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Ell

i

B H M F (avian leukosis viruses; ALV AR EFRENN « LEFRER T EEBARE
AHREMESENE EORPRI T RRRF T (MDV) & FR A E B ERZEREV) S X —
FEEMEHERE.

BHMER % ALV HENEEFRES ESHARAA R EMELENERO SR, BRE
MR EEARES AR K ZAFEAZHFNMNE. ALV SR A~] 0O/ EH. HPNAT
HBUH.CERDEH.EIR.IHNESEHEX. AUHN.BEYH.CTH.D . EHEM
B ALV, 5SEAMRH R RRENEERHAL, ETERSERNETRERR S HRP MM ak
EFRAFREHBET L GTAFFERNLERERSEERR, BMAZ ARAERERE. kit £
BHRAKHARBA ETEFA L ALV HERARE. EXH ALV HERTERBREEEH
AR TR, HRBRESH PEHE - BARERECPHOBRBTETA E EHAEE ALV, E
MEBRASHEEFRARER, B&THRERN.

BRT. AN RERBIYNEFRA. AERRSXE P EEOMRRERLER EEMRN
MRZ—,
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BOMFIZEHRAR

1 EE

ERREME THEH ALV SR M KA RE ALV g9 3 7,
FEE A TANS RN P RET RS ALV B3,

2 WRERAEARFAANTEIEL

ALV FES|EREASESHRBMARENER T, BRBNREACERERAS. RUERET
k20X, —EMRRE B RENE HTEREE T REEERENH.

W E R LR B O R A 2 S B A O R ST LT T B R RV LB LR O B
MEHS, ME T RIABEREZETWR GURERBOR) , SR & 010 48 /DT . MR R s
BEREA RAFH UAGREROCENKE,BRLFRERX . EROAKMES MR . RBEEHR
B BRI S, B B R REBER R, TR ALV R RBARANENE,. R
IR EE R EN ARAR RO R SRR O AR, LA
A, 3 T RETE BB A R R L B A

ROFARFARG(H.EREGOKNREALIFNEECH LA -EEFE L. ERAIKE
PR e, BERS S RN HE (MDV) & RUR P B2 4 5 578 (REV) B & 0 g 4
K5 FER BV R MM B, BEE 5 REV 85 % i 28 DU % 40 B oM X 50 , . B2 5 v op i | 4 BB o
RAEAZH, G RAFRFRBRTIENFRMRIE. RAMENSEHUMEAHNFHORBRER
W R B IR TR

3 RBNSRER . RNMER

3.1 EFamesE
3.1 &A

DMEM ¥ {5 5 (pH7. 2) 0. 252 B EG . BER £ 2% 03 (0. 01 mol/L PBS,pH7. 2) iR B vf ¥
FEEA0 A U/mL) HBX (0 HF U/mL) 3 ALV 2 ALV EAE FEME . FREBELE
(FITO#RICHI L E 3R, 186G Hifk . ALV-p27 Hi RSB 8 % M R B (ELISA KK A & B & Bs
B (PCRYEF RT-PCR & A BREL /K (0. 9 EALH) A ZBECH 374D SN R (AT 4D  H M (2
oD 75 NS R IR AE KB O 5 YBA 4R I BRI AF i 7 B9 DMEM ME{k 35 Fe ) (40 M2 1
(&F 1Y fR4 ER/ 4 fEN DMEM BEEH2) . KBEFE(TGD . EHE K. 7044 28 . 28
SO D  SE PR (T ED R IRBE(GT S R B (A ED 10 X mAE 48 Wik Zie 48 . DL2000
DNA Marker, TAE M3k 2 Ml . EALE5 (0. 1 mol/L) . EFFHE (100 pg/uLl) . FFHK K LB ik 3¢
3 .TE 29 .RNase. 4l AR .0. 1 % i DEPCEMBZ. —FH) KE (REHRIH, LREARYH
SyHres) .

3.1.2 {uE&
B R NE HEEHE . KEERFT.LHL(Z12 000 r/min) ,—20 THKE.—80 CHKE.

1
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Eppendorf & (B.08) i BB A BHA HEHEEFFIL.37 CHBERKER.7 CTRE.6 T
BEFRAR.SPY [RB AR RSB R T L BB A .. [ERIERKHE 16 T) BAK,

3.2 SEREAAM
3.2.1 TGBERL TSR (CER)
0 JU R 4 40 L o O LR R AL
3.2.2 MERSEANBERKERDFDER
DF1 4Rtk R34 & KL LR B,
3.3 MENRESLE
3.3.1 £m.mWmE

SR DU XS B4 I . I 4R AR B i R R I3, B &F T KR EZ W CEF & DFL, ET& 5%
TR 37 CHEBEREPER,

3.3.2 AER

REFCUSS IR TR . SE . ZESFEREN 1 S~ 2EMAXKEEBEK(SEFERNEEE
#1000 WU/ mL)HE EERAEH. $EBEEEELBETRIBIRS.4 T.10 000 r/min 3.0
5 min, {8 EEHE. #%3.4. 1.1 FHFEEMERE 70 CREEH.

3.3.3 WEHEM

BB R & CEF Ry WmE. EXNTEHRETRINRE ALV, i &7 DF1 4R K
bt E T8 3 1095 X5 40 A (C/ ED X8 % T 46 G

3.3.4 Mg HMERETF

U AR BT L M AR T R 3 0 R b WAk 18 3 ¥R ~5 WU B A3 3 s B M T S AR R T
B R TFRARER R 3 BHGROREME SRE T A HBASRE 1.5 nl S#RREBWEH L
HEOEP(AHEERANSERE 1000 [U/mbl), 3 EHHH4S,10 000 r/min B 5 min FREF
%FBQ

3. mEBNSBERSEE
3.4.1 WEBHSEIER

4.1 EMER RHEMAKBEEE BT CEAAPER2h. REBZMBERRE. AH
ISR, BREENE SR 5 d~7 d.
3.4.1.2 MBEAAOR 34 Ll ERMNARERTNESER ¥ LP, 5355 d~7 d,

.42 mEAERE
3.4.2.1 EEEEEENEERJFA)
3.4.2.1.1 ExE

HERAENAEER.EERTRERNANR-ZEG: OBSGREAER 5 min, FRART
2
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AT IFARBT—20 CREESH. HRBRMAAMAS N HEE,
3.4.2.1.2 mE—HK&k

F 0.01 mol/L BEMRIEZE ri i (pH7. LY AWK (I ALV] ERFRERERE R
ALVEARTEME G ALV AR FHOENHS LK ORI TIERE, £ 37 CKRBMER
40 min, 5 AIRMEZ R BT HE 3 K.

3.4.2.1.3 M FITC{RiE—#H

HHAEASHSRREENBEHE FITCHRIEMLEHNR G HERILFEHE Y HAECHSE
—ithh ALV 4R R BIA, A FITC 4R IEM WL 50/ R 1eG iR ERE —hilk Y —Hk
HAHL ALV BRI, A& FITC ARSI 25008 IgY Stk fE R —fitk). 37 CARBHEER
40 min, FIBERREE B B % 3 W

3.4.2. 1.4 mHEW

BmARSONHMBRELZMRTREF L. ASEBF LHWELBATNKE, ERABHET
MEE

3.4.2. 1.5 ZRUARENE

BURRH CEF ARAERRSKEIE, HERBBROBRAEEFORFERRK. TEH K 200X~
400 X B, AT W R IR A MR 24, F1h ALV B, TRSATE AN HAE.

3.4.2,2 ALV-p?7 Hi/& ELISA &3
3.4.2.2.1 MEEEXWNE

BB 3. 4. L1 3. 4. 1.2 TR T A MR, 35 57 7 d~14 d FIR B E R I TR 40
RERYEMERN; RAAMERERENRETF.

3.4.2.2.2 p27 filR ELISA ¥

ALV-p27 HLIET AR MEM AR, N AFRFERER, ) R BRIE. SF4%E DFLHA
Mzt CEF(C/E & &) ERR I ALV-p27 HLEH, A4 5MRE ALV HEE, FERAAAE. EERAMA
BRME TGRS p27, WHHE ALV, EREE XS5 B B .

3.5 ALVEHMLF

3.5.1 FAITEHALVEREESEHEST FARNM, WL ] T ALV, HAMRLEIHMA
ALV BN A WHE.BWE.CERE.D W&k,

3.5.2 XfsrEB|MHFA RT-PCR(LEFH P AW EHI) & PCRUFAIE R HRETHREE DNA T AR
BEWEEA ¢p8s ZH, MFESEREFENBIEE (GeneBank) P HEMAFH BEH.CTR.DITH
1 gp85 HHFF MM FE B b8, AT 3R ST 4 #. ALVRESRFRLERD.

3.6 WIER PCR ¥ I8 ALV-]

B EEATERNRER ALV-] BREFL TERENFAATRABELANEREEN. I
A ERE TR AT R TR, L% E.
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4 hEFRERENSE

4.1 {L#EREH

4.1.1 R BRI E B . 8 2 AP ELISA R #lEH & . FITC IRiC MWL EHE IgY Hifk.
H .

4.1.2 {UER - BERRL. O B .37 CHEHEBHRA.
4.2 HRHRE

BARERER 3. 3,
4.3 HmekskA

4,31 ELISA &3

ATEAR OIS A R .B B R ] WALk ELISA 48 3 5 & , ™ #% 4 89 i SR A 40 U8 U3 4 £
M.

4.3.2 TFA¥H

4.3.2.1 HER
TRHEHELER .

4.3.2.2 BESR

AN ERN LPRAELPINARRREENBE (L : SORBHF RGN, 37 CTHEA
40 min, HBRBRFHMRER =K. FMALERER FITC fRICHWFHX IgY 48 6K, &
37 "CHEH 40 min, FIBERREL Z W BE R S W A B SO HMBRREZMBEERLBMETHE,

4.3.2.3 HRMHE

ERMAETERS. 4.2, 1.5, DRRAHMGHER SPF B, {BEH A WH.B YRR B
Pk PRI, AR BRI E 2 A AN RS ALV B3,
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W & A
(REHHER)
ORSPFERMAEMBCEDHEHE

EEIBR~10AREERFN SPF K. TARENEAEERESERSEHA. TEREY
AR, F3k DY BFIAE, A K WA S AR LS, G L 75 9 DMEM s ik iRk, AXEMIN IR
KRB DEF R, BAX M DMEM ¥ 2 K ~3 K. AEM 0. 25X AR W (B EA
1 mL), 7€ 37.5 ‘C~38.5 CAB ML 10 min~15 min, BHERERBELZEOER. BEiRAZE
MERB(AXMFERN DMEM #, MAEE BB F 200 IU/mL~500 IU/mLYKIT,.H 4 E@ ki,
B/ B 5 3 S B0 40 BB A B3 R 7E 1 000 1/ min FES.O 5 min, SN ERS T4
FET FREBEASTTEAREA 100 F~150 FHAKREE, 2R THARD b, FTHEFR.BRE
BREHE(—BE 24 hANAD.
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B F B
(REEHF
DF1 G X a5

B.1 BS{Lt DMEM #,pH7. 2. S% R4 M. ¥ BEE . SBE.-£ 2501U/mL.
B.2 #F&ME.37 C,.5% - EikEk.
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W R C
(RTEHEMR)
ALV BEEFH MRS &

EESEELAMAMEBERTN ALV SERIEIMHENE ALV-] 2FFH4 DNA TERN
DNA #: 3 SPF M CEF fiF- 4 F B ALV) , E# C/E CEF S EH AT HKE. HREEH
CEF gk8353: 5 d 5, BER—K. BERKRAREH CEF B8 & 10/M 178 DMEM % #:3% , 4%
SR T2 h~96 h FRB EHERCAETABERREEN , S ¥ EBLEH,EX I nl, F-70 T
KR, 2d~3d BBl —%, AAREHRBIE 10 FEANBR)S, 5 BB/ F 55 FER 4 8 CEF
BRE(FEEHELN 70006 ALERK L. BTHBESA. 37 CTHHRJIF . FLHW,. ANR
BREWRE -G MARKHAENE-ZBEG6: VEZ. REATRE AR ALV MR RBRRAH#T
IFA(I 3.5), A IFA MR RHERBREMNE L WEHS ALV A4S 40 0B %% & (TCID:) .

e 6 F Ll I SPF %5,SPF BB #AR. SHBE FTHEM 10' 4 TCID, M ALV B#. 4 A~
6 RS REMP. IFA HABER>1 : 100,
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W ® D
(TR
ALVIRETERF

D.1 mERENEEN

BaRfEE PCR P s M SRR, SR H MRS RE TR, TRHEMKBHFEERITEEE. 0
TG1 %,

D.2 RERENEE

ERUTEFREGLERSEE DNA 7 & /38 B EB 4 MK DNA,

D BEMRENMNSHRIEEMBLER 3 K MAZER 0. 25X BAE,.37 CRAFHE 5 min~
10 min, # 4B AT HFRE T 1.5 mL .08+,

2) 2000 r/min .0 UK, RIS A 500 pL HE 2 K (100 mmol/L EAk49 .10 mmol/L
Tris. Cl pHS. 0, 25 mmol/L EDTA pH8.0,0. 5% SDS) BEE.MA 5 pL BHE K
(100 pg/mL},56 CKRBEHEAL S b,

3D MASHEMER-ZF P RERCER : ZEPK: BREE=25: 24 1% 500 uL $hig—
KW EERGREBEA— 1.5 L BOBEP A 1/10 8 3 mol/L HIZBERHIF 2 4R
TAKZEE, BT 20 CHH 2 h REERNE.

4) S5 12000 r/min B.0> 10 min YL3E DNA, F £ L#HB. B/ALIA 70%% ZBE ¥ DNA
Uik, FE EER.

5) KRZBIESH DNA,ZSSPERBATRE, FHET 50 pL WAEKF, B HEER DNA.

D.3 REEHenv EEANT

D.3.1 B

AREC RERFOREG Y ALV-] BT % DNA 48R4 PCR 5141, ARSI 94 .

EMB#.5"-CTTGCTGCCATCGAGAGGTTACT-3', #i % F ALV-] FE &I # HPRS-103 31/
FZEEE DNA FH#55 5394 Xt~ 5416 XFpR2E,

RE514:5-AGTTGTCAGGGAATCGAC-3', M1 24 F ALV-] [REI## HPRS-103 AR HE
DNA 50 K% 7811 X~ 7794 XT9kAE,

PRI AK R B R 25 pmol/pL, —20 CTHREEH.

D.3.2 PCR

PED. 2 Z2hEBUNMK DNA R . VALV I W BEE N EH en) iR 2. 2 kb &%, 1
PCR EM & (50 pl)RFED. 1,
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ZD1 ALV-IenvBEEPCRENEER

3} g BB/l
K 30.5
10 W ¥ (L Mg®* ) (B 4> : 100 mmol/L Tris. Cl pHS. 0,500 mmol/L 4 fk 8, 1% B ED 5
¥ L4 (15 mmol/L) 4
dNTPs(2. 5 mmol/L) 4
EE5#(25 pmol/uL) 2
K15 # (25 pmol/pL) 2
DNA RE&WG U/l 0.5
E A DNA(H 100 ng/pL) 2
SR 50

¥ LERESAIMAKER PCREF . SRBANY,. BO0EET PCRYHM. R T HE
PP EAT R -

BRI 95 T5 min.50 C1 min,72 Cl min;

tha] 95 C1 min,50 C1 min,72 T2 min30 s, #FT 30 MER;

72 "CEE#E 10 min;4 CHRTE.

D.3.3 PCR =31 DNA H%k

FMBEBHASIR 4.5 uL PCR PHMA 0.5 pL B 10X FFPE B M3 (0. 25 MBI, 0. 25X
FRE S ERERE 400, KB RN 0. 8Y MBS HER F# 7Rk, MEES —WHELMA 5 oL
DL2000 DNA Marker, 7£ TAE 33k rpiib,90 V B8, 13k 50 min 5, TR LBERER ST R
B MBHICRER.

D.3.4 PCRF#MRIE¥SER
B] R FA 54k PCR 7= 4 B W A & 47 Bl k.

1§
2
»
4>
5
6)
(}]
8
Y

¥R env ZEK PCR =414 0. 8% AUB AR MR BERE L f7e 3% ,90 V B, #3 3% 50 min,
HEHNEFFUHTER . ETEELHEN 1.5 mL LS

FUEHRE TESEHNAWHERRNEER.

H/ERIA 100 pL Ultra Salt, # 55 CT~65 TR P HEHIREERRL .

A 5 oL Glass Milk, BB THE 5 min,

12 000 r/min B.l», ZHE FIHE.

A 1 mL Ultra Wash ¥ U0

12 000 r/min Bl , R LEW. BRE L, AMEBH SR R ABE,

THRE A 15 pL WK - ARBEBEHRITRASE, 2R T HHE 5 min,12 000 r/min &L,
HEBREBEN —BOET,

10) B 1 el ElMR=#7E 0. 8 Y GBS RE SR L 3k frea ik, B 5 L DL2000 DNA Marker, i LA

fEiHE I DNA MEE .
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D.4 PCRFHHSE

D. 4.1

EERE

HEESALEW PCR =%+ 16 CTF#E 6 h~8 b,

EEEER.

#Hix 25 ng

“ifl env 2 EH PCR =45 100 ng

BRI 5 pL

ImEAKE 10 pL
D.4.2 BNH4ABITSXETENHEE

REASENERABTHE TGl MR EZSHR, PERERNT -

D

)]

k)]
1)
5)
6)
7
8)

D.4.3

—A 5% 50 mLLB Mk R ERNERR M KB E TGL Bk, 172 37 CERRSGH TR
TR MmO R

EXHENHTHEEEED — P TE —20 CHEFN 50 mL BB+, ik EHCE 10 min, f#
BFEYBHE T,

4 "CLL 4 000 r/min B.L 10 min, [E 405 41 .

B FEREEEE 1 min, UEBANERBAR.

F 10 mL FXB#H 0.1 mol/L FAEERENTIR, XKiG LB E 30 min,

4 CIA 4 000 r/min B.L> 10 min, [0} Y 40 58 40 5 .

Bl EREEEE L min, MERANERERR.

£ 50 mL 3R HRYAH 1 mL ARFAH 0.1 mol/L BEALEEESHIR.¢ CRESH.,

¢ udiok 314

¥ D41 PRIMERFDRCKETE, SRR NT

D

2)
3
4)
5)
6)

10 uL EEFYIMA 200 L FEMEN TCL BREHHEST. BIAEY, KB LHE
30 min,

HBA 42 CIa3F K MER P 90 s,

HEXBHKE T FEZBRH 2 min~3 min,

80 LB $5 772 800 pL,7E 37 CHE K L H AT 225 +/min) , B E 45 min. FEME T K.
B 200 L W SRA I EHE 100 pe/pL X FEEN LBEETR L.

HRET 37 CREPEST 12 h RBANEEERS HFITHEN DNAKRE5EE.

D.5 [R# DNA [EREE

D.5.1

Bt DNA B3R E

TR EMECEE BMERNFEFEXWEN 50 pg/mL ¥ 5 mL LB WEFEFES, F37C
BRI REES 6 h, BBRUER.

L

10

BRI .
a) HEFEHEMEAA LS mL H.OHEH,12 000 v/min, B0 1 min, H##E FER.
b> F 1 mL TE M &FH TR, T8O B k.
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6)
7
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BUIRERZE T 100 pL HRkEAHER ] . EREH LRIRT RS .

dn200 pL WD (RN 5 min, BRI HHED, HHE8 5 K(FERIRE . kBFRE
3 min,

0150 pL W, IBAERE 10 s, ki P& 3 min~5 min,

12 000 r/min B.0> 5 min, ¥ FFRHEBELS —BLEF MASERNER-=HPR R
w8 EiRGES.

12 000 t/min B4 5 min, H L HFMHBES —B.L08 P A 2 FERMTKZE.

12 000 r/min B .L> 10 min~15 min,f 1 mL70% Z B E T, T DNA iz,

Fi 50 pL WA TE R EMULE, R MA 0.5 pL~1 pL RNase, —20 CRFZH,

D.5.2 EARP DNA KL E
TR, EcoR I #1 Hind M X PRSI N KEE.

IR RMT -

BEH 20 pL.

JF & DNA 10 pL

WK e

10X ZEHE K 2 uL

EcoR [ 0.5 uL

Hind 1 0.5 pul

BEARBETSE-BREO,37 C B2 h, T 0. 8% BB ASEER P 90 V da3K 45 min, JEEE KR
BRETWEAIDRER.

D.6 REFHMAE

#Et—2%%Z EcoR ] 1 Hind I DBV E EHBERERERNF. FFBFF 5 GeneBank $ £/ 1
ALV ATH . BEB.CEH.DER.EXHMT VREAGRBEER gp8s ZE MR W LB, 3
WMEBTHEAN LR, o] &% GeneBank = fF 5 4 5 4 # 5. M37980 1 DQ365814 (A T &),
AF052428(B ) ; 102342 (C &) ; D10652(D &) ; M12172 ,EF467236 F AY0L3303(E T &l);
Z46390,AF247391,DQ115805,AY897219 f1 EU264064(] &), T AEH.BTEH.CER.DT
EWMETH . ATRSEEBNRAEENESH AT 0%, 5B 22 THYRRERES. IfEEX4
WHE, XTI EH MSRERED ] EEFAMRAEEXTF 80X,

11
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M R E
(HFEHERF
¥ ER PCR § 1 ALV-]
E.1 &7
S| SRS A

HeE ALV-] 854 eno EEFEFIER ALV-] 0 095, =4 K BE 2N 138 bp,

E#5%.5" AGAAAGACCCGGAGAAGAC 35

TF#E# .5 ACACGTTTCCTGGTTGTT 3';

TagMan %4t 5" ATTTCCGTTGTCCCAGGGGTGG 3', 1 5' 8 #01 3' i 4y Bli5ic FAM #l BHQ.

E2 HRREANLE

PR SREE AR E R 3. 3.

E.3 EERARERILERPCREN

E.3.1

ETEEW

IREHEBEETMS ARG,
E.3.2 BEHiE

D
2

3)

4

5)

6)

(D]

12

B NKEH 1.5 mL Eppendorf B4 5 (n HBREE R SH X R HEXN HZHD.
HEMA 600 pL MR, 5 m ABEREAR B Ex B, H X B4 200 pL, FiDA
200 L= H &, BB LIRBBY 5 (AL TR UEFEAHMAE ST LIAFHAIR
A1), F 4 °C.12 000 r/min B 15 min,

BEE32H DMHREBEKER 1.5 mL Eppendorf %, A 400 pL RFEE(—20 C A,
fBiRid. MR E.Z.2H DEERN LEREBEZHNMME D, L FNEAHEE 500 pL, B
E#e®RE B, REES.

F 4 C.12 000 r/min B.L> 15 min(Eppendorf B FF O HF S UL F AR . /MO A E
EE BB TRAE TR R R R FER KR R 7 95 ) 5 A 600 plL754Z
By, KRB B3R .

F 4 C.12 000 r/min B.{» 10 min(Eppendorf B F O{RFHAE LB FHEE) . oM@ E
T EHL-BIETRAKL REWNTREKREESFTERKERFBTET).

4 000 r/min B.» 10 s(Eppendorf B DR FEHIE.CHE B M E) B EE EHNBRABIE
ABERE, /MCEE R HMEMESERRT RAFAERBNEIE -H. TR T TH
5 min~10 min,

mA 15 L DEPC(ERBRZ B K. M E 8 LA RNA,5 000 r/min B4 5 s, K LR FEE
H. EREBRFNRREE—70 CksE.
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E.3.3 HiE¥N
E. 331 ysnses

ERNREAYREHEHT.

By THEHNRRE—SE W ER RT-PCREMRAES (S UK . S ETHLS,
6 000 r/min B4 5 s, T PCRENMKEE 1 iIiRAERH PCRENESH(ERHEMERE =4
Z A - B R - B R A1),

®E1 PCREN&E

B | Rig/pL
RT-PCR F M 14.5
Taq B(5 U/pl) 0,25

W R 0,25

¥ b PCR KR A S0 A R W B — B0 i, MRS ARG S PCR 43 15 oL,
HEERFLEER,

E.3.3.2 fmkt

FEC /%A PCR LMIRA M PCR BRI IMABRBRFHEM 10 oL, 3% €% % PCR B
ABEIE PCR AL, ic RAE 4B BT -

E.3.3.3 PCR §i2#&a
EY W KT,
E.3.3.4 REm&EH#

#H—4F .42 °C 30 min,9%5 'C 5 min;

#3595 C 105,55 °C 105,72 °C 30 5,5 MEH;
=495 C 5 5,60 C 30 s,40 MEHF;

60 Tt BERERKN,

E.3.3.6 HXREE

B A (report dye) 2y FAM, B K ZH (quench dye) i % BHQ(sE Tamra = Eclipse) , %
FARiE 8 (reference dye) B4 None,

E4 SWFHEERERATE

E.41 EEFRE

E 411l ZHEHHNBAHNEHER, B2 (baseline) UM BL UK RAEENSE, BH

(threshold) @ N K BMERR GBI EXHAEM BRI HEKNBEEANE, AR EN SR FHF

FLEAT R, 8 FAM @ #F 404 .

E.4.1.2 ALV-] H#EX RAMAE MEEEE: HiEx A SE PCR MHML, MH CtEH(EBITR

MEAMNKEFSERBRENBERFETHEFBO<30; HEN BT S & PCRY #ilk, H Ct
13
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BRI, TR EE R,
E. 4.2 #HRAERAR

E.4.2.1 F SEPCR¥FHMLR, H Ct H<30 i H M, F W ALV-] M. L SE PCRY
HphgR, H CrHA AR R4, R0 ALV-] BRRAE.

E.4.2.2 XfF30<<Ct{E<40 WEABENMEMETER. EFRS,Cu{H<40,#% ALV-] BB H
L, FN A AEE. B8RP ALV ERENE . REMAEES P EREE, ANSE ALV-] B,

14

www .gdregen.com



GB/T 26436—2010

I
(RIEHEM R
IFA AR MA ALY B R MM H &

B4 CEF(C/E) B R4 s 4 UM ER 35 #= I P %k 0. 5 mL & 10° TCID, 8 ALV ALV-D &
W37 C N HAABIERERETER.24 2 FH 1/ MEK DMEM H3e kit ae, gy
FOJEHEREEHKEBLHRE ADBENEIBERER S8.05 BEHF8F TSRS MFEN
DMEM sk, MAREERERET 5X10° M., EMASHEANERLAMA 5 mL 4158
B LETE 96 LA FR L EILMA 100 pL AMARK. £37 CHERF 41 d. WHEFHABFL
PERHEL 96 FLAMIE R F R IERE  ERRE MR PRE—KE, . BHNTARNRR-286: OH
EWEREE S min, BRATHRS HENMBEGESE 20 CRTE.

15

www .gdregen.com



GB/T 26436—2010

W ® G
(REHER R
JTEAnNFFEEEEER PCREANFTRHREZNTE

G.1 XBREGEEK

G. 1.1 EREHF=HENBH THERER. 5% 4K .PCR RERSYEHRXMGNE, AN
HiF i

G. 1.2 H—REBALTHONREE,FHRREA,

G. 1.3 BEAHA TR BEE—JF FE, A EAEAREXE PCR REBEYREHNEE
B X,

G. 1.4 EARNIARBMERAFASAREHBRIREN AR, THERFEFESRCEL,
G.1.5 ZLEFHHHNE PCR BB AYRH K B4 bl &K Z0 K0 EsT.

G. 1.6 ARMERKBNHEE B KEEARUBIERZXGEER,

G.2 IHERE[PiEGENRE

G.2.1 BHEHEEMRLEFRE

2 C~8 Cok#H;: —20 CHH: ikF ERNTLHL(Z12 000 r/min); BI85 B WHIR0.5 pL~
10 pL, 5 pL~20 pL,20 pL~200 pL,200 pL~1 000 pL); Al B S 4 4H1T .

G.2.2 PCREEEGVENENREEES

2 °C~8 CYKE; —20 Tk ERBOHLC=3 000 r/mind ; 1588 HEMAE (0.5 pL~10 oL,
5 pL~20 pl, 20 pL~200 pL,200 pL~1 000 pL); 658 ST .

G.2.3 RIAXMNEBEENRE
Wt PCR A AT BB AT 5 ST ER#L.

G.3 BEILEEBYHETEER

G331 BHERaE&R

G.3. 1.1 BRAARE GRERCERAMAZT MANEERERFREHT.

G.3.1.2 WEFKHRLIEER UL BLEERNIHFREAFKERTER.

G.3.1.3 FAdHMESRLEALIIHEZGINSRERABRBESN. LREXAREHRT
fEEMBEERE . LR RGERA BEEETHEF SENNIRE RS 100 B3, 5 K AEHfF
i,

G.3. 1.4 XMEBEEYNENR (2 om R, STEEHEERD TUFEFBXERBENHRER
MGk, TRRELIBHRIZITERBRMN LR E @RI RS,

G.3.2 PCREEESGYURHE

G.3.2.1 RAMSEMRNESRAHSERRHFHT.
16
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G.3.2.2 EBEMFRMNIBRAEIERS . REZFRTE. TREEREFINN TAERHEFERE. £T
R R Ry & RGP T 3 3 K MR S R B R
G.3.3 BREE

G.3.3.1 FEFXRR #7954 PCR .,
G.3.3.2 PCRYWFYARAELALREASE PCREBFEEHEALRENERAS.
G.3.3.3 ZLBERERARITHXREHITES B

17
www . qdregen .com



GB/T 26436—2010

B ® H
(ERERR
JERROOERE—SERXER
RT-PCR BRI X FARNAREER

H 1 KHASAR

BB AT 48 MW, BHELUT R

RT-PCR K [ & 750 uL X1 4%
Taq B4 12.5 pLX1 %
PR 12.5 pLX1 %
(Gheop:l 1.0 mLx1%
FH 4 % R 1.0 mLX1%
DEPC 7% 1mLX1®&
EA8 50 30 mLX1 %
H.2 %8

H.2.1 RT-PCR A #(1X):d 50 mmol/L #AHH,10 mmol/L Tris. Cl(pHS. 3),2. 5 mmol/L # 4k
£,0. 2 mmol/I. dNTP(deoxyribonucleoside triphosphate, RE BT =B IESY. L. T oL
20 nmol/mL, ¥4} 10 nmol/mL,2 mmol/L WA (DT, 5% H .

H.2.2 PHEEXTHE.ALV-] 82K RNA 8B BRI T 55X LME.

H.2.3 ZEWA Trizol, T 4 CRE. BTTRANESEHH RGN .

H3 {fARNMNTIEER

H.3.1 ZERWMAEP, P A RS R A TR.
H.3.2 REHDENBLSESHE, MR EARNEETRR, UMARAY R INE.
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