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1 EREEECHMICEELRRESD. EEBREORET 2KRFICOLNT, EHD
HHIRIEIRLE, —iThil, BEBFREE. SO EEFHRE LT, EEER
LI EIZ K B EEERDFRE. BREONPBEESICKY., BEMJUX
IR ERS,

2 BRWKELHE  REPBRE. BEITEC. MERHITED PHEEEDEMEIZY
> THBEFEERED D,

3 BWKEAIL, hEEREDREFITHSIT SR - AREED. TOREN
Hald. AEHZEECMRET,

4 HERFRIE, BHEHEDTTRYL. BFOMAECHEREREENRMHMIR b
LRZFEL TV BEHINH S C A, RIS 0. HABODEZDHET
FDZHWONERICEITI L 2FHD. Tz, BRFOMEHE. HEH. BERERF
FITEFREOHRER. BEOBHEACRIT=FHF DV TIHERRERZIT,

5 RWKEEGHEE - -RE2BRIF. 7IUABRESRELZEETH T, KIEHIC
BN CHEEESZHET SRENELBEICE. NEOFEMRFODERZHFE
Z. BRFICKEY, REMISERYT S L L. MERERTRICKIEHORERE
REt9H2ELT D,
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(3]
(All#E 1)

7 2 ) hRROZE< =17 L

T I2V)ABEBEIDAILR ASFV) [, PFRI7IMIART AT 14 DA IWREIZHESN
B 2A8EDNA 4/ L2 D—B—HDIAMILATH S, ASFV (FERRELZMER AN ED b
TULERLAY, 4/ LOEEERFIOZEVZE DIV -RIBIAEIRET. IRE 24 EOEEFEOE
ENEISNTWS, 77U HBEEE. 94 )L AOFEREDZEL OB RIOER (EiFE.
BEIRES) (LK > TELESAN., BRULDL LIZEWTIThEAMR X F2MER fFE
ZNY . #EORESHDHUNIEMBRZDOSZEDBRIHIL~21 BELvbhdhThiYiE
\MBETRIET A EEHD. ERMETIIEBTREELRITIRET HEHEL, F
F-2HRTE, RVFHEIGRR E LT, IFED S ~mi4EE (R EEXR . BOFEHE
D o \EEBR) UNEOEREENAH NS, FEEHADIEKCHKDEE, /D
Himn Griefe) . Bl mktmd LU < ISEFREe. BREIRY 2/ \EiDER EIEREIE. E
{LERIRDHI., FKEZADZ &L HD, EELEFTIIDMEORIRD RKE ., FF
fEDHIMBE, BERACIEZOFRIED X B MmFD Nl B MEEEARH 55, M
BOEEFREEADZEHE L, RAFLOKREDEEEN 5OHIMMAEL MY . ARSI
MEMNEFEYIZK LDIRROEFED—DOTHD, BRMERTIETRME L FRORELE
KINLHH, FEANEVORENETL., SHR LK Y FERG S SMHAERESY >
INERENGESDH NS, V) 2/ \HIDOREFREIEEEERN 2/ \EiDE < THEEIND,

ASFV DIRFEEHIEARA LI=BEIZIE. FRlERKZ R ST I2RARE T HEFIAREC Z
ETHHTEONDIFZFE LB, EFNIER (FEEKR RUESIFTRTT 71 hFEAEE
S5 ZEIIFIRETH MY, FETEEHDENDHA TIXDRMEEEFE AT H LFH#L <,
FAEERFRICELTE ) UNEIOHNFREPCRAFN ORI, BEOBEXELZITIZH
EDWTHKREL, XY TSR, EFLEERNT I LITEBETHLZ LMD, KR
RO EWDOVTIE, EDON-BREMBEICEWTOAMIILRAFHREEZERET SN
WHETHD, OB, HICREMHIZE VW TITEEN TORNEDHEIRENLLERAEN &
[ZEBE L. ECEESERRIEREZET HEA SRATIRET S5 EAEFELLY,

7 7V WREUTRREED BIEICE S FETORZ@ENFE < . 58 & DEFITITIAMfnD L7 %52
HIEV=HIEFHIREBEDZE E L TOERMETIEL, FLERTZERZIE ASFV OFIFE4
BRI 5B TFRERENZRLAUTH S,

A FIERSE
1 BREAE

A= a7I)E, FEFEABEREY 5 —RRIGHEEEE R NSRRI RHHEE
DT 2 WERERE T 2 =ODBREFRITONTELEH=LDTHY.,. 77UH
BRELVE 525 IR DBEEHA H > =15 B DL TIK, EMETAEMZREFI IR ERA L.
EIEFREBRERVREICS CCEGFRITEZERT & @IESS)

B, BEMENERY SREIL, REOIEE, BRIADLEH R VKR E DLRES
AzEMET S L, MR (RMXIFME) XIEZh D OERMAEEELFEHII<H > TR,
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i DiERR RO = ALV REAEY TH D,

2 2R 2YaFI)LPR RUGHIRRERNE
(1) #%#
Mm% (EMXITME) XIEEh oDRMARBGTESZH > TIE (Rik. i
%) ZRAWG, 2MZRAVSE5E,. UREERIIFEAE LT EDTA ZANS & ET 5N
BTy ML > TIHMERTELRVELDLHADTH Y MRS TULSERAE
SR> TERT D &,

B ZALSI5E. RERICEM LI-BEH 1 BEZHEL. /\UIFTHYIT 5,
RNTESFZEERL, 10%w/v £755KS51TKA LTz PBS ZANT L KEBRL. BHR
TR D, QUEETICKREZAT 255(FEMZ 4 CTRE L., ATREGR YEPh
[CELFEREEICHT 5 T &, FRERICIRLTIIELE, AEFEZTOAINIT LG L, &
IR (4°CHIR) [TRDOTEMEFTLLY,) B&EEL 4°C, 3,000rpm T 15 S3fali=iy
SREL. EFE 10%FAIE LTHEAY %o 5HEE L F=2LAIEOH BhH 1 ST 5,
POZE/IRET HHAICIE, MARETHNILAC, TNULOHAMDIEEIF-80°C
THRET %o

TE. FAWERISDOWTIE, RED A F—OlaiitEES 2 A0S C & HaTEe:
A, HHOERELRICIET S L,

Ff=. FRZEREIT DGERICEVWTLREHROFEICK YRET S EIEAIRETH DN,
MEHDERDFRTHAHHEEICIE, FHEAFRER. PBS HHVNIEEREKICEYTH
Irih & FRZEICARIR G0 EHFR) 956 &,

(2) EHH
RO SE U =hEROZEE Y b (D4 LA DNA DA EIREGR 2 D) %
EIRL, RAOFRAZIH > THEOMEZ1TS . REDREZHERT 570, 7
PBS ZHHHIEMEXIRE L TESHITL TERZITO C &

(38) PCR &It
HER®D PCR FEEEZRALS, GHEEERHZZa V2 22— 3 VOIS LR RHE
BhIEd 5 1-HEMMEEMTTERFIAMER - Bifnd SERADFBZFRT S &,

@ T34 77— (HEETBYEERTEFN ST HFE)
TE #&2@n& T 10u«M (10pmol/ L) IZERZEL{ERT 5,
Forward : 5 —CTGCT-CATGG-TATCA-ATCTT-ATCGA- 3’
Reverse : 5° —GATAC-CACAA-GATC (A/G) -GCCGT- 3’

@ EMEERR UG R AR

iR - BRI AR OB I St RARN A5,
PEMEXIER - IR R CRISIEEER (PBS) ZAL5,
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Q Rtk
PCR FE(R. @R, T34 ¥ —tv FEET PR RIGERZEIAE L. HWiRGEA.

HIZMHEXER, RISIEMRE, EERARMENZ S5, RIEERDFAZRETIKLETITS
Zé&
[RI&&RDFER]
RIGREER 2.5ul
10 uM Forward 754 <— 1.25uL
10 M Reverse 754 <w— 1.25uL
PCR it R 0.125uL
dNTP Mixture (EERIZFHMT) 2.0uL
FEHIK 16. 875 uL
et 1.0uL
= 25.0uL

@ PCR RIGEH

98°C 10sec

64:C 30sec 30 44 4L
¢ 3sec (L LT 30 44 & LI E OHMEFTHALY
4°C oo

® F7HO—REBESKKE
BESKENE., TAERXIXTBE /Ny T 7—T2%7HO—R5 )L (LOHDIGE. &
Hitge T L= DNA BRAEESEERMT 5) Z/EL. 135V, 25 FE (&
100V, 30 » TEXKEIZERT D,

® HIE (—RHE)
L% PR RIESHISIEDIGE(E, #HREMTIE 250bp DFFADEEFIHEESH
%o —7A. BRI TS 231bp DRFRAVIIBEEMI MR SN D, BT
FAEN TRENTIBRENIHERE SN, SRR TERARO oG MGEIC
PCR ASRAL L TLVA & HIETT B,

(4) WHIPRERRANIE
(3) MPCREEIZHEWT, BEHMRIL L., M OHIREFH SRR IBIEEYIH TESR
SNTIEEIEHIEESR foR 1 ZRAVLVANEEITS, FIRERWEL, foR I-HF D5
FII°CTIS NREILLE, feR I DFEEIF 1 BRIUEREGSE, ERKEIZITS ( (3)
DEERRR)
FIRRELRIBDFER . BRI OBENIISIEEDN LoR [ BBERIZE > THHSh
9 250bp DFEFLEDIZH L. BEHEEREFLAY 135bp & 96bp IZUIEF S NI-HE. HED
fRAEERAHE ASFV 0D PCR [EMEEHIET B (FEEEMEDY Lo I TUIIESNTIHE(E.
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ASFV [ZHSE Y HIBBEEY TR < BEIREHDBEFNEHN D, )

[t &O#aR]
&G FRfEE& 2.0uL
FeR 1 1.0uL
FEfK 7.0uL
PCR RItiEAE844 10.0uL
=11 20.0uL

3 U7ILEALPCR
)7 ILE A LPRR DEFICH =2 TIX, TERDF Y bHEETH D, RIGFEHFIZDOL
TIEFy MIFMIDFRRAEEZSRI S &,
HiREM & LTRIR (20X (EME) ZAL. Fv MIRE SN TOSERAZE(HE
D THEY 5, AIRELGRYFETELDDGL, FECLDERNDEAEFLLY,
Ff-. MROFEWHAERELEHZHo TIIERE Rk, IEEF AL EHAEE
HY. Fv MIFFSNTODERFZI N > THRSEM ZHET D,
)7 IL3 A L PR THIMEAHEEE SN II5A(E. EWRIAEDRAMICIREAZIRA L. HEE
BREZERT 5.

4 BREREROIRL
2 DIRAEIZHEWNT TPCR &It A&, D THIRRERRIGODEIE] HEHEEHIESN
=156, RIFSDBREIZELT PR &t A5 EHIESN-IBEIZIX, ASF DfFEIHE
m& L CRIEDFEHEE(CEIY ., ESBICHYEEZRARED L., 727) HEEIZET 545
RECRAHEIEEHE DT, WELHEEEHET 5. COE. #laT—4 (PR &It
&U 2 DIRBEDSETFIEBERUMRICEDDESAKENE) & &BICEREIR, SRR
R, BREREMIT S L, £, BKE. TOMOBELERREDERICEBETHI &,

5 ASFVHEFENSIHBEFIZOLT
ASFV 4 & HIE SN-ERICEXT HIL%. MF. TOMDGEME. REEERRFTFH
BT, TOFEFICE L TEMKEXEDFFRAINDEL N5 TREERFREEXR] DS
BICEEL [EREERBEEFRRERA] 280 ELTIRESATLSEO. H
HIRRARZIEFT A 22 T COVEVLWRBRBEERFICS LTI, FiEDEMAIC
AT 5H., A28 SHMEERTEFIENVERIRISEET 5%, EH LN
HBEZEL DL ELICEMKEXREICBHHZMENHIDTIET 5,

6 BFELDLL
FLEODL LIZBWTEREZERT DF8EFART =2 T7ILEERT S,
FLELDL LOBIKIZOWTIE, HICHAERFORAEREFTLELLEVEL S FEL W
BETHAHIEND, AD2ITEE DR 350 PR RUHIFREERMIEDIFEN., PCR
RIGZIZESKEINAE T, SRALERIZH8 L-ThERD 1) 7L 2 A L PCR M;ER T
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T3, VT7ILE A LPCREBEDERIZL->TlE. HEROFX Y FHEETHD, RIGEH
Z(IZTDOWTIEF Y MIHRFHDSRBEEESIET S &,

HiEH & LTImE (2mXIFmE) ZAL. ¥y MIHRF SN TULSERBAEICHRE
STCHHEY 5, EELRYFHETAMDDEL, FBELREDERANS I EMNEFELLY,
Fi-. MAOFERNREGZEFIZH > TIHERE Rk, S XIFENZRANSI L
HAEETHY . Fv MIHF SN TUSERAE. SEEREISFIAMERT 5= 7
IVEIZHE > TR 23R T 5,

FAELD L LOFIFEBHFIZHSLT 7ILE A L PR THELSHER SN-IHEEX. B
BTN IRATIRA L. FEEREZERT 5.
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(BI#E2)
BROFHEREDHEE /7%

1 EEK
(1) FHESEDERMGTEESE
REOEAME + EERE (1 B4V OLEEE < FEBED
(2) FEOBEMIERVIEEREDEESE
O BAMEE. FEOBEAICEL-ERL L, BAMEEZFCKVERT S
Q@ FELEREELTVIIGENTEAMEEHERT S ENTELINGEICE, EMgE LITEEH
WbI &L, ZDEEFEITOVTCIE. BRFEOEENMEEEIZHTHEBEHREEED 100 5709
ZRLTEET S,
@ 1BA-YDLEEET. £EALEEN EAEE LMEZERV-2EZIEEERE (FORTAEN) T
BrUT=ERIZ 100 70 50 #F C1-AEA 1 BH-YAEEE EFEN-BH 5 70 BEET) kU100 50
130 & U-2H 1 BY-VAEEE (1 B OHRISNSET) FEET S,
@ fFERHY. FEEEATHHAICTEALEZAND., FE - FE—ERESDIGEICIIRENESE
NEANCEBEXISHUES LHESN-AETORKLET S,

(ZE) 18a-VAEE (TR 23 FESEYEEERD
@ EAEL LEE EETY)

SEALREE 31,903 [ x BRAILE D R FAKITHT S FREEICET 50R FOEIE 9% =
@ BN 1 BUf-Y4ER (E~—R)

(REALES 31,903 A—EA%E UL 2871 M) + (EEER6. 458 x30.4 B)

= 149M
BT B YAREE O0~23H0R8) 1 By £EED 50%=75 [
HE BRf-YEER 23~640AE) 1 By £EED 130%=194H

(5] AEEEELERS 6.4 5 Ak TEHE
(100 BEOFHEEEA L TLVSIHEA)
BN 1 B%f-Y DEEE x FEAY
15,220 + (194F x 6.4H/B-3.3,A) x30.48) =
X DHEHITIEEEYESRE 2B CEAMERERE

(398 - B —EREF TEAMEAELES)
EHEE LG 1B&E-YDAEE x R
2811 + ((5Mx23AA) + (194MAx41ME) ) x30.4A=
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f===]
(=]
I
==

2 FIEHR
(STER (CRIEEE) ]
(1) FHEEEDEANLEERE
FEDEAME + BRFE (1RLLYOLEEEXFERYR + ZHnES
(2) FREOEMIERUVERBREDETERE

D BAMEIE. FEOEAELE-ERE L. FETSOBAGESIC &L YIRS S,

Q BAMEEREDT S LN TERVMEARIFEEEREE L TL\SIBAICIE. LEEREDOFREE
MNEEFIALTLWSRETRICHEITHHZRE LEFOR (BFE. AR (EER%F) FHRE—0K)
DFIEG UG (EE 1 FRDED) &35,

Q@ 1BZ-YOLEEEIL. £EEREICHITHIEEHED 1 BE-YOLEEEZFFAT S

@ BT, FEZEALEEM LESIFLUBSLHIESNI-BETORKET S,

® ZHELTLSHAIZIE. 20 e L TRHKIMED 2 BMaL£INET 5 (ffZ L. BB & DiTR
EEEICK Y ZIAHHERTE DIHAITRD. )

(BEMRR (2% ]
(1) FHEEEDEAMLEEE A
PIRERFEENTAE x FHfitE% 100 + ZRaESE
(2) VIERECEER USHEEROEEAE
@ FIEREEMRIE. RIZEVYEET .
REOBAfME +FVEAMETOEREE (1 BA-YDEEE X FERR
BH. FEOBAMERUVEREEIIFIEME RIEE) LRBROEEAEET .
@ FHEHERIL. WIERDEHEZ 1 0 0 & LI-FRDEFIZ K HEEDRD N EHeUEL =2 D THY .
SHERFRORELFEINHELETALEET 5.
Q@ 1B&EYOEEEL. £EEREICHITOEEED 1 B DEEEZFRAT 5.
@ ZRLTLBHAICE, Zien s L TERIEED 2E8MELZMET S (==L, BEEHC S SR
BEFIC& Y ZIHHEETE HIHRITRD, ) .
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(5] BRENOEEFRER IR L -t @It
FECEMENFERD LD ERBIREL TS

(5] ZSEMRZRRER: (£912 0 Aln) Tl
LNl (1BEEYOEEEXGFEERR)  HENES
{ 55, 280 1 (FFEFAMERK GitFD) THOBEAMMEAE) +194 A x (12 MA—3.3 M A) x30.4 B} x1.2

= [127.19H
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