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Bl

ARSCAFHE B GB/T 1. 1—2020¢ bR AL TAE S 55 1 &840« Ar E Ak ST 9 45 4 AR 5 600 000 ) 04 R 7
A,
A NY/T 554—2002¢ M85k 2 IF R IZWiE R ). 5 NY/T 554—2002 ALY , 5% 25 14 34 K& 1 4
B sh A, BRI .

a) BT R R RN B AR AL (LS 5 B 5

b) TR EER TR (LA 6 FD

¢) MhnT DHAV-1 fil DHAV-3 RT-PCR(WLH 7 &) ;

A ¥hT DHAV-1 fil DHAV-3 RT-qPCR(ILE 8 #) ;

e) HAINT DHAV-1 %5 P AL (WA 9 3,

D ¥INT DHAV-1 i3 A% (LA 9 #5) 5

g) BT DHAV-1 il DHAV-3 Bk iy IR G Al a8 (ILES 10 ) 5

h) B T ARG FE A /ORI 2002 4F IR DSR2 #0) ;

D MBR TS O R/ AR (WL 2002 AERRER 3 7).

AR S A 1 I PR R R0 B AR Ak 6 B 2 85 . RT-PCR,RT-qPCR % 2 F0 AR 5 | 1L % A A 56 7
%5 WOAH #E#E Y AH R 7 ik B A —3,

TR A SO BB A RT BRI S B R . R SO 9 & A LR S 2 TR & 1 1Y B4

AR SCA ol AR AR AT BB B R SR R

AT A [ B W) T A bR A B R 25 51 45 (SAC/TC 18D IHH

AR SCA R BT AR Al R 2 b L Al R A | Ll AR A T M F R BE A SR B

AR FRERENCHHFIE D RAN 2T WER.ELHF . TER,

A SCA R HE i AR SO 9 0 R AR K A A% L h

—2002 HIR A A NY/T 554—2002;

— AN E KB,

I & H115010-59194426
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REFRZIRE AT 1 870 3 2SR R

1 SeE

ARSCPFRILRE T B 2 1 A 3 BAERS R P i 20 8 \RT-PCR %% \RT-qPCR %5 5 15 HIF i 55 1
B Gt v RS0 2 | B0 10 o v R A 0 R i v A T v 5 S IR BE 3 HUR Y IR iR b A
Rk,

AR T A R AT R 1 BN 3 RS T SR

2 WS A

A S B A R LS ST
3 ARiBFMENX

AR SO BEA 5 2 E AR TR FIE L
4 GEREIE

T 5 A S T A S,

DHAV . 1% H % 8 (Duck Hepatitis A Virus)

DEF ;. 18 & i - 4E 4 e (Duck Embryo Fibroblasts)

DEL: f8 JR 40 il (Duck Embryo Liver Cells)

DEEC: - | {2 40 g (Duck Embryo Epithelial Cells)

CPE: 40 fiJ5 28 (Cytopathic Effect)

DMEM . # [G ok B AR #% K 55 35 35 (Dulbecco's Modified Eagle Medium)
TCIDs, : 5040 Mo 15 75 B gt t (Median Tissue Culture Infective Dose)
W/V.EEEREL (Weight/Volume)

RT-PCR: s %-B G5 B85 X W (Reverse Transcription-Polymerase Chain Reaction)
PBS.: #§ iR £k 2% i (Phosphate Buffer Saline)

RT-qPCR: %) % 1 PCR(quantitative real-time PCR)

5 I&FRi2ET

5.1 lEAREER

511 BOR I AT 8 AR BP0  OF ELEL L R Y0 RS s 2 AR T
5,12 S S 5 £ B S A 2 G5 BEAR L S 12 b 20 b S 3
AR  FIAIE 0 A — 0 PIROE 2 Sk 99 0 B 0 T 1 3T 52 080 60 7
5K

513 A BRI B oA AT 523 79 R A 2

5.2 WmEEA

5.2 1 S T 0 A M 5 2 52 B 20 €2 BEAR 47 B 9 2008 1 L o IR
HIfi .

5.2.2 0 DI SLLAEND 0k BT AL 5 B

5.2.3 O Y ZH 217 728 2 B A T A M R B | 78 A RO L 0 9SS [
1
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JEE 114 223 9 78 M R 2 4 B 2R AR
5.3 H#RHE
JUBAT 5.1 W PRAEIRFN 5. 2 5 BEAZ A6 95 19 , 00 25 4 5 S S RIS g o5 M 6

[op]

RETE

Y RRiE &

B G E O,

MR AR .

R IR A

1 mL 7RG 88 Bkt 3k .

FARYY,

BT,

ek
FE
0.22 pm 4R UER .
R

HEHE.

HMEX.

R,

PBS ¥ . Fic FRBRF 5% A B R B 1

50 %0 H b A BRER K
BEBA
10 Hi~12 H i DHAV-1 8 DHAV-3 $i A B EMS ik
5 HRXEE
5.1 SRAR B 1 s K 2t 0 S 1) S D
5.2 BEKRNE T KR 50 % H kA BLER A,
6 HEmRE
6
6
7

L S S S S L L
~N o s W N —

e W N —

1 REMRES A 48 h WAL, 0T T 4 CIR-AF,
L2 BURPVE T 20 C LU RAE(— 70 CHEfE R AR .

oAb IR
6.7.1 ARG TP ER A 5 £5~10 £5 pH 7.2~7.4 () PBS I, Hl AL BRI, AR5
3000 r/min 4 °C &> 30 min, B F 35 W AE R 3R AL R,
6.7.2 MBI ANGETE Y ATAERE SRR PN AT & % 1000 IU/mL 8 % 1 000 pg/mL FRABE % 1 000
pg/mL, T 37 CIRAA P AER] 30 min, 303RH 0. 22 pm 405 B2 0 bR BRHRE 5B VE TE L 5 1 .
6.7.3 XTAbEEARE S AE TR
6.8 HEAE#EF
6.8. 1 HUE AbH I HLJC R 56 A A% B RE A SRS FD 10 H iR ~12 H i 09 JE Gz M9 IR, A A0 IR 1
F 0. 2 mL 35 89 . B BE SRR 4 K~5 BORS IR . % B 3R # I MG IR B T 37 CHE IR A T .
6.8.2 FFEILMIG 24 h NIETIRMGNE . X 24 h P ATE T IONS IR L 4 IR 6 b WLEE IR R R AT T . iR
224 h~96 h SET-WEHR A 4 “CURFE R #F B 4 h~12 b, 5 W IR I 2 e 4 L 2R AT 9 IR 504G
6.9 HERRRZE
R TG KA AE Ry e B R 4 B B I B SRR K B . IR R AR LT e K L O T B SRS AL .

LA S S S A



6.10 fwJWIK

TCBE L 24 h~96 h P Y FE IR 553 VR 19 BR 48 W AU , — 20 CARFEAS .

~

.
.2
.3

1
2
.3

O N O O A W DN —

(de)

.10
-
12
13
14

A

DHAV-1 F: AAG AAG GAG AAA ATY(C 8 T) AAG GAA GG;
DHAV-1 R: TTG ATG TCA TAG CCC AAS(C 5 G) ACA GC;

RT-PCR #&

=5

BRI,
BEIR NG R G
PCR 1Y,

)

RNase-Free B .0,
0.2 mL MIEIEE .

1.5 mL FRIEE .

el

DHAV-1 EF#519.
DHAV-3 EFiE514.
RNA #2350 & .
W S

dNTPs,

Taq DNA [,

TNEHE .

1 000 bp DNA Ladder,

PBS W IR s A v AL 1 B9 L2 BE

A

TOV I LT
RNase-Free ddH, O,
H A A R 3 1R

I3 P A T o TR

DHAV Ry #& il

514

P4 3D R R BLL KRN 467 bp.

DHAV-3 F. TGG CTA TTG ACT TTG GCT T;
DHAV-3 R: TGT TAT GGA CTG GAA CCA CT;

i 5" UTR X8, § B KBl 292 bp.,

7.4.2

Im 3 B b 32

NY/T 554—2023

DL TG T A 28 AR 5 19 B BT A, 1 R B 0 B B L PR R . BT U RE S E 4H 2 B 2% b A Rl L BE IR L
PBS il i 10 % (W /V) BRI . FFIE B e IR 2 12 000 r/min 4 °C &0 15 min, B E R & H .

7.4.3

7.4.3.1
RNase-Free B L& H L MA 750 pL 240 R ZR % . FH THE 5 min,
7.4.3.2 MM 200 pL 05 BIZUPIRY: 15 s, iR FAUE 2 min,

7 B IR B B 1R

FH RNA il 42 3 0] & 48 U 35 19 RNAL B 250 pl JRE W S H ZU0FE EIE W T — B i
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7.4.3.3 12000 r/min 4 ‘C#.0> 15 min, W EER T3 — LB OE . MAFEERBL 70% LB RS .
TR 1 TR B B R B A
7.4.3.4 12000 r/min 4 ‘C .0 60 s, Frd IR (R Z WIS OL T . AT 2 0GHEAT) o 10 W BRAT Hoim A 350
pL ZEEAEEW 12 000 r/min 4 CEL 60 s, SHUET .
7.4.3.5 Mg HHAE I 500 pL EVER . #E 2 min, 12 000 r/min 4 C B0 60 s, FPHUEW (FH
10,
7.4.3.6 12 000 r/min 4 “CE.L> 2 min, 7 FEUE R , 5 B 5050 B0 o UIYD R Bt T I E VL
7.4.3.7 HEWLHAE R B — A H 1) RNase-Free B0 4 H, il A 30 pL~50 pL. RNase-Free ddH, O, #t &
2 min,
7.4.3.8 12000 r/min 4 ‘CE.L 2 min, WHE S RNA BUIER . PR1FA) RNA BB AF T —20 Coll# Hi%
HF RT-PCR,
7.4.4 RT-PCR # 1%
7.4.4.1 —4k RT-PCR, HU 2 X 0.2 mL WHEIEE, —& A DHAV-1 I FilE5% (DHAV-1 F 1
DHAV-1 R)4 10 pmol, 7 —48& A DHAV-3 L Fi#E5[# (DHAV-3 F #1 DHAV-3 R)4 10 pmol. Bf)5
A3 5 AE A AR YOI AR B BBk 20 pL.

a)  BLHR, BEIURE S 8 RNA 5 pl;

b) WS 1 pLs

¢) 10 mmol/L dNTPs,2 pL;

d)  Taq DNA [, 2 pL;

e) 10XRT-PCR ZWifi.2 pl;

f)  RNase-Free ddH,O £ 20 pL.
7.4.4.2 F PCRAVH Y H8 .45 °C G5 30 min; 94 “C WA 5 min; 94 “CAEM: 20 5,52 “CiB & 30 5,72 CHE
#1130 s, LHEFT 40 NMIEFR ;72 CHEIEM 5 min, A, %572 DHAV-1 il DHAV -3 FH A LK BF X B8
7.4. 4.3 VS5 E KR
7.4.5 PCR F=#)#J 8B ik#& il

RGBS p.~10 pL PCR ¥ T 1. 2% ~1. 5% (35 IS 5 11 vb o vk L [R1 I LA 1000 bp DNA
Ladder HZ M, MIKMF R 50 VAEJE BIK 40 min, HLUKEE T OB BERE T2 4MT T LEZ .
7.4.6 HRATE
7.4.6.1 DHAV-1 [HEXTHRTE 467 bp &b — 245 5 1 DNA 2571 . & DHAV-3 FHPEXTBRYE 292 bp &b
A — SR S kA L BRI BRI H AT A 50 T
7.4.6.2 FHAKESLTE 467 bp 7B A DNA B 5E 5 DHAV-1 BHE . 75 0 Jy B4
7.4.6.3 FEAGFESLTE 292 bp {7 B AN ZH L HE S DHAV-3 BHE , 45 W)k B4 .
7.4.6. 4 fnfaE] — KRR S ET YR 467 bp 1 292 bp B9 S5, B TE 54, W A 5E y DHAV-1 F
DHAV-3 {RA &Y.

8 RT-qPCR # il

8.1 %z

8. 1.1 BHELL.

8.1.2 fEEAKIEH.

8.1.3 ZtER PCR AL,
8.2 ##M

8.2.1 RNaseFree B.00%,
8

2.2 0.2 mL 8B .
4
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.3 1.5 mL IR,
|
DHAV-1 I Flifs|#sk DHAV-3 L FiiEg4.
RNA il #&i57 & .
T SR
dNTPs,
Taq DNA i,
RNA g1 il 7 .
PBS & W, F IR A b AL B9 R BE A
A
T0% 1 L BE
.10 RNase-Free ddH, O,
.11 SYBR Green Master Mix,
12 B R X R
13 B AR X AR
DHAV # Il
.1 5|4
qDHAV-1F; TGGTCGAGTCCCATACACTATAA;
qDHAV-1R:GCCACACTTTCCACTGCCCCTA ;
PG 153 bp,
qDHAV-3F; TGGTCGAGTCCCATACACTATAA;
qDHAV-3R:CTCGGCACAGGATCCAATAATC;
P KB 106 bp,
8.4.2 JmALAbIE
DA TG T A 2SO o 5 %) U VR iR 0 IDE L PR R . IDE R TR 4 ST B 2 b T B L BE IR L
PBS il il 10 % (W/V)EIF M . FFIER TR R WL 12 000 r/min 4 “CEL 15 min, BUEIE R & .
8.4.3 mEZEBRIMIE
8.4.3.1 FH RNA #2377 & BURF A RNA, B 250 pL JR 48 W s 42U B BiE W T — 3 i
RNase-Free BL.DE L IMA 750 pl 24, BIZIIRS . ER T H & 5 min,
8.4.3.2 RS 200 pL S5 MIZIPRG; 15 s, il FACE 2 min,
8.4.3.3 12000 r/min 4 C &> 15 min, B EWE R A GERBUG 7090 S B IR ST . 8 0 W e B 21 W it
Ferp,
8.4.3.4 12000 r/min 4 CE.L 60 s, FHIER GF R Z N OLT - /] 2 A7) o W) W B AE R im A 350
pL 2EEEW .12 000 r/min 4 CE.L 60 s, FEMIER .
8.4.3.5 [ WZRHE A 500 pL R B E 2 min, 12 000 r/min 4 ‘CE L 60 s. FIEIER (EE 1 %O,
8.4.3.6 12000 r/min 4 “C .0 2 min, 73 IR . 5 IR 5 E 5080, IR I TR
8.4.3.7 MG FAEH R B —A#71 RNase-Free B0 1, A 30 pL~50 pL. RNase-Free ddH, O, #t &
2 min,
8.4.3.8 12000 r/min,4 ‘CE.L 2 min, WA S RNA MIER . KA RNA BEBRMEGF T —20 CaliE H
#HT qPCR.
8.4.4 RT-qPCR ¥ 1%

8.4.4.1 W23 0.2 mLIEIEAE .49 A RNA 5 uL il qDHAV-1.qDHAV-3 F##5|% (10 mmol/
5

O N O O A W NN —

©
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4 2 pLRA B 70 CH#t 5 min, VK 3 min,
8.4.4.2 18 LiRIRAWINA TENEH , SRR 25 pL.

a) dNTP Mix(10 mmol/L),5 pL;

b) M-MLV RT 5X Reaction Buffer,5 pL;

o) M-MLV K50, 0.5 pL;

d)  RNase #lIil5#],0.5 pL ;

e) RNase-Free ddH,0,7 pL,iR%],
8.4.4.3 # 42 ‘CKN 1 ho#E 94 C &M F K& 5 min, 314 DHAV-1 f1 DHAV-3 i cDNA.,
8.4.4.4 2% 0.2ml WMIREE, Hh—8EMA DHAV-1 ¢cDNA 2 pL,qDHAV-1 L RFI#E5I#45 1 pL
(10 pmol/L) ; % —4 i A DHAV-3 ¢cDNA 2 uL.qDHAV-3 F F#51#4 1 pL(10 pmol/L) ; F T4 % 48§
B h A SYBR Green Master Mix iR 10 L il ddH, O 6 pL.iR%),
8.4.4.5 FE¥NEE PCR AUV ZBITY 1S . 78 95 CHIAEYE 5 min; A 95 ‘CAEME 10 5,60 ‘CiR K 30 s;iz 17
40 MG,
8.4.4.6 AEMINELFERF H:95 C 155,60 °C 60 s34 0.3 °C/5 s AYEEJE A 60 ‘CTFE 95 ‘C . 7E 95 “CHEF
15 s,
8.4.5 #£R¥FE
8.4.5. 1 BAMEXIETC Ce A, oY 1R CDLBH % E iy E. D s BHEXT IR Cr (H<I35, 97 8 &P dis 4
TR (DL E. 2) s i g 4 2 50— 1 (L E. 3) 80 mlior .
8.4.5.2 FEKuBESTC Cr 8. LY £k, € 4 DHAV-1 8 DHAV-3 B4,
8.4.5.3 & & # i L qDHAV-1-F: TGGTCGAGTCCCATACACTATAA; qDHAV-1-R: GCCA-
CACTTTCCACTGCCCCTA NFI¥ k& Cr <S35, A4S P 1w i<k, # & iy DHAV-1 FHE,
8.4.5.4 K #EM L gDHAV-3-F;: TGGTCGAGTCCCATACACTATAA ; gDHAV-3-R: CTCGGCA-
CAGGATCCAATAATC H51H 6 Cr H<<35, A R P 15 4k . K& iy DHAV-3 FHE,
8.4.5.5 Ct{A>35 WM MTER . EE G4 T Cr (8, FE B 70, 3% S BH

9 DHAV-1 MEH XK

1 BEELERNES
1.1 mERMF
1.1.1 ## DHAV-1 /5 #.
1.1.2 DHAV-1 B I .
1.1.3 DHAV-1 Il .
1.1.4 391,
1.2 F#&#
96 FL 4t i 55 524 .
1.3 BERRfnZmRE
1.3.1 17 Higsk 12 HIE DHAV-1 BuiR B MRS AR
1.3.2 DEL, ¥ JRE % B A9 HLE Hil 45 .
1.3.3 DEF, & 3¢ C i E il 4
1.3.4 DEEC. ¥ FRBff 5% D 9 8  il 5 .
1
1
1

© © W ©W W O ©

N i
4.1 DMEM £33,
A2 EFRW RIS A POAL 2 AR E B .

© © W W ©W W © O
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9. 1.4.3  HEHFu FIEB SR A B AL 3 B RLE B .
9. 1.5 mERMKE
9.1.5. 1 JH DMEM # 3% 54 1 s T L S /E 1071 ~ 10 3% LU R B L RS 49 501 5 46 R B 1% B 1t 375 . 19
PEIM R A .37 ‘CHE 60 min,
9.1.5.2 Hm T IR AW A B K2 IR B 35 28 3R A DEL 5 DEF 3 DEEC 96 fLAR H . & 4L
50 plo AR 2% X I TH B 4E 7, AL 50 pL MBI ER 4 L. &5 9 4 fLIE R E BRI,
9.1.5.3 HAMME T 37 'C 5% CO.MAMET =AM N4k S 5% 3 d~5 d, W4 CPE. CPE R#iE Jy 48 ifg
A6 FIRFE . $% Reed-Muench B2 E# TCID;, .
9.1.6 #RATE
9.1.6. 1 =PI HRFLA B CPE, H 2 i 50 BT
9.1.6.2  BHME MG 5240 (9 TCIDs, = B PE 1 ¥ 1K 5% 28 19 TCIDs, 100 £% B, 4028 1 £ A% & 9 DHAV-1
FHAE
E 7E % F #  niE
RS R I E
DHAV-1,
DHAV-1 FHE I3 .
DHAV-1 B i .
A I35
X 17
F% B 70 48 Ba
117 HiREE 12 H i DHAV-1 Hi 1A B PERS IE
2 DEL, % BB B AR E Hl 45 .
.3 DEF.#% M C my e il & .
4 DEEC, &l 5% D R E 6l 45 .

[ 2 I N & R S R

© W VW VW OV YW O Y O v 0 0 o

2
2
2
2
2
2.
2. 1.
2
2
2
2
2
2

1
1
1
1
1
1
2
2.
2
2
2
3

3 BH

96 L 40 i 15 R

A4k F

4.1 DMEM K33,

A2 EFEW AR SR A AL 2 B E L

A3 YEREV AR ISR A AL 3 BYFLE L .

.5 %3 TCIDs, Uil E

.2.5.1 J DMEM K323 DHAV-1 JR8AE 10 " ~10 "G5 B BGE B B E R B RER TE 7
EHFEWOT K DEL 5t DEF 5 DEEC 40Haf% 96 LA H . & fL 50 pL. B MBEEL 4 fL. &5 —7
1) 4 fLYE = L0 B

9.2.5.2 WAMIAE T 37 CHER 1 ho SRJ5 AR 2 %0 089 1175 69 40 i 445 . 45 1L 50 pL, K dm it & T
37 °C 5% CO, B FEM N k45595 3 d~5 d, 3% Reed-Muench ¥+ TCID,, .

9.2.6 miEHiLE

9.2.6. 1 BEA5 I LI RE S B T 56 “CoKIEH N K% 30 min, S5 JH DMEM 1 9% 508 HAE 2 5 R 500 F .
9.2.6.2 ¥ 2" ~ 2" Z I B B AY 1M v AL S DHAV-1 B if 375 . B Pk 1l % 43 90 5 46 &R 1 100 TCID;,
DHAV-1 jR# R4 .37 ‘C/EM 60 min,

9.2.6.3 MWEHMEMEEGREARCKBAZEIFC HFXEFHFWN DEL 5 DEF 5t DEEC 96 L4k

H, B FL 50 p, [ S 2 06 X8 LW B 4E 55, 6L 50 pl. BB R LA RE A A2 4 FLL BHPE L B
7

© © © ©W © ©
DN NN
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PR XIS IR 2 1L

9.2.6.4 BAMIHUET 37 °C 5% CO, M40 MIE: F2/ N4k ee 15 9% 5 d, W% CPE,

9.2.7 #RATE

9.2.7. 1 BHMEMZ AXIRFLA 3L CPE, i B3 HE X} B8 £L i Bl CPE, ] & 11 56 il 37, o

9.2.7.2 1 M RN SRy 5 G 10wk A0 I K A s A Y i v I R R B L LR TR ORI =1 ¢ 16 19 I T
5 DHAV-1 s FHe A B vk,

9.2.7.3 R RBLM<T + 16 A3 HIE K DHAV-1 FRH A& B

10 BERE Nk I& 46 DHAV-1 = DHAV-3 sk

101 {uszig#&

10. 1.1 BEaXsE.oil.
10. 1.2 fHiE K FR4H .

10. 1.3 1 mL g4 &8k
10.2 mERME

10. 2.
10. 2.
10. 2.
10. 2.
10. 2.

1

1

1

1

2

2.1 DHAV-1,

2.2 DHAV-3,

2 DHAV-1 FHE IfiL ¥ .
2 DHAV-1 [ i ¥ .
2 DHAV-3 FH: 1ML .

10.2.6 DHAV-3 BB M,

10.2.6  FEAS I .

10.3 BERA
3
3
4
4
4
4
5
5
5

o) O O B W N —

10.3.1 9 H##~10 H## SPF Wik,

10.3.2 10 Hit~12 H#® DHAV-1 5, DHAV-3 Hi {4 B HEm IR,
10.4 X5

10.4.1 PBS W, MBS A A1 B#LE B

10. 4.
10.
10.

HEHE,
3 HEEE.

AR I8
10.5.1 LU pH 7.2~7. 4 () PBS %Ok 5 % Z MAER R 0 0B 2 2 000 TU/mL 1 2 000 pg/mlL,
10.5.2 # DHAV-1 8 DHAV-3 R &R 8+ 1 1 WAL 5 HHE X MEEHERIRS . &1,
10.5.3 ¥ DHAV-1 5% KB 1M1 . DHAV-1 FPE LT . DHAV-1 BIPE MG RS, 8 T 37 ClA
F/EH 30 min,
10.5. 4 ¥ DHAV-3 52 A6 105 . DHAV-3 FIHE 3E . DHAV-3 BIPEIMF RS . & T 37 Cli
5 AEH 30 min,
10.5.5 DIGACHR 0. 2 mL R B MIE IR G WA IR B A 9 Hik~10 H i SPF ARk 10 Hik~12 H i
(R AR G RES IR, 45N RE L3RR 4 Mo—~5 MR, T 37 CHEIRE R PINE .
10.5.6 FF MG 24 h NAET-MIIEAG . 24 h AR 6 h WA AR AR I FE T 1% 00 . I 4E 24 h~96 h 3ET:
RGN 4 C VKA i 4 h~12 h, R R JG I0 55 0 47 L 64T 304 .
10.6 H#RAE
10.6. 1 PR i 3 X HR 4 09 R i oA 2 A0 A6 T, IR AR JC G A% 5 T BF P i 38 % BR 2 B i & AR 38 T, IR iR & B IR
WA B R T L L AN S R K e R R AT iR I T REAT IR AT AL R R 5T

8
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10.6.2 ¥ DHAV-1 575k v iR & 09058 41 b, an ok & A IR IG S8 T~ IR AR T8 95 28 , 0 2 o 1 6 D0 ot v
DHAV-1 Hiigk .,

10.6.3 ¥ DHAV-1 558 M yE R A 0 R g4l b, iR IG & A58 1~ I IG & & 3B i 4 B T I i3
FJ CER AR e WS A2 B 20 6 o ik O R BB AT IR BB AL, 05 S R A I 1.7 DHAV-1 SR B .

10.6.4 ¥ DHAV-3 575k v iR & 095 41 b, an ok & A IR G S8 1=, IR T8 9 728 , 0 2 o 1 6 0 ot v
DHAV-3 Hiig FH .,

10.6.5 ¥ DHAV-3 558 E R A 0958 4l rb, iR IG & A58 1=, MG & & 3B i L 4 B T I L 3R
I BB 7K ik s R 22 21 €0 b B 9 Rl BB A SR AE AL, 0 S R A6 0 1l 35 DHAV-3 Huda 44 .

11 REHAE

1.1 JLEA 5.1 IEARAEIR AN 5. 2 5 ARk, 3F L RT-PCR J5 2 467 bp 4bH — 445 519 DNA &4, H)
FE G AL A A 1 A,

1.2 FLEA 5.1 I RAEARFN 5. 2 5 #AE Ak, ol sk rh A0 465 2 PH M 40 2 S 8 FR R0 75 M JHF 2 1 28,
1.3 JLEA 5.1 IfARAEAR 5. 2 9% BLAE b, £ K2 AF dh L gDHAV-1-F: TGGTCGAGTCCCATACAC-
TATAA,qDHAV-1-R: GCCACACTTTCCACTGCCCCTA M54, kFEfh Cr <35, F e P 18 ih £k
5 R H RV R R 1 R,

1.4 JLEA 5.1 IGEEER 5. 2 B4k, I H RT-PCR J5 292 bp A — 4% 5 60 DNA &5 HE H
g FE TR B 1 SR 3 A

1.5 LEA 5.1 B IEIRAEIR 5. 2 5 BHAR b, fR R FE 5 L gDHAV-3-F: TGGTCGAGTCCCATACAC-
TATAA,qDHAV-3-R:CTCGGCACAGGATCCAATAATC K5I ¥, ke &L Cr 8 <<35, H ¥ & 4 14 ih
25, ) 5 O R R B R 3 A

1.6 JULik /2 9.2.7. 2 3% 10. 6. 2 M 4544, H y DHAV-1 shoRIBT AR BE 2

1.7 JL R 9.2.7.3 8% 10. 6. 3 M &A%, FI5E 8 DHAV-1 H fBT B 1 .

1.8 FL 2 10. 6. 4 95048, 1€ 5 DHAV-3 th FIHL AR BH 7 .

1.9 FLw 2 10. 6.5 M40, F1E 5 DHAV-3 Hh FIBL A B .
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B R A
(MSEHE)
B H 7R

A1 PBSZEmik

Bl pH 7. 4 PBS 2 i g i A anF .

a) 0.2 g MEA;

b) 8.0 g AL

o) 0.27 g WM — A4

d) 3.58 g T KA BEMRA 4.

DL B30 2 2 23 B 4, v i T ol B XZE K TP pH & 7. 2~7.0 4, FIZE K E A E 1 000 mL,4 C
A7

A2 BFRE

7E 900 mL A DMEM £ 383 i A 100 mL 4 i 3E, BN EHE R ELXWE 100 IU/mL, LI 7%
NaHCO, ¥ pH & 7.2~7. 4,

A3 #FR

7E 980 mL i DMEM ;53 Fin A 20 mL g4 MiE . AN E B R ELXWEE 100 IU/mL, U 7%
NaHCO,# pH £ 7. 2~7. 4,
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Mt = B
(FSEME)
HE B BT 48 i (DEL) B9 1 &

B. 1 K17 HES AR IR & N, s W1 L, S FIBUET I 75 S 3L, 5 FH T RS A B AL 5 o R
(R 5T, BT AR ST ML DR A B S B B - e SR B Y R L A TS TR A S L, BB B F I L T PBS
P VE 3 K.

B. 2 B BT MERE RS B0 B B9 /NBERR R BT 5 SRS L PBS 2B ph O VR 3 UL ) BFIERE AR I A 0. 05 % Ji
Fit g it 1) 2 A ZH 2B 3 A5 ~5 F5) L SR F B T 37 (C/K¥EH 5 min ~10 min,

B.3 FEEE . DMEM W%k 3 W, F /1 2 mL DMEM W #4048 SR )5, 1 4 J2 JC 18 20 A7 5% 40 B 77
B. 4 S5 R4S 1 000 r/min B0 10 min, 78 EIER . M/ DMEM K320, 5 5 UK SR Y
4 ML DLVE .

B.5 BN HEAT A0 IR BUS AR 4 < 10° A4 /mL ] DMEM 55 35 i 4755 B . 56 A 40 I
o A0S FE A L A 37 C 5.0% CO, 853556 b E 785 35

11
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Mt x C
(MSEHE)

R AR B £F 45 48 B ( DEF ) 49 1 &

C.1 ¥ 12 HERMWS IR B G W, s 1 1, 58 BT 3 75 S0 3800, 5 FH 7 RS A B AL 5 g o <5 3
(R 5, BT AR ST ML DR A R R S B P B8 TR A L WS R L A T B ST L, B B Sk L DO L N E
PBS 2% MRk 3 K,

C. 2 B0 R AR 5% B JC B /) /NBe bR v, BY AR, 4R 5 B PBS 28 shl g ok 3 W, AR J oA 0. 25 %
i ik e I 1 o R ZH B 3 A% ~5 ) AR R BT 37 “CK¥E T 5 min~10 min,

C.3 Ffsifgif .l DMEM % ¥k 3 W, 554 2 mL DMEM W4l 485 98 )5, 4 J2 JC 18 2 A 5% 40 J 77
C.4 HIEJEMANMER 1 000 r/min B0 10min, 74 FIEWR . 1> DMEM 55 3% 0, 558 CHUR 38 1)
41 ML DLVE .

C.5  FIFFEONR AT 4 M35, 3T 50US B9 40 Ml 4% 4 X 10° 4 /mL JHl DMEM 55 3% Wik #4755 B . %% A 20 IO
S 20 LB FE AR T L A 37 C 5. 0% COL 85348 h A7 35 .
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Bt & D
(MSEHE)

H5B% R 40 B8 & (DEEC) B9 % &

D. 1 K DEEC B9 40 f 55 20 b i 85 32 7 2 N A E W /Y PBS 22 b il 4% 30 s, 7 8 BIE R .

D.2 fnA 2 mL 7 37 CHiH ) EDTA- B , i5 A1 3% 30 40 MO 1 min, i EDTA- B34 &) 70 A 78 5 A
SR SRS RS W T % EDTA JERG .

D.3  FEH A 1 mL EDTA- B 55 70 A6 58 A 40 82, T 37 °C 0% 5 40 A 15 28 40 i DA 8% 3% 0k 3% 1f 43
25 (5 min~10 min) , & 2 I} 35 Bl B R T 40 M 78 5343 B85 L SRS A 1 mL i 4 I3 I3 B A% 1) T il

D. 4 fnA 19 mL B & 0S4 L-4 2 BEME A 6 % ~ 10 % i 4= 1L 3% B9 D-DMEM 15 37 W& . 5 5 1 B W 45
& i

D.5 &4 T25 M IMA 5 mL 4X10°4/mL 4B . F 37 °C 5% CO, Bi M HEF R4, 2 d~
3 dRIA] AR K A L,

D.6 AR WA A% 1 4 5 BCURAEG B0 1 By H 4 (5 s A 5 Ay Rk,

13
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E 1 SOt it

700 &
600 +
500 +

2 400

300 1
200 +
100 +

i

5000

4000 A cccerrirees .................... ......... ;/. ......... ......

3000 F o Hasneans 6 8 nale B RN KA T e s s 8 6 s s e -

A A -

FU

=~
2000

1 000

E.3 ZOtEH
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M F E
(FRE)
NI EE PCR HZ&E

PCR BAPEY B i 2 WLIE E. 1,

Amplification
JUSIE TS T SE—
0 10 20 30 40

Cycles

E. 1 ZEETEE PCR A 18 & E

Yo PCR HMEY #Eih<k WK E. 2,

Amplification

B E. 2 %WHXEE PCR [EEY 1M % E

PCR £ LA E. 3.,



—d(RFUY/T

800

700 £

600

500

400

200

100 +

Melt Peak

— . T T T T T T T

E. 3 H*EE PCRIAMEMLEE
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