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His Pull-Down Kit
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ARG KA His FR2E Al fE oK = R5E R His Fra&l & 8 F RS pull-down S256 . 5246 A4 H AR JE A%
N His b2 0 EZ FEH AT, R A RS His it & EE . FIH His bR ai e ig 5 His AR5 5%
AE, gife His 8 H, FSPEARRMRING, FEAS TR 8 B B AT g B i 20 28

BA&A S

9T H R 20T #iks 40T kg fifi A7 R AT
@ His bR 2tk i i 950 L 1.9 mL 4°C, 14
@ HIRE I 24 mL 48 mL 4C, 14
® R 70 mL 140 mL 4°C, 14
@ AR AL e 1.1 mL 2.2mL 4C, 14
® B B 7 600 pL 1.2 mL -20C, 14
® 10 mL B0 14 14 —_
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HI) T AURBURIZURTER IR, XL 2 S B R R L KA G RE ).

NORUER JE38 50 9340, B EAE AT I SO U] B e R TR S Tl o

SR 7 B4 5 western blot SZEG T His Al A 8 AR AR BAE & (A 2 Al s Rk .

TEWREUR R AT, WA R kAR BT H 1~2mm.

W S O AP R TR AR 5 A R HRAE, 503 KT 5000 X g FI RE 2 5 SR I 5 B2 A1 P B0 T ol
S PR FLARKE il B A B N (RO T AR A R, AR RN R BB '

N T AR, U S R — I TR A

N o g M D RE

| BB

1. His-HEERH%

(1) WEFESFRIEAENE His-¥51H 8 H 5 His 2 8RB KT H W, 4°C 5000 g &0 5 min, 8R4 50 L
PRYTTE

(2) hEA 1 mL FiiAF PBS, WFTIR2], 4°C 5000 g &0 5 min, 3 i

(3) EHE FUBIRAEWIR, JHER=K, REWRTHIE:

(4) HPEARE T UK L, FBEAP A 500 pL #iA Q2w SR 5 uL & AREMHIR (% 1%3 ) , )47
WRA), UK b B VR AN

(5) 4 °C 12000 g &5.C» 15 min, YgdE LGB E.OE F, B30 pL {E4 bait-input, s T pull-down 5255,
BT UK E& A EL- 80°CIRAT .

*HER: WRCEFALITR His-iFEE S, Bkl kbR,

2. FFNEAH %
(1) FRIEEAS 7 Sl a0 R 7 R A A 2

FEARA | AR/ BEV RS

k7] 1x107~ 2x1074™ | ¥ PBS ¥k 2~3 ¥k, &K 4°C 500 g B0 5 min WEDTRE, REWTRE

¥ PBS BB ERKIE VT4, MR KBRSy, FIRE TS 0O, i

B4R 100~200 mg o
R A A BT 0

AL 200~300 mg To WA AKIGBET%, AR O, FERRER AR 2 T4 BT 2O

JitZRIEW | 50 uL @AAUTIE | ¥ PBS #E 2~3 7, AR 4 'C 5000 g &0 5 min WEDTIE, REWR K

(2) HHEAEE UK E, AN 300~500 pL WA @QEUREMW . 3~5 pL @& AFEIHIF (% 1%
TR A5

(3) VK I M VA VR ARV

(4) 4 °C 12000 g #-0» 15 min, W& EiE£BE.OE H, B30 uL fE4 prey-input, F4 4T pull-down 525,
BT UK 45 HBk- 80°C 1R A7 .

PR QL WRSIR A IR T REA R, ATRL SRR, HUSE input JE P APIE .
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i, 2 PE AR A AR CAWURVER | 7T DURE I B4R 8 0 s % 7 28 PR SE R . P 4 PR RE A2
AT, SRR B & IE. HAREK, RARAWREENEFIET 5 pgl, BR% 2-3 mg.
i 0 FRE Ao R 1R RS, SRS A I A e, T AR RE A B, [ 5 ) I A
AR, R0 B P KRR B PR 203, AR KT AT AR B L

3. ERBHA

T Bk SRR R B R, TR A R A IR R B (©)10 mL B0 A, IS 4RI R4
ML 6.8 mL QIEWER . 34 uL &) FEABHNHIF G 0.5%% ) , REWAL, KRS, BRBUH. W
REZHEMAR, HEBLMEHERE .

4. His-FHEHER4ML

(1) K DHis bR 4ELA IR ER R 2], Seae 4R G20 % B 45 uL QOB R B8 A 38 0 i v 5

(2) BRI 200 pL S CUIE 3 #ES) , BifEVE2) 30 ¢k, 500 g &0 5 min, 7 1id;

(3) HE LD —IX;

(4) T SEEG AL A F I NFRIE His-IBTHEE K K AT i 24 PR 114 Bk 20 pg 4161 His-iF1HE [,
[0 REZELA i TR N3k His S8R I KA BRI CEIR LH1%) , ORI E 4 CIFE 1~2 h;

(5) 4 °C 500 g &> 5 min, F Fif;

(6) HEZHINA 500 uLVEHei CLYR 3 uE#) , MifE1VE%5) 30 ¥k, 4 °C 5009 &0 5 min, 3 [i&:

(7) EE FPBAEMR, LERE =X, #3210 His-iBHE ARG,

5. His pull-down

(1) 1A BRI AR IR AR R CGPIR 2 il#%) , ORI BRI A 3 h 84 CIRE I

(2) 4°C 500 g B> 5min, # L&

(3) HFAINA 500 pL Pl CPER 3#E4) , MIfEIES] 30 X, 4 °C 5009 &0 5 min, # Lif;

(4) EE FPEBIERR, LR

(5) FF4LINA 50 uL @ LML Zmrw, WiEE% 20 s, JORAM L S=IEDEHE 15 min;

(6) WAliEE% 20s, 4 °C 12000 g &0 5 min, Wk BIEEHELE S, - 80CLRAF, B EHEHM T Western-

blot. SDS-PAGE B i itk 525 .

i AT G PR AR PR s T A A B, IR At TT DA (AR R 1 1 B A I IR 55«

ii. AARBEMACERAC, FTLAE e SDS-PAGE R MM Hii%: E0EJE IR IR ELE M 50 uL 1 X SDS-PAGE _L-#f
LZMEAE YR 3 min, 12000 g B5.0 30's, Wtk BiE CRDAEG=91) ZHELOE T B~ mT LUH T SDS-
PAGE 5 Western-blot 525, 158 5 Zib47 B scie, WY& EIEME.

iii. Pull-down ik 8 (EE R /b, Bk SDS-PAGE @MYL, JO b BB E T,

CHTETHRE, GO EMRRARECR, bR BUE RV ORI
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30 min (4F: 4. /K=4: 1: 54 ; F77Z§ETVE:

(1) [R5E:
(2) #Huft: 30 min (ZLFR%H 10.2 g, BifCHiIERHN 0.471 g, LB 45 mL, Jn7KZ 150 mL) ;
(3) 7K¥k: 4k, K 10 min;
(4) % 30 min (FER4R 0.375 g, M/K#E 150 mL)
(5) K¥E: 2k, FIK40s;
(6) Tfh: WRELWER (IR 3.759, 60 uL B, hik#E 150 mL) ;
(7) #&1k: 5min (Na2EDTA 2.19 g, /K% 150 mL) &
) R R
7] 5t A RE 5 A FR R TS
KM His BA&E | EEARER SRR R L ION 55 1) 2 A o 5
EEAR His =418 (045 & 4 i AU
FEAR B P A
KR AT
I 5 I6F ) AN KM (I 4CHE LR
S8 I e R VK
FRERSEENEAZ | RN EASSER L
TEZLRLZ RN e Bt 22 v P i 50-350 mM NaCl
CdEE

SEHG AR AR AS T B I R B SR R A L RS A AR AR A
(1) L34 His-FMHENA (His-Bait) SHFIFEAEAME
(2) XA His A SFHIEAE AR H -

Input His pull down
His + - + w
His-Bait - + - +
Prey + + + +
WB: anti-His - )
WB: anti-pre
PTEY - — —
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