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L. — MDNAFRIL IR T3, HRFEAE T, 045 -

AR BB DNA : Wit ISk 91, — S B A A2 1P 1 : HO-C6-S-S-C6-P03-
TTCTCATGTTTGACGCTT , — 4k A BT &1 P2 : CGGAATGGACGATATCCCGC , LA pBR322 5 v Ay 45
1R, 47 35 200bp K BERY A B, SRR 590 A0 18 51 9 LAS0 « T EL I N B PCRIA Z 1, A KR
PCRY™ I 38 v By B 3iAA2AMm , 13 BIFIEALDNA

BT BRI AEALDNA : PAPBSEL & A& /K F AT HiAd , LAZ IR 204 A 20 AL ST B ALDNA , i J5
FH7K s fif 5 A5 AL DNA 5

TG AL DU 5 BT Ik (1) B RN 22 BRI SMCCH% 73 BE ZR B BA L2 S EE BV A 5 SMCC
W 2mg /L, 25 CHeHE s N1 /N, FHHistrap Desalting G254FAKTA purifier 100 EfREh,
Vel APBS, i A5m /min, 13 BIFE LA

EIDR AV A B B AA 5 37 2 AL DNARY 22 Bk - JE S S AL DNAYE AR /E100nM pHT7 .5 ARFAH900
ul BB ZE PP, INN100uIDTT, = 55T & Lh, 43 BIRE &4 B . FIMR 610 755 L BRDTTHI SR
FALDNA B S B OR 37 B2 ] 2 R TG ENAP- 108+, N1 mLE) FIREESB, FH1.5
mLPBSZ MR IEAT YE it , ik bml /min, 15 2S5 LA DNAATAL 7™, S ZI T3 4% 08 Bk A
o AR PIT 38 7 5 AL DNAZ AL 7 1) 565 BE IR BB 525 "C IOSLL/MISF, IANLO Bl 1mol/LB-%i Kk 4
24 1k S, 25°C [ M.30min fF 2L 5

YT RIS AEAAR IR ) « ZEDNARI A4 B9 A8 R VR & VR IR AR B REREL , SR fa FH
PEG/ NaCl JiyE, ¥ H IDNA W B 2 MRk , 5 Jo il 3 3 B A5 B IDNA , 28 LB 5% » 7K
it o




CN 105372415 B w Bg B 1/4

— MIDNARRIC IR RN 75 0%

B GuE
[0001] AT B K AR 15 Al B — PRONARR L IUA I T7iE o

BEEAR

[0002]  E HiR HRIDNASUAMEIE R £ 2 A : () ®EEMRWIUE/ SO A-EDEILDNA R
Gt : Sano % FEE SR AR /B AARE N TR S EAENEES T RIEREMZEIFILHDNAE
Uk, MR B A T B SE A4 FTIR SIDNA B AR RS, B 4 AR BRI Fe B
{HRuz i ckaih & HAAAE ] LLZS A 47 7 ME BRI LgG, 1 s m] D55 A5 it wh W BT ] AH (1)
ToRPUAR L gL A, MITTFRAR T SO 45 Sk, 7 BB AR/ B A AR A B AR A ik,
AN Gy HATHE o ) MR MTUEE R R - R WDNA RS : B AN E Z 150 S fd
R RGRIEHDNAS g X FMEEL RS0 HRuz i cka e 2855 5] N S PCREE AR I o FL 2
RITE R HG SRR A ZALIDNATIES & R E 59, 8 5 5456 A A R AT EE
PR LSS AHZ AN ER 9T 1 LGS S AN B R 91 PS5 FIZ A A 90 5 AL U DNA
TR A R A i FEAS I — 10, AT BRAIG 1 v 6 14 A0 ] 26 53 1 o K 2 002238 K F 4 il
NAEWIZEACHAR B SR A2 A R ALDNAD TR T VETE IR T UL Bk 25, AH K 7RG 0 &
AR D IR 3N T RGuiR 2. (3) PR G -DNARSG : M AR 2 AZER
& 2 A E NER D AT BUR SDNAR S B . X Fh o7 v B B r R s v, HLRAIE, {H 1%
VA 3 28 B SR BRI Ak B o 22 BR A F At FE 350 75 A0 R G Ab E AT T ACBR AN TR AR E L T
BT, WSEBR B E P ARAS T (8 (4) HUER-DNA R G - 10 — S22 3 FIAL 22 A0 BRI EL Bl DNA
TR LS K o A FH 10 28 RS 5 2 00 U Jie RN Ak, — 310 i S — e XU Th REAZ K57, Joerger 2%
() K EOD B A e A B R B & AL FIDNA 93 1 2 B BRAR L B AL , 98 J5 4 T 2 7 SR S 26 AF
BTG, B R A B AT A AL 1% RS R T AR SRR REN AR BN S
17 368 3 1T 2R 50 P58 AR i M T B 0 Il R, 9 6 25 1 LR BRI D B8 Wb T R s RS [ A ER
NIEIEETS TR RN 1 g TR 507 i 1)) N L S S 470 e el 37 N1 B i oM L
PR BRI B B 28 B R, BUT AR IR PR 45 A W00 TRk 55 o

RPARE

[0003] A< B T B AR R (K B il R B X BT BRI A2 5 2 FHDNABRIC B4 (1 7
e

[0004]  yfigp e bR B ] B, A SR AT BOR Ty G5 -

[0005]  —FHDNABRICHUA I T3 72 , R IS AR X D) R A IR AL ) SLAR A R ST A AL DNA
[0006] g, i SHEALDNAFR il 4% 5 V2 A ISR AL 51 A0 T 51 A0 FRPCRY™
e,

[0007] 2, Frik ANKIFRPCRY™ G SALAL 51 AN 38 51 MR L 45950 1

[0008] Ui, Pirid AU XDl BE SRR, — S A B R BV Jlie B A, — S A BR HAV I MV fie 5t
i
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[0009]  HE— Db, FTiA SR AL I BEAC BEFIATFEMBS . Sul fo MBS.GMBS.Sulfo GMBS.EMCS.
Sulfo EMCS.SMCC.Sulfo SMCC.SMPBFSulfo SMPB.

[0010]  — D, Firid % 57 0 Bh e 28 B FANE A B B A il 48 5 120h B i m i iy i
A B Dy e A8 BRI BE /R EL DAL IR & e W D RE A R RIVR i 2mg /L, 25 C 1t I B 1
N o

[0011]  @r—2DHh, S0k SRS R T DNAR) 1w B8 A SR 747 W, e 38 05 S B AL e 4
e B IR HUR A 25 C RS LN, M 10uL 1mol/LB-37i3k 7, iE 48 1k 8, 25°C % $2.30min &
afifl, .

[0012]  g@k— 0 Hh, FriR i alifb 7 v A REER I  FEPCRA= A HUAR R AR AT A7 R I R
LRI RERL , S8 S5 FIPEG/NaCl YL » 18 B AIDNAWR Bt S REZE , B¢ fa i3 7 B4 Bt FODNA, 42 2,
B % A 7K B e 58 i 44K

[0013] A B4R AL DNARRIC HUAA 1) 7732, SR FH S5 2R 000y B ik A D A8 R SR AR BB 0 A A
DNA, fil] & B DNAbR IC HLAR T A T 50 03 PCRITS: A7 S B A0 B 8] 5., (B IR A8 28 v S o RO
T B X R — MR ER BT R PR AT AR 24k, i HAR D 24k it FR L BB B, H 2 K E AR
10 G EATHE B AR L A R L BB B R SRR e AS S H T 5 it RS DU 22 F a3 m DA 3
FAHIA )6 7~ RGAR I RS , 3 — DA R T At

B (E135E BA
[0014] &1 Ay A B SE it 451 1 B2 (AL ) e JEPCR SR S ) P UK 2% 77 » ] LUK TE 1437 . 200bp /2
A B R 3G 46, IE B DNA B A F 48 BB J Bl 4

BRI

[0015] % BH S i 9] 4 (4 — FEDNAAR I PO AR 1K 7774 5 SR FH 7 B XU Eh B8 A8 BRI 4 1) S 44
RS ELALDNA , i I 5 A S AL 51 PSR4 3845 B F AL AL IDNA Fr B

[0016]  DNAMUAAJE T PRI A R 440053+, Hp Sl £ DNA , HH M5t 202 0 AN e 2EL it , AN 25
A A TIRCrI 20, Jodt, et S ], 7 2R 5N R DABRIC ) 25 B 4R DA EAT 4
BRI o BN —SERfF 50N S A R AL DR SR AR A R ALDNA R Gt (R E5 5 75 JE A
D0 R ECIYRE B DN JE A A A 0 A P RO 2, T AR T A R BRI L A B B4
T 515 o AR R B SR FH 25 B BT IR 0 g 3 [ R0 L R I IV i 2 ] 1) S 284 X e A BB ARG Ak 47t
s b B U 33— P RIDNA v B I 32 S S, T2 BDNA R BUAR ) 52540 - 453 21 I DNASL 44
B AW L BRI, JUAFIDNA S LU Bl 52 , 7] BL AT % PCRAEAH B SE 56

[0017] St 91— FHDNAKR i LA I 7 V2

[0018] 1.4 7 L >fe i V. fidc = ] AR 0 o 1y 1 5 I i 2 8] 1) S XL )y e A2 K 711, 48] 4 = MBS (m—
Maleimidobenzoyl-N-hydroxysuccinimide ester) ,GMBS (N-vy -
Maleimidobutyryloxysuccinimide ester) ,EMCS (N-(¢e-Maleimidocaproyloxy)
succinimide ester) ,SMCC (Succinimidyl 4- (N-maleimidomethyl) cyclohexane—1-
carboxylate) , SMPB (Succinimidyl 4-(p—maleimidophenyl) butyrate) Bt il A5 .
[0019] 2. & MERABMN S 1R

[0020] Wit TIM,
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[0021] 4% EALIZIP] : HO-C6-S-S-C6-PO3-TTCTCATGTTTGACGCTT

[0022]  —&AS AT HEATP2 : CGGAATGGACGATATCCCGC

[0023]  DApBR322FURL NAEAR , 4 38 200bp e B9 B, S0 51 A% 38 51 P LA50 : LI L
BN BIPCRAE R rh , AXTRRPCRY 3844344 v B e 3512410

104738 2 % % 10ul

4 # ANTP 49 £ 200umol/L

s34 P 100pmol
o0l £ 3854 P2 2pmol

A2 DNA 0.1 ~2ug

Taq DNA #4585 2.5u

Mg* 1.5mmol/L

A IR Z KK E 100ul

[0025]  3.i& A HAR AL AL H IR

[0026]  DAPBSEL & A ZAKENTHUA , AEIREAL A SEALPCR™= ) , 3¢ J5i FH /K V& fEPCR= )
[0027] 4 fHENEIL A

[0028] Y3 Mk (¥ Fi A2 A0 A IR FISMCCH% 73 BE JR EL AL < 51 L VR &, SMCCIHR J2mg /L,
25°CHiHE N 1/NB} , FHistrap Desalting G257EAKTA purifier 100 Ffish, ¥ellim i
PBS, Jiii# N5ml /min.

[0029] 5 BTG AL A5 3R AL DNA R A2 B

[0030] B T3RFLAB I ) 45 F4) £ HO-C6-S—S-C6-P03 -0l igo. 7E F 2 B B DT TfH — 37 L I
2, R ML SR AE B AT e AR B IRVA AEAE 100nM pHT . 5AEFA900u ] i R 22 P
d, I 100ulDTT, = & Lh. ﬁﬁﬂb‘éihE’JﬁizzﬁB%DTT?FDM%V%@ELEE%E’J%*Fﬁl H
22 MR TR S5 - BINAP—LOFE: 5+, I ImL A £ 5 AT 1 . SmLPBSZE (VB HEAT HE M o VA Ay5m1 /min, 57
AT %R

[0031] 4% -3 BB 7= 4 AU S FE AL DNAZEAK. 7™ ) 55 BE IR HIR A 25 °C [ BELZINBY 5 ITAN101L
Imol/LB-%i3k 2 B 2% 1k e N, 25 °C e v 30min 5 44k, o

[0032] 6. 4 KREBRIEAAALARIE =)

[0033]  FEPCR;™ W ANHUAA I AR IR A IR B TR, 98 5 FHIPEG/NaCLITE , { B
(FIDNAMR Bt 22 WA BE , 56 Jo T 32 70 B AR B FRIDNA , 48 LB 5% » FH K e it

[0034] 7. 4B PCRE ARG M 4

[0035] DAY K0.05m01 /L, pH9. 6 (1) BB #h 4% iyt #4085 1 HEAT L0 i e A HOR A
2ng/L, 5 MIEL50uL B 20 2 (A M R T TopYie ldiR , 4°Cid A4 16h A | o A0 b B V2 v
VeI A1 % Tween—20F10 . Immo1 /L. EDTAKIPBSIRBEIE 5K o R Ji B 2000L B AV « &5 47 29K
JZ )91 g/ LAY AR FEDNA, 1 %6BSAL0. 2 % I H 2 MR AR T B LA, TBCE 37 C 3 A Lh o bR, £E
AL I S0RLYT HE 2H 1 T (CAE VDR H AR N Lug/ml TARMR AL I HD N & 0. 1%
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Tween—207110.5%BSARIPBSYAVR , B 37 CHE A 1ho ¥elk , INADNAMB BRI AR, 37T CI B 1h s
26 R BRIBEEAR 15K, SR e X Z8 KB R 31K o FETOpY 1 e 1d & AR AL H 4 REPCRY 344 2 , &S
PCRI RV » % MR P 45 6 1 4 75 DNATEAT PCREG I » 12 F TaKaRa one shot LA PCR TM mixis
F & BEATPCRY 1 . 50uLPCRIA REEA S FIF514 (20pmol /L) « R 54 (20pmol /1) Mg™*
(2.5mmo1/L) vdNTP Mixture,0.4mmol/L) ,Taqlf (2.5U) .PCRY I 4AF:94°C30s,55°C30s,
72°Clmin, 30MEER « RIS I PCRI N 4 (218bp) 132 % BREHE BEAL (Gelred B ) £E
9OVHEL He 25410 T FL Uk 25min, IR f5 1L BEIR IR R M S8 Tk 45 3L o 45 SR i Lo, AT L
AT LLE A B AE R 45 A R TR SIS T DNA T B Br DB B B8 B T8
gL

[0036] 8. %}k SEitE

[0037]  IWAHEA 2 DNAGTARAR A 1) Taiws I

[0038]  affil| & WRAR 2 BEAL FIDNA K S A5 1R I DNAFISATA I B » 1 56 BA 100mMAik R S 4 2%
MR (pH 9.0) FHT, SR FEIIN13. 3mg/ml SATA, F150 % — 1 B F i fiz (DMF) .« ££.25°C Jx
30min, FH100mMEERENZE ML, pH 6. 53T, W4 .

[0039] bl £ b SR Bk P FAS M I F0A4 , SR F sul £o—SMCC HridA B AT S R BE W i fb . 5 A
25nmo 1 [FJF AR BE N E 2 100mMAEEER AN (pH 7.0) , 1. 2mg/ml sulfo—SMCC, 1.5 % DMFI{) J 3 V&
AR 5 25°C B/, 7RIt AR A b e S e M L 45 21 St B e A i sk

[0040] AR FIDNABE SR , 454K P 5 SR B S e 44 0 () o A4 I N 380 1 5mL 85 08 v, (] A
NI EALIIDNA , IO T5RLIK) IMER B8 F4 FE B 4 AR IR S B, 2 I s &b s 2 278N J I 10w
1 10mM N-Z, B 5 SR B I i ¢ 1k e o

[0041]  A] WA B (R AR IR A2 R ] 5., AIWATHR IR 32 fai AL Rl 248 , B A 28 5 iy, 2
DR ] 5, O S T A B PCRA BE 2 Y AR iC PU AR SR R o B B 1 B 7T BLE 31, 7RG )
2ng/ LIRS A W BEINF , PCRH AT A I HY 27 , AT LA I8 238 2 i o 1 L, R FH XU B AR IR 771
AT AR, B TR BE R A T A A S AR

[0042]  f% Ji5 Fir B Ut B I 72, DA B A St 77 2000 A BA i BH AR R B I 4R 7 G2 i 4R FR 1
RGN AR AT T PEA UGB, A8 U0 A 0 AN S B A, 7T DA A K B
[RIEEAR Ty AT B DL SR (R B 4, T A B0 28 A R B AR T B2 (R0 K ARSI ], HE 35 I 38k 5
FEA R PR (RO EE SR a2
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