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AAFUERIR GB/T 1.1—2009 24 H i 0 ) e 2
%3

AR HERS LT OTE 58 23 A1 B C Rl Az 3 4032 Wil g6 e i T3 ) (2018 RO B9 3.4.12 A= 25 745 1k B ik
i (LSD) A G N A HAS 2 A bR i i) — BOME R B AR AR AL
NS I R S NSENE o S A

AhR i H 4 [ sh W DA AR HEfL R 22 51 4 (SAC/TC 18D IH T,
TR HE PR AR W A PR A F .

25
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51

|11

ASSCAR I S A MUK B30 0 T P WA S AS SCPR I L AT R Je 3] 8.3 51 W SR BHh 51 W0 %) 2 AR AT 2
55 A G5 B IR i 7 B vk TagMan-MGB S22t € it PCR OGN T 519 s8] & B i 77 3% ) A
KH LM

AR SCAF I S A MR X 126 R 19 LS A R0 R [ G AT ol 3737

2 MR A N ) AR SCPF 4 A HIURG PR IE At B 55 R A AT F 3 A A B ELJC B 9 2 s 26 F
L R BALVE AT BEAT AR o %L R A N7 B AR A SOOI A HUAS A6 58« MO AR R nT RLadiad AR
AT Ak A

LRFA NS A R R EN R EER ZENE.

Mol HRTTVLAL IX L0 B % 8 5,

T BRI L RSN A SR B L N AT Al e S e Mo AR SCPF 9 26 A ILAG AS 7R $H U5 1 28 %
FIH) BT
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G ETERKRIZET R AR

SEEl

ARBRUERLE T A 45715 M B s (LSD) [ I AR 12 W7 L S 560 %= 12 Wi B R RIER I .
AR FH T4 45 1V B UORS 1912 18T o 9 1 0 8 45 28 R 1 TS R Sl A% Bl i A T R e i B sl

PR BI12 s i B L€ 18 T i RS 11 12 5 92 2 PCR 53858 PCR 1& TR 3h 91 4% 3l i i G
YL UE B |l PR 191 6 12 R0 M 00 B A7 246 5 IV v A 56 T A A 3 4 B Sl i i T S e B L 2 i
PRI 151 M 0 B e A7 A RN G BEROR Al

2

.

e M5 A

G0 SO T AR SO N SR R D LR H A 51 S A B A RR AR & T AR S
FLAANT: B IR B 5| SO Hods o i A CaL 36 BT A & o) 38 FH T A SOk

GB/T 6682 41 5250 % FH /K HUAS Fiial 56 Jr ik

GB 19489 L= AW @ e HEK

NY/T 541 HBERIZWAE S RE R 5B B ARG

3 HEEEIE
N A TR T AR S

4

4.1

CPE: 4l iia % 7% (Cytopathic effect)

DNA : it 48 #% ¥ #% B2 (Deoxyribonucleic acid)

EDTA: Z — &P Z, g (Ethylene Diamine Tetraacetic Acid)

GMEM ;4 K& 2 FH B 57 3L (Glasgow’s Modified Eagle’s Medium)
LSD. 4= 535 4 fz ek (Lumpy skin disease)

LSDV . 4= 4535 4 J7 5 9% B2 (Lumpy skin disease virus)

LTc: 26240 (Lamb testis celD

ORF : FF il %) 52 /£ (Open reading frame)

PBS. #§ g £t 2% 1k (Phosphate buffered saline)

PCR : & W55 3 ;2 i/ (Polymerase chain reaction)

TCID:, : 2% 2H 21 5% 35 Bt (Median tissue culture infective dose)
Vero: JE PN & M6 B 40 il (African green monkey kidney cell)

VN % 3 H FHE B8 (Virus neutralisation test)

Il PK 12 Hh

Al A A 2R ALEE B AR IR A R R KRR 2 5 B A Ll R A S K SR L R B

o KA AN TR
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4.2 ImARER

4.2.1 GESWIRIRTE A 41 C L RREE 1A ~2 Jil s G 48 4 IR 5% R MR O R O 5 DRED L ORS R 2R T AN
FEATAE W FL A 7 e kb

4.2.2 Dy B BN BRI BREE T LSk (B FL D B A L A S e AR 2 IR
A 0 R 5 B B T Ry R W 45 T DR/ IN AN A T R BN IO i B R R 4 B B B TR AL BU LA
e,

4.2.3 GRSy 10 IR AL G 6 R Y B s A B R SRR A I O IR LB E s FL s A
i B SR TR A YL IR B

4.2.4  BEARGTS R IR AN 00 A R AR SO A MR SR R R I PR B AE AN

43 WETH

4.3.1  BE Y BRERTE AT W B AR 0.5 em~5 em R 1 em~2 cm WY REIRES T, BRI A KR Z L
LI R AR A NLIA L JF AT FE I L K M LA AR FIIRFE 5 1 A AR B R Al 26 CRy )
SR ED T REAFAESS T .

4.3.2 BZJR LD A 55 BT S AR RAE SN L 451 R VREIRE T L 4l 4 2R R A U R L T
LLZLK il s WA IR S 9 A SE AL R BGE | RE A R AT IR

4.3.3 WA RS DR DA R S T A o I T B R A o M U I 45 B R B R A A 5 52 LA
15 et B A 7

4.3.4 SN LA G E G0 TS I 2 S5 A AT BE Y BLHEIE Hh g A sl IR AR 4 8L/ 3R
S

4.4 HRHE

4.4.1 Gy ISy B L A e R BR A BEAR Ak AT A DAy B ARL A 25 1 B TR
4.4.2 B ILRSEA I PRAEIR Zh B 0 4555 L DTSR IR AT S8 56 = 2 W . R A OR T WD I i PR AE R ) S Bl
Py 9 BT BE AL VR S R IR AT SRR A LW

S

5 LWEBHHEMRE

€

puy
W

o

1 &=

A BRI

Jd.20 KEHE SRS (15 mL 8 50 mL) .
A3 B4 (2 mL,10 mL),

1.4 10 mL~20 mL R ES 2.

A5 BEKARE .

1.6 ERBITR.

A7 BN RE.

1.8 mEABUAIHAL,

ol o1 o1 o1 o1 01 O O

5.2 ik

5.2.1 0.1 mol/L PBS(pH7.4) , ¥z BEI 5% A 9 A1 Fic sl .
5.2.2  10% Hih-PBS #4775 18 A.2 Bl .
5.2.3 HER.AWE N 1000 IU/mL,

2
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5.2.4 FifRHER R LWER 1 mg/mL,
5.2.5 il EH FE . AWE N 100 TU/mL,
5.2.6 MHEER B.AWE R 2.5 pg/mL,
5.2.7 BER LN 200 TU/mL,
5.2.8 GMEM };F3L,

53 HmR&E
53.1 HERHETRE

F 0.1 mol/L PBS(pH7.4) &5 vk fz Bkt 5 Fe i . SR 5 FH K I F AR BT I 35 545 .2 ¢~5 ¢ WH. R
K5 B 1 B PR 45 55 2 ARE SR ARAE . I 10 %6 H l-PBS {877 38, A 48 77 380 1w 15 BE S L o 55 B 0L Ak
PRAT
53.2 HAKEZRE

I Bz IR &5 755 A1 o 78 16 ARAS: i 5l 78 I ) KG: B 1T SR B bR B 4 Lo A i S 4 40 T LT A b R A 4 T
gk JE B 4H 2R 2 g@~5 g B8 ARESARAEAS N 10 % H il-PBS AR 77 W 5 4 A7 V80 T 1% ik B . fn s B
B RRAT o Ife P 26 PR At 5 o (HL TR BN AR &5 750 Ik B Ik 0 o5 D2 W A sl 0 T AR B SRR 4 EDTA i
S RS 2 . XF A AT A 5 R I R SR ARG T I L T SR AR LI ZH R SR DT 2 g B ARE SR A
(e IR E O N Y

533 HhXBIHRMRE

VR A TR A 2 B B IR 2515 2 i Ji] 1R 4 0 o MR 3 L 1/ JRE K1 AR 0 RS I B I
(&% EDTA 8RO % RAESNW MM LA DT 2 mL, T ML 23 B 89 MR & 43k AN 2
T 5 mL, SREERYMER | /S BT RS B ARE G R AF A A 0.5 mL #1026 H iih-PBS LR A7 -
s B O R VR IR AE .

54 HFmHEKRSRT’F

BEH 032 26 SO R NY/T 541 SO CTER . AH0SE I 4 25 1038 RV 36 /28 B% 7 75 . B
BTUK LSRRI, B T AE 4 C ~8 CARAF 2 do JI T 55 9 4 B R 50 JEOA 0 69 41 SURE B 7 B T
1°C~8 °C pKEF ok —20 CARTE. B 5 35 H BE 5 IR Ve ) BE 5 BRAF WL P A 4 1096 HF 3 » ELBE & AR
T LA (I SRR SL VRN 10 mL 10 % HHM-PBS (717 10 - 532 6 A 1518 1 51 4L SR o

5.5 HEmAibiE
5.5.1 4£MRLHKE

R it 1) 4 00 A= )22 A L e GB 19489 BYRLAE o
5.5.2 AR LE

FH 976 75 43 85 R0 0 BROAS: I %) 99 kb R &L 0 T BT RE S L A SE R BUAY C B PBS 8 Pk E (H
1000 IU/mLIYHH R .1 mg/mL WEREET Z M 100 IU/mL B HI %@ Z 5 2.5 pg/mL PIHEEE B
A1 200 TU/mL 38 2 B ML GMEM 55 37 356, J0 3 UF I ) 6 10 %0 19 20 289 il i 2 e &
R 3 YK . LA 800 g B0 10 min, YW 0.22 pm MEAN L UE . v FH TR R 5 5% .

5.5.3 I & # & H AL B

RAERIPUBEN - 800 g B0 15 min. /v W BB 35 0 5 0 2 A9 A7 B2 LK LR S 2 5 mL B
3
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BRBETIKF 30 s J5. 1A 5 mL Fl 0 3UE B B GMEM #5358 50105 . 1WA WL 800 g B
15 min, % i, 4 5 mL GMEM 15 3% 36 B P2 40 Ml U0 3E - FELL 800 g B0 15 min, f o J 5 mL Bt )
GMEM #555 BB P DIV . H TR & B i % .

6 FRENR

6.1 ==#4F

6.1.1 B 0.
6.1.2 AXBEE L.
6.1.3 ARG 4% .
6.1.4 7 U F e Al
6.1.5 T EES AT

6.2

6.2.1 TrissEDTA iR (pH7.8) , 3% 18 A.3 Bl .
6.2.2 2% WEETRIEM (pH7.2) 418 A4 B,

6.3 BRIESRE

YRG5 Bl 0 ) B JEK 445 1 s A 3 A ] A A AU SR T S T R B . T
B B VT A I M I AR B 3k B e b 2 38 pem (R 400 HD) ke o RS E T 22 W B 1 min, PRk Y
e RS B — 4 Tris EDTA 2o (pH7.8) 20 s, 2 H# 5 — 4 220 MBS RIS (pH 7.2) b e
10 s B Bk 190 5. P DB 200 M 26 JBE 1 AR AR TR L B T ol T BT T L

6.4 HRHAE
A BV BT o R KL AN AR ] PR A A AR AE K L RN D 290 nm X 270 nm e, 573 BE KL
5 J FEAT i T A i L

7 mESBEETE

~

A =

A1 4 °C~8C kA

1.2 EARIRUKAE .

1.3 AR EE.OHL.

1.4 Yl Bl aE,

1.5 AR B FRA .

1.6 38 i UsR .

1.7 MEBB (G pL~20 pL.20 pL~200 pL.100 pL~1 000 pl &R [E 30K .
1.8 AN FE M. B 25 em® 40 B 5RO .

7.2 AR5
7.2.1 A A AR (SR RO LT e,
7.2.2 GMEM £ 3% .

4
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7.2.3 B4 i .
7.2.4  JRARKE-GRA GO, $i IR OALS FidH .

73 mELEB

B 5.5.2 8 5.5.3 "L B S (0 R 1 E W SRS B2 R 1 mL, B R 25 em® B SRR R LT,
37 CHEM 1 ho kb 10 mL &4 2 %4 35 19 GMEM ¥ 32k . 5% 0 & A LT 20 R C H (4 20 20 3% 35
W, % HUEE CPE 580, FF 20 g 7 d~14 d,  H B0 40 0 B 48 45 5 400 0 60 4 A% e € iR 1 2 1k % CPE,
TG I AT W N CPE 4 d~6 d 53 MBI . 14 d 5ok & 3 CPE, W 44 55 5= W) ) 52 Uk il
3G H LB WA R LT 4, UEAT R 3R . i B0 CPE SR Y€ - s 3 CPE, W3k 1795
PRt .

7.4 RELTE

7.4 BLEVARMORGAS AN 7.3 BTk . A B IR R S AT R S AR A5 P B R ST A . CPE AT RE Bl B 1k Bk
HEIR .

7.4.2  HU7.3 DA EEIRY L R E G L BEAT OR ALY (0 (B HEE Yo @) Mg, ISR F B AR
ARG T A0 A% — 2 R/INAS — o ELJR A T I A9 5 200 00 8 T M 4 R o B TR A2 BRI RT 92 i Sy g 2 SRR
7.4.3 RT3 BT IR A H IR P 4R DNA LR TR & Wi i XN L 43 D0 20 A . RTS8 W AR
B IR 9 R 5 R TS5 I8 9 0l 3R Tl e S 00 R A A4 45 71 P8 B JER s s 2 A R AR 0

8 SEMRARABEEHENRNE (MR PCR)

(o]

g0 S

Tt e B B O L
A B A,
TR R i i

E T 7KV 54

i R K TR
IR VKA

SEEF 2 PCRAY

1
1
1
1
1
1
1
1 MR B (0.5 pL~10 pL.5 pL~20 pL.20 pL~200 pl.100 pl~1 000 pL) R E k.

cO 0O 0O 0O 00 0 00 o
© N o s w N o

8.2 X

PLTF B A3 B R 0 3 B 3 0 380 R 0 B A7) K AR GB/T 6682 H R e i — 2K i BILAS .
8.2.1 Premix Ex Taq(Probe qPCR) % Jt PCR 2 ik .
8.2.2 EIFRWL LM AT HCH .
8.2.3 YEFFUE . FHM A8 T,
8.2.4 25T W # I AL9 LA
8.2.5 I fh Ak v det o 7 A 1R 4 B R 5 i HE At B AR R

>

8.3 Sl¥K#Rst

A8 24 45 745 ¥ B2 ko5 95 75 1O bR ME R Neeethling #k & F 7 51 CORF101 #1 ORF126 3£, Genbank %

SE5 AF 409137.1) , 78 H AR <7 KA 0 S35 1 W A ER &1L 51 ) M ¥ 51 UL B, 595 % 1(F1 F1 R1)
5
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S5%4 1 @A LSDV &Z RN, 5185 2(F2 1 R2) 48 4F 2 A T 5 4= B2 i & LSDV # R
RIS, BiRy L EE S LK% B o B.1, 519584 A L H 28 F /KB §l & 10 pmol/L,
—20 C1&-4% .

8.4 FREFHRMAME

8.4.1 FrifEREMK : L LSDV [EBrpn & Neethling #k Ry i3 2 Bk .

8.4.2 2 . TG PR LA B G A SEOAL L o A DA SR LA A

8.4.3  BHMk X HERE ity . A S AL 4R 0 s A0 BR80T B bR o 7 R 4R
10 % (AR BO 2 R0 FAC S2 AL 40 AT, 37 CIEB 1 h J5 #Mn A 4B e 4453 .37 °C L 5% CO, §3%.#F CPE
IRE] 70 %0 LA b ORI BE BT I VRl 3 K ~4 K12 000 g B0 10 min, B IE WA H .

8.4.4  PAMEXT HRAE & . 48 22 P07 $2 It ol 43 BT 2 Oy i il 4 OFF IR R IO JEAR SR LA AR, S B AR 3 TR ~
4,12 000 g B.0> 10 min, B WA .

8.5 HmHEvALIE

B 5.3 SRAE B ARAE & - AL 58 B BRI IR L s LN A5 LB 2 g~5 g dHAVRE IR /NER L T A
5 mL~10 mL ¥ ) PBS ZZ P 51 3¢ 2 min, R E W . )X E % FH 3 % ,4 °C 12 000 g & .0> 10 min, JX
200 pl. VS WIHFAT IR PR HR .

VAR i CELAR P E I K VR L A0 5 95 W55 - BRI 200 pLL HEAT A R $ L

8.6 fx53 DNA HIZEN A4t

TR B U AE A ) 22 A AR b 0E AT IS  BH A X ORI 8.5 v iy b B A i 4% 200 pL 3% BRAZ e /
=AW b AT Bl v S BUZ IR » R TS5 20 DNA $82 B0 & 5 H 7 34 20 A7 7 % 1R 1 1L

8.7 LRIt PCR &I
8.7.1 SKEF K PCR R ALK&

RGN A 45 35 P B JEO s 15 S I 920 PCR R R W3R 1. RLAR 25719 1 B IR i 2 DNA A Sy B A4 %)
B, DA 8 LSDV (14 2120 SR AR S2ALA0 A DNA 1 SRy B X B, DR B 2 3 /K VE R 2s (R B

* 1 EE*E PCR KEMEF R

v W 6 VR TR &R AR e i AR AR/ pL

Premix Ex Taq 2wl 2% 1.2x 15
NAGEILY 10 pmol/L 0.4 pmol/L 1
ALY 10 pmol/L 0.4 pmol/L 1

MGB 4} 10 pmol/L 0.2 pmol/L 0.5

Bt DNA — — 5
K28 T K — — 2.5

J A F AR R — — 25

©OSERFEE S PCR S UK & T AR AR 52 bR B0 HE T AH R A8 Y R 4

8.7.2 R PCR RSB

S %9 PCR R i %0.95 CHiAS ¥ 3 min,95 °C 10 .58 °C 34 s,3L 45 PMEFR,58 °C 34 s Y4
6
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FAM 9361055 .
8.8 HRHE

8.8.1 RO

S 45 SR A5 0 (. e 90 4 D50 2 00 B 0 . S 7 A
A B P AT B

8.8.2 izt
F P X R A ) 4% 2R 7 DG A S M 3 BHPE X IR A Ce {ELR <C28.0,
8.8.3 HRMRRFIE
8.8.3.1 PR
Ct {E<<40. H i BUWTR A9 S 9738 22 . SR WIRE iy A7 18 A4 25719 1 B2 JUROe o 2 R 1R
8.8.3.2 A
Tohe Y 1 i 2 E Co (H =45, R WIRE il b J0 20 25715 P B IR o 25 1R
8.8.3.3 AXMEM

40.0<CCt {H<C45.0 AYFEAR W A8, T A R JCdE S e P all Co fH >45 WA =z . F CofH H
W g 4 1l 2R ) Sk BH A

9 RAMEXRN(EE PCR FiE)

9.1 #H|H

1.1 PCR 1Y,

1.2 UG S O L.

A3 A MR e,

4 R UKAR

1.5 R

.60 fHIRKIE R .

A7 EEKE

.8 R RS R T AR K - L O
.9 BRI RSN (B AR O
10 MR AT SR (0.5 pL~10 pL.5 pL~20 pL .20 pL~200 pL.100 pL~1 000 pl) & fig &
9.1.11 1.5 mL .4,

9.1.12 PCR ¥ #8145,

9
9
9
9
9
9
9
9
9
9

9.2 ik

DL I A 300 o 3 i ) 3 BH 2 A0 35 Sk A Br a0, K N AR S GB/T 6682 Hfil e 119 = K 11 BILAS .
9.2.1 Premix Ex Tag PCR 2 .
9.2.2 7 i Akt e B A R B G R0 6 At B A AR
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9.2.3 1XTAE HIKZE .

9.2.4 HUEHE.

9.2.5 FLIKIMEELGE hil.

9.2.6 DNA 2000 Marker($r#E4r T .

9.3 5|#

B I® F.5'-CCTCCTTTTAAGCTACTTTTTCTTA -3/
54 R:5'- GATACATGTAGGAACATTGTTACCTA-3',

HAY WIEFGE RS B2, HKE LS F/KEH B 10 pmol/L ff F TA/EH

9.4 HARHEF

BRI oF B L BH A X B AR 0 A B L TR B R A ] 8.4 ~8.6.,

9.5 PCR #&ill

9.5.1 PCR KM%

Rz W0 2 235 15 1 Bz B o6 75 35 3l PCR & W

AR 2,

—20 CLRAF.

LA 65755 Bz K 93 35 DNA A S BH A o

WL LA LSDV 4= A H 40 JFAR S2 040 0 DNA Ay BE 6 BE L LR B 25 88 T /KA s G IR,

* 2 & PCR KMk R®

EAS b £ YR e i TR R AR MR e i IFE R B/ L
2 X Premix Ex Taq 2% 1 2% 1% 12.5
NABEIEY] 10 pmol/L 0.04 pmol/L 1
I 10 pmol/L 0.04 pmol/L 1
itk DNA — — 2
KA 2B FK 8.5
SO 1 2R AR — — 25

* PCR Jsz A 28 W7 AR 408 52 B 15 0 547 H I BG40 ) 980 8

9.5.2 PCR R &1%

PCR # M MG 258,95 CHiZE 4 5 min, 95 °C 30 s.52 °C 30 s.72 °C 30 s, 4k 35 MEHR .72 CHiE

{5 min.,

9.5.3 F W REIKEN

9.5.3.1 1.5 % B E M 68 e 1 il 45 R 1.5 g BUIR M . A 100 mL 1 X TAE S Wi b . Jn#A a4k J5
5 pL(10 mg/mL) GoodView™ IR 4] J5 8] ABERE £, G 5 mm A2 47 . MK AR & 40088 FH 38 B 1 1
T R e 4 B I i B T OB PR B AR FL) S il A HL KA R L B 1 X TAE 22 o i v 58 ¢ 1

9.5.3.2 ikt HL 5 pL PCR Y =45 1 pL INFELE shBUR A1 5 A — S AL o 5 % H K B % o
DNA Marker B MEXT & | FHAEXT HR

9.5.3.3 HL¥k:HLE 80 V~100 V, B LK 40 mA~50 mA, ¥k 30 min~40 min,

8
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9.6 HRHE
9.6.1 XA FH

HL K 45 R IO B R S AR SO 58 AN T W6 o BH AR i L UK 5 SR VA — 26 R /NR 376 bp 1Y
Zalr o BIEXT IR OCY™ A0 s T L RSB 0 O T

9.6.2 PBAMHMZERHE

FEE 9.6.1 B2 ORI RE o 1 B 376 bp /N 2841 WU DAy A4 2515 4 Bz JoR g o 2 A TR L 5 8
P DGR S PR 8 2 A D AR 5 B DR s B A TR B o A I DA A TR B Y PR A i L FE PCR 7= g i
WY 28w BEAT I 43 07 5 7 45 5 5 NCBI 8 5% 7 5145 B HEAT HLa )7 91— Zerk ik 9700 LA b A
SE R A G5 P B2 TR S B AR P A

10 EHMLE VN

10.1 &84

10,11 Mk ds 7546

10.1.2 {5 ¥ 1 Tl i .

10.1.3 96 FLANMIRE 37 AR .

10.1.4 it v RS W R BL B Sk

10.2  ZHBE#k

Vero #iffial LT 4.
10.3  #RAEHE

L1 9 5 75 A 2 B 0240 KSGP #2# #k i 2 K T 61g TCID;, /mlL,
10.4 BRIETR

10.4.1  FREIN I v CEL 48 BH P I XT O #e 1 ¢ 5 M LL ] FH Eagle” s/HEPES % 37 i i B, 56 °C K%

30 min,

10.4.2 50 pL B JHH A AL £ REANRUREIAE - 365 1 5y I3 R D A 35 0 A 21 96 L 40 i 385 FR A A 47~

H AR 901 1 50F 2 50, 58 2 4 JOE e i v i A B A A7 ~H 4719 3 511 .4 515 58 3 4 0 o 0 1fiL 375

AR A AT ~H 4709 5 F1F 6 51 [HE M AR Afr~H 4789 7 508 8 51, It i m A A 47 ~H

179 9 1 F 10 41,50 pL JCIfLiE 9 Eagle’s/HEPES BRI\ MA R A f7~H 17/ 11 51,12 41,

10.4.3 MU FIEis TEhn S H FER (B KT 6 1g TCID;,/mL) . ] Eagle’s/HEPES # 5% # i 8¢ , 6

B M 5.0 1g TCID;, /mL.4.0 lg TCID;,/mL.3.5 lg TCID;,/mL.3.0 lg TCID;,/mL.2.5 lg TCID;, /mL,

2.0 lg TCID,, /mL. 1.5 lg TCIDs, /mL (K1 2 F 43 50 pL % 5 o & 3.7 lg TCID,, . 2.7 lg TCID,, .

2.2 Ig TCID,, 1.7 lg TCID,, .1.2 lg TCID,, .0.7 lg TCIDs, .0.2 lg TCID.,) .

10.4.4 M BERE S 19 G AT R IG  B AL AR IR # BE B2 Y 50 pL g 8K . B0 7 R B2 15 1) 1 &2 ¢

YEE ZRAERE = 1 A AT,

10.4.5 % 96 FLARA S FRARE 5 00 1) A AL B 3240 37 CIER 1 h,

10.4.6 HWEEFRIFM LT SZA M Eagle’s B3R M (B A HUAER T 200 104 L) 1 4% 15020 i 45k

10° A /mL A0 Ml B . B H 4789 11 LA 12 £LAE R 85 5% W T B4k, B L A 100 pL 46 B B .
9
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H 7760 45 oA A AL CED H A7 89 1 FL~ 10 L) 1 Sk 41 B A il 785 XF B8 AL

10.4.7 Kl 45 451 96 FLAN B KT = ABCE T 5 %0 i R AL I 3540 37 CH5 3% 9 W 4 K2, B H M
£ CPE 1§ BL. HATMANMEALE A3 CPE, 55 9 K EAT45 5 #15 , #i B Spearman-Karber J5 115
A T AT B T R

10.4.8  [A] At Ak L 2 0 2 01 36 LA /8 9 75 52 B TCID;, .

10.5 PBABHMEXTHR

10.5.1 B i 375 R0 F 44 I V75 459 42 4 ARG 00 ot 75 164 0

10.5.2 ik & [l 5 a5 o B E 30 00 o o 5 19 TCIDs, B 05 35 35 F2 i 10 A% R B2 10°, Ak
JE 4 L AL 50 pL AN 50 pL K5 3R BRI A AR 100 p L, 3H 588 0T H 50 pL AR 8RR & A
SEBRE) TCID;, .

10.6 SZHRHAE

10.6.1  JHEI & WABE A 4 Kl KWL CPE A8 4k . 4905 75 15 7= W%k B L B M 1fi 7 0T B2 3 3 CPE, BH
PRI X RE TG CPE, 73 £ 1L 375 % 44 i JC 2 P, % BEAH AR A2 < 1E %, 996 3 55 bR F it 76 50 TCID;, /50 pl~
150 TCIDs, /50 pL 35 Fil N J5 REFIE 455 5 9 R L] BT T o 3 A o A2 DAARR A LV due o 7 R 2
50 Yo PR 4 A 12 B AL I 10 R ORI 5 LA B AR B0 200 B B TR A I T e v A R B A K L T B

10.6.2  H RIHE 25 LA BH A 0F BRI I 5 3 36 10 0 0 75 T B A X 8 22 (log) SR 3RR  h FIAR B R Tl %6 T
1= 5 NMPE/NT 15 B,

10.6.3 A kil 45 . BH Pk X BRI 3 U BE O R bE G E n p 25 1 A EE DL b, [l I i R AR Ak R AR
50 TCID;, ~150 TCID;, 2 |d],

10.7 ZHR@E

10.7.1 I3 A AR50 5 e 0 7 B R 7 B S I LS 25 R K ik (B LSD R S5 R R AN e g L B
Py LSD 9 8 J 030 AR AR K S 1 v T A o DR 7 2R FH v A0 3 0 235 SR 1 [ s, 95 &5 4 I DR IR 45 4R
bt i &) 5E .

10.7.2  {H25 J2 A6 25 ) — 2 4 Jak e mip R I % I 040 IO 355 D) L2 ol o 395 v 0 3 0 O AR, AR IR B
Je 55 2 R0 R ARG I B S R FE LA RR SR T A H L B TR LR AR SE 21 R~ 42 RPUIRTE E
BT

1.1 5™
FLAF A LSD FATIG 2455 5 AT 55 4 521 PRA2 W R o5 509 81 » 1T 380 kg 2= 245 45 P 1z JBR s 5 1) 491
11.2 iz

T0.2.1 I R S B DL 10 51 88 3 2 B O 6 000 5 302 4515 P e M 4 » 8 26 7 1443
CULS 7 B0 4318 Hh 2 4515 W 1 5 5 7 SR 2 S 9 0 PCR OIS 8 ) %3 PCROLSS 9 %6) 4F — 100
o 1 2 2505 B R 5 4 R S 4 4545 s
11.2.2 1 BRGS0 0 50 R 0 1 6 0 0 20 25 o R 5 O 10 3 K6n b 4 I W 340 2230
W04 2 LR o 4 505 P B R 5 4 A A AT R L
11,23 I PRIET G SRR 00 5 BB 26505 6 7 50 7 6 45 8 TS O TR AR —URR I 4 WP ) 7T
S e 505 P B T A 24 R S )

10
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M ® A
CHRLSE 14 Bt 3RO
2 7 B 2 1
A.1 pH 7.0 PBS
A ¥ . A AEEI (NaCD 8.0 g
SAfLH (KCD 0.2 g
ZALE5 (CaCl, « 2H,0) 0.132 g
SUbEE (MgCl, « 2H,0) 0.1g
KBk 100 mL
B . WA 48 (Na, HPO,) 1.15 g
Wik — &80 (KH, « PO,) 0.2 g
LB TK 200 mL

KRR PRI R H IR R B R 2 8 Tk, L 0.104 MPa~0.112 MPa 15 min 25 KB A %1 B
W, BHE. K BREEBEA ABRPHFELYS. 43%F 500 mL~1 000 mL KEMHH. B 1 mL~
5 mLEETERKNZ(NB) Rl fT LA, WA T 4 CREIR.
A2 10%HMIZH K

Hank”s Pl 10 47 e 4 4 -

HALEN (NaCD 80 g
AfLH (KCD 1.0 g
TR EE (MgSO, « 7TH,0) 1.0 g
AL (MgCl, « 6H,0) 1.0 g
S ALES (CaCly) l4g
] 2 10 g
KB TFK 800 mL

B ) 7 < AR BRI B B 45 3R IR AR IR T L B Kb B 48 1 000 mL, 43 %6 i TR K
W, WHET=RS 4 C,

BEWMAR FHRMEL 1000 U/ mL, RS R | mg/mL, H&EE R 100 TU/mL, i1 &H R
2.5 pg/mL FfIHiE R 200 IU/mL,

fff FHRT B Hank”s B4 ER 10 47 e 45 W0 T K BOBGEK TR B2 1A% TAEW IF S A PUER K 10%
Hol s B R 10 26 H- 332 i

A.3 Tris-EDTA £ 4% (pH 7.8)

A.3.1 0.05 mol/L Tris £& 4% (pH7.8) By &L &l
¥ 50 mL 0.1 mol/L Tris TIAEHK 5 34.5 mL 0.1 mol/L ThRIES . IMEE F/KEAFZE 100 mL.
A.3.2 Tris-EDTA £ 7% (pH 7.8) By &L #l

0.01 mol/L Tris Z ¥ (pH 7.8)5 0.001 mol/L EDTA(pHS.0) Z A FIIR A .
11
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A4 2% BB ER AR (pH7.2)

B 20 mL B ER INA 800 mL LB /Ko, J87 pHIEHZE 7.2 & H.

A5 BAB-RAXER

I AN lg
Aok 0.5 ¢
i 10 mL
i P2 403 B0 Bl PR R ) 20 g

P RVIN 200 mL

P« A T PRI A S0 AN+ 7K PN P AR T TR B B o A BB 5 9 I AN 1L TR 0 A R IR A
B s A S TR 5 1M I P8 28 B 55 0 5 7 1 DR K R TV v A s R AR R R AR R, SR IR

I il U e 2 Ao T TR IR B2 vh WUk 3 W, LA L BRI 5 7 Zenker”s W (AL 7 UL
A.6) [ 5E 12 h~36 h; [ 37K sk 30 min; 8020 ZBEH /K 5 % 5] 0.5 6 B (95 %0 ZBEECHD 5 min; %
) 0.5 V0 B AARLFR FK FE W h 5 mins 78 HRK HPUE 5 min, HIIRACK B 2 10 min, 755 B 19 20K a1k
LR (210 min) s JH 0.5 0 ELE Y 2 s~5 s5 48 =L 9520 LB K (B 3 %0 SR DR 4% 3]
GL2EZECRI 2 YO s 78 Z IR BIE 2 ¢, 5K 2 min~5 min JI AP 7 I [ 4

A.6  Zenker’s i

ALKk 70 g
T R 10 g
AR 25 g
EKEFK 1 000 mL

e 5 ¥k of EaRER IS Tk b IR S IRARAE . BTN vk 2 R (il e e Mkl 5%,
Y A8 3 mm~4 mm) , RIEH LB A /NE E 6 h~8 h, F [ kK b e i 7 ol 4
1 h~2 h#hk—R, 3L 2 R~3 R, ALEGETF 70% L,
A7 EHE

GMEM K F LR 10207 LSDV B i i 24 13 . 3% % % R 200 1U/mL, 8 K 200 TU/mL,

A8 IR

GMEM K #2080 2078 LSDV FU i i 4 v . 1 & & B % 200 TU/mL, # % % 200 1U/mL, it
TR

Dy ek T WL A MO A R ST B B — SR 25 % 20 M R0 22 A Rl 40 M TR S 2 PN B TR A L I TR L TR
R SELLE,
2) IR IEE Y ZH A, A A% S A B A (0 R A L AR E
12
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o B 43 B

JIRE i 2.50 g

L e 4R — 1 (EDTA) 0.20 g
ToE58E PBS 1 000 mL

0.22 pm PR UEERT . —20 CRAF &
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B X B
(B B B 3R
514938 FF 5

B.1 HETLHERBERSHERERRFI (KL PCR)

219 F1.5 - TGAATTAGTGTTGTTTCTTC-3', 8% R1:5- GGGAATCCTCAAGATAGTTCG-
3" K% 1.5 -FAM-TGCCGCAAAATGTCGA -MGB-3";5|%) F2.5'-ATTTAATTTGGGACGATAA-
CAACG -3',8|% R2.5'- GTTGTTACAACTCAAATCGTTAGG -3". 44t 2 .5 FAM- ACCACCTA-
ATGATAG-MGB-3',

1% 1(F1 F1 RD P34 551

TGAATTAGTGTTGTTTCTTCATCGACATITTGCGGCAACGAACTATCTTGAGGATTCCC

1%} 2(F2 F1 R2) ¥4 15 41

ATTTAATTTGGGACGATAACAACGTTTATGATTTACCACCTAATGATAGTGTTTATGAT
TTACCACCTAACGATTTGAGTTGTAACAAC

S T RIS B YU R AT R 4 SRR SR R G A

B2 M E R B R BF (5B PCR)

CCTCCTTTTAAGCTACTTTTTCTTATTTTTGTACGGAAACGTGTTTGTCAAATCTGAC
TATAACTATTTAATGTATAAGATAAATGTTTTTAAAAACAATGAAAGTACTATCAAGTG
CTATCATAATAATGATATTATTTTTTTATCAGATGATTGCGTAAGCTTTAACTCTACATA
TAATACAACTGTTTTAAACAATGATGATGTTAAAACTGAACTTGTTACATTGTGTGATGT
ATCTAAAGAAGTACAAATATTCTCTCTCGACAATTCTTATACTGGTCTATTTTTAACTTT
TTTATGCAATAATAACGATAGTTATTGGTTTGTTGATATTTTAGAAAATGGAATAGGTA
ACAATGTTCCTACATGTATC
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