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eeE A mE (KHV) PCR #aX# & (GS X R) AP

1. AFERA
% : HB-708-3

BT T Ewm, ARBEATRE (KHV) BREIIRG—FRRK, AT THEREH, Lovfsf
bR SR LR KK . ZmE R T A, KE, BRMI4L4R, MARTE2-4R, RTHETRRA
80%—100%. % Bi&)th T & HiRsefedet by, &, mE,

AT E RS2SR (KHV) B el o i M 69 & &, AN 3] 5 BESN/T 1674-2011 (47 2875
AR TR ARALTE) F20IEK £ B4 &R IL B F M5 0942 MGray Sphk B eG54 57, % %K%
BB R G, FRAEET ARG, BAKAKANERTAN LA hE, R4 BF. EH . 54,
BAEBE, R ZFHFERME

2, EFEE &R

K] & 20 n% LR R BGR T Fe AR BR I 38 K50, BEARA RS LT & (50test/&) :

2 AR R AR
#f 5t DNA $2EU% 1 5ml X1 &
# &b DNA 32 3i% 2 50011 X1 %
MR b 38X . DEPC &K 5ml X1 %
KHV (GS) PCR &2 i% 75001 X1 %
Taq &5 (5U/ul) 4001 X1 &
KHV (GS) P4 B8 Tml X1 %
A b 2 R Tml X1 %

*F A AESh DNA 32BUR 1. 2 AR EMAE-20CHEA .
3. HARE, ARRER

3.1 HARE: TABRBERMLMESZERFABRT. Rt s LmpR ., xR, 5 2e T
CkF . KEFIRET AR L9 5F %, H5ml PBSIE ), 2 000r/min &:310min R EFHEALE
BOEPRER, ABRmMERA TN,

3.2B % ABEIGEIHAE2 C—8 CEMTHRGRTARIL24 h; 70 ‘CAT T KIKE, 1258 %
BB &az (R%ZAKEEIK) .

3.3 &y KRR KRS B R A KE FHFAITER

4, Ak

4.1 DNA ZER IR ELIRAME 7 ik (A AR B K #47) :

4.1.1 B nA~1.5ml X Eppendorf &, P n AZEHE DK SRR BZ e, sTHENETHITHS
R (FE: R E P &Y Fa bt B B34 9 PCR A 694240, BFERBER)
4.1.2 HF%mAN 100 Bl DNA 3REUR 1, KRG 5 Ao N EE A Ao P BE & 10011, — 49 AF A3 B

AF ks LRI X R EIGRE 14 SHERTEMERR 1 5% 32329 %
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—ARBky BROBLEESH RIS s, TAC~25CE&M4T, 12 000 r/min &+ 10 min,
4.1.3 R A F Lk ARAILE, BAe N 100l DNA REUR 2, RO B EEH R 5s, F 4°C~25C
44T, 2 000 r/min &5 10 s,
4.1.4 100°C Fi52# K5 10 min; A2 A 901l DEPC K, 12 000 r/min &< 10 min, "RIR L,
PP Ay 4R ELEG DNA, sk EAR 45 (4RI DNA & /2 2 h Mt 47 PCR 438 S & T-70°Cok 48 MR A ) o

4.2 #m

4.2.1 FF¥IXFN AL (BERERSWEF R#IT) :
MK F0) & v B AR 7 69 PCR RS i . Taq B, 2000 X g &5 5 #74F , AANAE 53X R R AR 2 B 4]
LT 4%:

X PCR Bk i Taq & ot
nZ 14.5 pL 0.5uL 15uL
4.2.2 it (BFARER#T) -

m&/N PR EILF & 5% 15uL RER, B A A A DNA B4k 10uL, 2% E £, 500
r/min %3 30 s,
4.2.3 PCR#&M (4N X#4T)

VIR R E

%—Wr ., 94°C/5 min;

% —Wr 8, 95°C/1 min, 63°C/1 min, 72°C/1 min, 30 AN#E3F;

% =W, 72°CEAR 10min, 4 CHRIE.

4.3 RREHERIK

KGR b iR A & 1. B FRARAR BT AR . K PN K oRAE, A% IR b IR R IR
%, @) PCR 4738 F 4 m N 1/6 RAREG iRk LA b ik (6X EHZFIR) , #ILFIR D B N
Flo 7£ 9 K% DNA DL2000 Marker #3t R85 V/cm .0k £ 0. 5h, % 88 3 238 — 2 43 & 015 1k,
A E ST T 3B AR BAR ALY I AR T ARG 38 T 69 45 bk DNA kAR, et it R

5. #XAR
5.1 PCR /5, MatEstiE4a digl—% 292 bp 49 DNA K . Mt B A &3t BRI A AR & .
5.2 &M ¥ PCR 38 5 fe /£ 48 &2 292 bp DNA A2 E EA 4, T H]H KHV %8R e
6. MAMALE L
KHV-SPH-F: 5’ — GAC-ACC—ACA-TCT-GCA-AGG-AG -3’
KHV-SPH-R: 5’ — GAC-ACA-TGT-TAC-AAT-GGT—-CGC-3’

AF ks LRI X R EIGRE 14 SHERTEMERR 1 5% 32329 %
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