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4.1.1 mMEE
ATBREEAR

4.1.2 MHEME
RHDV #1555 RHDWRE RRTE

4.1.3 B N
J& RHDV %L R 2 5.5 B S L 75

4.1.4 AN“O"BIL 4.

4.1.5 ZMBEBRER

4.1.5.1 PBS(pH7.4)

¢

9, B

NaCl 8g

KCl 0.2¢g
Na, HPO, *» 12H,;0 2.83 g
KH,; PO, 0.2 ¢
EETK 1 000 mL

4.1.5.2 TRIzol Reagent,
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4.1.5.3

50X TAE Buffer(pHS. 5)

Tris 242 g
R 57.1 mL

Nag

EDTA - 2H,O 37.2 g

EETFIK 1 000 mL

.4

w 0 ~N o o

Sl T ol o i
v—-l-—hv—l—-l—l-—l-—-l—l—-l-d—-\—-l—l—l-—d
oy O DWW N -

5
5
5
5
5
5
.6
.6.
6
6
6
6
6
7
7.

1

B Z5 (10 mg/mL) .

6 X Loding Buffer,

FFREFEE Q00 mg/mL).

ZEFEGHTED .

BT HTED .

R4,
BEZEWR

5%X AMV RT Buffer ,AMV RTase(10 U/uL).

RNase inhibitor(40 U/pL),

DEPC-H,O.

FEHLE] % 9mers(500 pg/mL),

dNTP mixture(2. 5 mmol/L each).,

MgCl, (25 mmol/L) ,10 X PCR Buffer, Tag DNA polymerase(5 U/pL).
HardE

LB ¥5rd

tryptone 10 g

yeast extract 5g
NaCl 10g
EBETK 1 000 mL

4.1.7.2

LB/Amp

tryptone 10 g

yeast extract 5g

NaCl 10g
ampicillin 100 pg/mL
EBETK 1 000 mL

.8

.9

.91
.9.2
.9.3
.9.4
72

N o i N
N I N R e
o U AW N -

55

B R Agarose L03,

BEAHRSEHE
EATHHEREREN XETHRZSHM.
DNA K BHeHE R AN & .
® F T EE# PCR AR afb T 2.
FR/NERBUSA &

#

HMERTEE#.

B I R MR (U #gf, V #D,

MBS (AE 0.5 pL~10 pL,10 pL~100 pL,20 pL~200 pL,100 pL~1 000 pL),

EYELIE,

BT EAN.
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.2.7 PCR{¥.
.2.8  EIKAX.
.2.9 BIMNBEHMU.
.2.10 EEREFRAE.
2.1 HBEE.
.2.12 HBKEHE.
.2.13 HEiKARE.
.2.14 K%,

BRIETR

FH HA (L GB/T 14926, 53) BT b EA M .
R HAI F3E L GB/T 14926, s4) 4T ik & .
REERRAN
1 Bl4iit
## RHDV FDR #5731 (GenBank B 5 :NC_001543) , 4% VP60 EHE K Bi%HElY. 5I1¥%E
RHDV ERAF WM E R FRARETHRT HENERKELE 1.
% 1 RT-PCRE|Y

(& 3 e T T - N R -

A
W W N -

514 g R FEIIRA
EH34 P1 nt 6254- nt 6271 | 5’-ATGCCAATGCTGGGTCTG-3’ 368bp
R34 P2 nt 6621- nt 6602 | 5’-TTGAGGCGTGTATGTGATGG-3’ —

5.3.2 RNA #H
5.3.2.1 ZEAYELIEN, B RADV BEK & FHLA 50 mg~100 mg, EF REFHFEHER$, 0
1 mL K& PBS(pH 7. D FELBIEE.
5.3.2.2 KFHLASKEBE L5 mL HHEELE P, MA 1 mL TRIzol Reagent, B85, ERKE
10 min.
5.3.2.3 0.2 mL =8 HE,5x5ES 10 s, FEHE 10 min,4 °C 12 000 r/min B> 15 min,
5.3.2.4 BEE.NMEEBBEWE,ZEE 20 min,4 °C 12 000 r/min 2.0 15 min,
5.3.2.5 F LW, UM 1 nL 75X ZBAARBERE . ZRETHRE RNA 2EHER.
5.3.2.6 i 40pL DEPC-H, O % RNAWTE) , £ 540 Y6 36 B AU =2 Fr iR LAY RNA, >z Bl 047 R %
FRDBE—T70CHEHE.

ES DEPCHIREBEMSENMBEAENH, . ERETEEERNEGE THIT, FAREOE, RADE
B F LRI Bp e,
5.3.3 REFQRD
5.3.3.1 RT EMAEZREN 25 pL, KW MAIF K45 oL 5X AMV RT Buffer,5 pL. dNTP mixture
(2.5 mmol/L each),1 pL FEHLE[ % (500 pg/mL),0. 5 pL RNase inhibitor(40 U/pLl),12.5 pL RNA
#Bh,1 L AMV RTase(10 U/pL),
5.3.3.2 REFRNEMHH:37 C 90 min,95 °C 5 min, fi§ cDNA A FfifE PCR R &K
5.3.3.3 #K#AT RT WERGERE HERSAXE.
5.3.4 RT-PCR
5.3.4.1 PCR EREZRN 50 pL, K EKIMAL T 4> :5 L 10 X PCR Buffer,2 pL. MgCl, (25 mmol/L),
2 pL ANTP mixture,1 pL IEH 5% P1(50 pmol/L),1 pL K[54 P2(50 pmol/L),2 puL cDNA,
0.5 pL. Tag DNA polymerase(5 U/ul),36.5 pL ddH, 0,
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5.3.4.2 PCR RMZ%H.:95 CHA ¥ 5 min; 94 C 1 min,59 °C 1 min,72 C 1 min, 3t 30 IRYEFF; &
BE—WKE¥fE 72 ‘CHEM 10 min,

5.3.4.3 K317 RT-PCR W EinERE HEEAE X,

5.3.5 BB A

5.3.5.1 W 2ABIRMEEEMR (& 0.5 g / mL BALZED) .

5.3.5.2 B PCRY #7798 pL, 435 2 pL B 6 X BEZWRIES , MBI ALET .

5.3.5.3 HIKZmE A IXTAE Zm¥, Bk &H4H 100 VEEHEIK 30 min~60 min, LM EHFNUT
pUE =373

5.3.6 RHDV ZERKIEE EEFKFFINE

5.3.6.1 RHDV RT-PCR #l RT-nested PCR ¥ & 2. OU BB E KR ERX/E, HiEEEFMNFRI
YT B84, B Wizard PCR Preps DNA Purification System [E W &iifl, 5 1 pL 853K .

5.3.6.2 10 pL WEERNERPEKIMATIIES 5 pL 2X Rapid Ligation Buffer,pGEM-T Easy
Vector 1 pL, Bl si{b A PCR B A B2 3 pL,1 pL. T4 DNA Ligase, HERNEH N :EH 1 h,4 C
12 h,

5.3.6.3 M5 pL BETYHAE. coli DH 5c BRESHM . REREANERITBRHBTEEATS
EF00 pg/mL)K LB ¥4k £,37 CHEFLR. RBEE. BENHACEE ENTEETEESR
(100 pg/mL)# LB ¥ AIEFREE,37 °C 200 r / min FEHRIEFE 6 h, K5 A BAL/D E R BUAN & & FTAL
DNA LR & B 01 247 , 3917 PCR £ .

5.3.6.4 {570 FH TS BRI AL, BL T7 F1 SP6 B E1 4, A ABI U - {GHEFT FR3IIE .
Mg REHEIRGF 75 GenBank FHHEFFI T RIEMELE.

6 ZARAE

6.1 HA

SPERR 04 WEF EER HABENTSET 1 16 A0HE. HEMHABEXT
1= 16) R 45 3R B R R —Fp oy kR 20050 FH A U oA FE A
6.2 HAI
6.2.1 EmiFA MEMES, HAITFARN KT 1 10, AN fEfE a8 R0 ER s ik HiE
/BRI W BB X100 K IRTFET 10X HAB R AHREAH.
6.2.2 FEWHEHRA.SPF & HAT LM /DT ET 1+ 10 H 5 B4k X 1 (HAT ik 8 X F
1 10X 25 5 » 3 1 [/ —Fh O B E I, 40w PR A D PR
6.3 RT-PCR

BAFERGFHTHRRBRARN , AR HE Marker K FH XS B8y EHE , 7€ 368 bp 4 JL 2 i 3k & -1
FFERIERE A HE.

7 ER#EE
BEHELER EHRE.
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