X5 514Y).

MP1:5- ATGAAAAAACTCTTGAAATCGG - 3';

MP2:5'- TTAGAATCTGAATTGAGCATTCAT - 3',

B354

MP3.5'- CAGGATACTACGGAGATTATGTTT - 3/;

MP4.5'- GATTAGATTGAGCGTATTGGAA - 3/,
4.2 H&k
4.2.1 RFEHEESA DNA HIRE

BB s oK R R P B RS R G BRK 0. 3 om® ~0. 5 e, BYBE BFBE. A 400 L TE Enpil. B A
#] 1. 5 mL 9 Eppendorf &+, L) 100 pL # TE s i3SI 48 , ik — 3145 A Eppendorf S,
HIA 100 pL. 20 %y SDSCEHREE 1%, IR4T A Proteinase K B4R R 200 pg/ pL, IBAIE 60°CHE
H 30 min, JRABESIEHEA 3TCKIE 2 h, BIRRIBEIK. AR 30 uL, BT 65°CK# 30 min,
B BB KB 5 min, IIAZSEBAIAE , BI5IE1,4°C 7500 r/ min 8.0 10 min, 52K, &
RIE—UGIMASRRAR « 05« FREECS5 : 24 D, BHf#ES 2 k~3 K,4°C 7 500 r/ min 5.4
10 min, #8 LEBRTH—BLBEF. A 2.5 5EBTR K 2B, —20°CHTEE 30 min, 12 000 r/
min B0 10 min, FEEFIARBAH. A 1 mL 706 ZBEERE 2 I ~3 ¥K.41K 12000 r/ min B> 2 min, K
FEHERTH DNA YA 25 nL RESGEKER . (R —20°C &,
42.2 PCREBUKZEREH
4221 EEERAREE&R

85— PCR ¥ .
10X PCR buffer(- Mg®") 5ul
dNTPs 4 ul
MP1 I MP2 B4 %14l
BEAR (B HEA B DNA) 4 pl
PAT:RAE YN 34.75 uL
Taq DNA B4 0.25 uL

F£ IR PCRY .
10XPCR buffer(& Mg*") 5ul
dNTPs 44l
MP3 1 MP4 3|4 1L
AR (—P =¥ 2 pL
FER WK 36. 75 ul.
Taq DNA B4 0. 25 L

FEAAIN R, R ZE UL P X B 2 0 BB . PR BRASEAR A& SR MOMP 2[R [R 4t Rk, 25 19

X BN SRR AR R AR

4.2.2.2 RE%H

ISR A I ) RS R FR A, AR LA L A R

— B 95° C RS 5 min; KT 35 MBI, 4518 94°CAEHE 1 min,52. 5°CiB A 1 min.72°C §E

{8 2 min; B J5 72°C1E{H 10 min,

3
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T35 AMEFRL 4B 94°C AR M 30 5.51. 6°CiB K 1 min 72°C 4 2 min; 55 72°C ZA# 10 min,

4.3 mik
4.3.1 HItR

W1 g SRASMENIA 100 mL L3k S8 oigl 3550 IR AL IS AR 196 BRARMRBRIBAR .
4.3.2 m#

PCR & P45 40 R IR #7455 pnL LI RE A | BT ] L 25 %3 ) \DL2 000 DNA 47
FRBRARE 5 uL BT B RREE IR A K
4.3.3 mik&H

INCHERS R T B A FR KA . A BB EK R R, (VR R B BEACR T | mm~2 mm, A0
FEALNA S R B AWM S RN, FAMESRSHREERS FREZ MR 1 : 5 B & MATLAMERA
FLIE ;80 V~100 V fi e 3k, fff DNA [1] FAtR 5 F# 3.
4.3.4 BEREHMNE

P = RS T R R R B SOR R R 5 R iR R
4.4 ERAETEG
4.4.1 #EHA

W4 0 5 i e UK S R TRORAR UM EE , DNA 23 F R SR . PR B8 a5 o BRI T 45 SR A
J5 L, M E RS . DL2 000 DNA 43T R &5 (Marker) 3K B M BB R 3L 2 000 bp,
1000 bp.750 bp,500 bp.250 bp,100 bp 6 & TEMIAISM . FHHERT R 4 7=H2 480 bp K/NEMIHI 5
W AR, KE—T REETEEYR/DTELUE RBKEF. E—7 moHR g
1170 bRy 4, A A M PATE. 25 A0 BTk A BT 58
4.4.2 BHEERAT

T8 [l Bg ek L B S » 24 DNA 43 1 B BandfE & 41u B8 R i B A - SR AE AR — 7= M e 7k
HBLA/NG 1170 bp A4, AT BRI E WM () s &5 — 8 R B kA 249 1170 bp &4, — 9
RRBIF= Bk B — 4 480 bp B9 578, FISH B () . BREAR—T R B =i ik &4 1170 bp 1y
FAE, T RN B UK B BRI 480 bp BYSRAE FIMEAME(—) . GERHIE R TR LK R B,

S EFMIREERMFFISHRA
5.1 MELARK(CF)

511 #HgsE
5111 #|H
12 mmX 37 mm /8 R JKIEAE U B 96 (S X 12 LI EREMR AR K.
5.1.1.2 Mk
TSR, H s B B AR, IR AT R AMA T EAMERUN T E . AMASU IR E 7 = LK 3% C.
5113 BAm%E

RIS AU X ARV I BT A . I R BB B R D,
5.1.1.4 1% BEIMMBR
il 25 77 Bk WLBE % EL UL A 2 0 C. 2,
5.1.1.5 #HRm#FE
RLTCYE ML TCIEW (AT AIA 0. 01 Y BRAMKER 0. 01 % B AR . RINATRH K. ARESMFX
AR BE R [B] LI % F
5.1.1.6 REHEFARAPRMY A ME

4
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IR P O T S O R LR G
51.2 ##EH%
5.1.2.1 E#iMEE SR (DOF)
51211 REH%
5.1.2 101 &_eE%®

R 1 WRRIFEME, R IR R B B I 3 X AR P o 3 R B N B9 T
IR ER KR,

R EBMESRBORER)

By HZET
oM

0.1 | 0.1 . 0.1 | 0.1
2ITERHUE| 0.1 | 0.1 1| 0.1 | 0.1
2BfiiaME | 0.2 | 0.2 . 0.2 | 0.2

AR

S S
{B51/E,4°C 16 h~18 h &4k, U5 37°C7K¥A 30 min
Wik | 0.2 | 0.2 | 0.2 | o. 0.2
{B4A9,37°C7K# 30 min

F+ |+
HE S 50%
bading B | B

512 1.1.2 &%
AU R 96 FLRRIAR, %38 2 OB FFERAE . U IR iAo xet BE | R 1f 15 % B I3 o, 6 R
PUIFOR R 7 A 3 0T B A R A X R
R2 HENMEARR(RBF)

LAbvsl-wis

2 THeRHIR| 25

2Bk | 50
A FEEh K
B5IE,4°C 16 h~18 h Jg& 37°C7K ¥ 30 min
AL EE | 50 50 50

1B %7,37°C7K % 30 min
- [+
HE 2R
g { L
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5.1.2.1.2
TERSE— R 37°C/Ki 30 min J5, 37 BRFEATIRB A RAIRE .

GRH|EZG

£ L RO INT SRR 7T B BN M R R

a)
b)
c)
<))
e)

D

BAS MIEHIAMATT R SERIE ()5

FRLPE M 7 B Sk BR - SE s i (++ 4+
oA L TR PR SE ¥ Il ()5

B R SERW M (—);

VA MR IR SERWF L (—)

BRI SERABEM(++++).

5.1.2.1.3 HEfR#
5.1.2.1.3.1 %m#F

a) PRMERM =1 16(+-H)H Y

b)  BKMLERHT : 8CHFIARIHE,

o BRMFERM=1:16(+OE 1 = 8(+ +)H ] 5E; BRI AT A AT B¢, A O B 4%
5.1.2.1.3.2 SRELEF.HNS. BRE0F

a) HRMBERH =1 : 8(++)H KM

b) BB : 4 H B

O HAMERM =1+ 8(+O8k 1+ 4(++)H R AT 5E; TR B A ™ 58, WAy Y.

5.1.2.2 E#EMMEEERE(ICF)

5.1.2.2.1 #KWH*
512211 RE%

3 MERFRME.

EEEMA L &R (R EE)

miF

1 THEESUR

JRBAIJG ,4°C 6 h~8 h B

1 TAFR#E M| o1

DAER | 0.2

0.2

sy S

0.2

BAIE  ACRB(E 8 h~10 b B HUE 37°C KT 30 min

kgl | 0.2
JBAT,37°C 7K 30 min

0.2

FIE

DM

5.1.2.2.1.2 wE%
& 4 MRTRIE.

il
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AT

pogict oS

25

b FEaNi:
# LE: 2 FRoF: W -
; 33 B | dEwR
i 1 3% i i
ITHEE | 1:4 | 1THR

THEEHER

25 25

TR5IJE,4°C 6 h~8 h &tk

5.1.2.2.2 HFHEZHHM
FJa—WK 37°COK¥E 30 min J5 , SLAPAE.

X A AT 4 R R T RE AR L 75 W B R

a) PR METRMAN B SE A (=)
b) YR ISR SN (L7  SE R M) 5
o BIMEM A G E IR I  SELWMHEE M+ +++);
& PURXME. EEEM—).
5.1.2.2.3 HEHE

5.1.2.2.3.1

B8 1 i

a)  HRMERM=1 2 16+ FI B
by BASMIEBAHL + 8CHOFIT AN ;

o BRIMBRM =1+ 16(+OIK 1 : 8(+-+)HHA] 5 AR AT GEH 0 P

512232 #.G. #RE0H
a)  PRMFRM =] 8(+ ) H N K
by BRMERM<L : 4 HBBAHE;

o BREMEBM=1: 8(

5.2 E#EmERRE(THA)

5.2.1
5.2.1.1

i
B

1 TERSERmE| 25 25 25 25 25 25 25 25 25
2 A BT 50 50 50 50 50 50 50 50 50 50
K 25 50
B, 4°CRER (3 8 h~10 h) , lUH f§ 37°C/K8 30 min
Wt [ 5o [ 50 [ 50 [ 50 [ 50 [ 50 50 50 50 50|
JB451,37°C7K# 30 min
e B e B e e e
HE 75% | 50% | 25% | &F
SRS o | | wn | B0

FEK T+ 4 FIG T BE s AR mT BER R FH I

96 FLEX1DV B110°) REZ M EM - 25 uL.50 pL B F W 2% sl B, B R 28, K I

%,

5.2.1.2 #feamm
5.2.1.3 xRmF
e B O T P L BRSO o 1 ¢ 2 048 ~1 = 4 096, b ofl B4k I 6 A LB <1 = 4




