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Anti-HA 474 (YPYDVPDYA) Bk %2 B X, @ Anti-HA FA%AK,
Mouse IgG # A= #¢x, HA-Tag Rabbit pAb #= HRP #RiT89 F 40 o =4, k@A
Wk, BATH%, . HFYHARERSEONLEZE () Wi,

Anti-HA FA=% K, W& /i 69 HA-Tag Mouse mAb 5 7 g 4 % Ak 25 4% 8%
#, EABERE, S4FHE, BAFELHE R, Mouse IgG F A5t I 1EA
ColP %352} F&, 1 i 452 ; HA-Tag Rabbit pAb Uk LA S 4 71k, S 5% 47,
F A e L. HRP ARICHI F ik — % i L LA M 44k, 1R H] HA-Tag
Rabbit pAb, 5/ R FRGGTBELA IR L, WANESH %Ak,
T pRAE R WHEASNEEN AA R, MR, LTHEFOKE.
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1. ERARA:

HA fr& e & am g () i,

HA R & 7T LMz T & B 69 N 3%, C 35 3 F 18], 4= N 3% HA 5245 & & (HA-Protein)

C 55 HA B & &% & (Protein-HA) #= Met #5449 N 3% HA & & & @
(Met-HA-Protein)

2. KA

HA-Tag Mouse mAb: /> & IgG2a A ; HA-Tag Rabbit pAb: % IgG.

3. BRIREM:

TG HE B AL, P42 50pm.

4. BBREE:

0.5mL Sepharose 4B #7 i #2 B, £ MBI 4mg Anti-HA ) £E L& Fuik.
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e R L1 30mL 4°C, 12/A
Lysis buffer
Anti-HA R % 5 Fo Bt
Anti-HA (YPYDVPDYA) Affinity | G1 2mL (0.5mL/mL) * | -20°C, 12 /™A
Agarose
Mouse IgG #4¢t G2 2mL (0.5mL/mL) * | -20°C, 12 /™A
Mouse IgG affinity agarose
HA-Tag Rabbit pAb El 100pg (1mg/mL) * | -20°C, 12 /™A
HRP 473049 F 4L o =4t
Goat Anti-Rabbit E2 100pg (1mg/mL) * | -20°C, 12 /4~A
IgG(peroxidase/HRP conjugated)

BB —tr

*EZ B RAEH 50%H ik PBS.

EEFR

1. E#Hfefs:

AR &A% AT B

KRG, R TR, FHEBRRE, T4CKE;, AA&Lra0k
AT -20°C.

2. BRBRERLFREER

ARF & AR R & R X F AR, BIRER T FRERGEEH 50%,
R AR EERRER, REEBEKXRM,

Bldm: 2mL R AR, A ImL FA K
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1.

FARHRER

IxPBST BL#| 4K 4 5%0IBLRs 4y o L FLEL .

1x PBST

P2 9:1 69Lb ) B £ 5 F K% 10xPBST %84 #l4=: 1mL 10xPBST
FeN9mL £H-FK, RIBEH 1x PBST. HJHILE,

1x PBS

08 9:1 &Yt B £ 5 F K% 10xPBS ##4F A . #ld42: 1mL 10xPBS 7=
AN9mL £ FH-F K, RIBEH 1xPBST. A INE.

EE AR HE (ECL)

52 K X Jk4 ECL ik A #2 ECL i& B 4% 1:1 el Sik42R 8. ILA N
B,
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1)

2)

Er TR S RAT R AR LT, VB R BARE G R %,
1. mpeRBENE
1) dcEmin
B vm e G BE 0 K S0 I BE A LR TR G HANBSE P,
1000rpm &« Smin, # LiF.
NG BE 2w oL R tm B &) T B2 R AU AT ok, ERBAABAZOE
%, 1000rpm &S 5Smin, F# L.
2) ATAZE 4°CHy 1xPBS L&A, 1000rpm %5 3min, F+ Lk, &
21K,
3) AREMILEIE NI R ARG I R iR, RERITEKLKE
10-20min.
E: — M ImL @fe E MR T AL L2 0.5~1x107 Nmfie, A T %
AARE QR Em, BT AE 2R & abgdps 7.
4) RRBEHEBENLEE MR, AEMOERREN, REAA,
7k E# & 30min Z &, 12000rpm, 4°C %+ 10min. B _EFE A &K G
A, BRI HITT—FER, EHERALSF, ET-80°CHKA.
5) LEREROQRApUEREINY, AEE AL, ABKERSAL LT,
R UG )G BR T #EAT VAT % 3R
2. %k (&) RRHARENEG

KM FFB R ALIE, BAE & Anti-HA Fh5k, BE&HS,

B3 ERBOA KA A0 0L BIRER (52001 FhEk) £
BSE P, AN 10 45 E AR (4 200ul) 89 1XPBS #F ik F A5,
5000rpm # 5 30sec, 7 L&, EHAFHE=K,

Xt BB 40 K Fo B AL A AL 32 . iR Ao E & Mouse [gG FAdE K, REH L,
B3 ERBOA KA 0L BIRER (H5 2001 Fhik) £



3)

4)

5)

6)
7)

FHOE T, AN 10 45 B AR (29 200ul) 49 1xPBS F 2k F A5,
5000rpm %5 30sec, F+ L&, TARTE=k,

: AT H AR PR Fo 52 B2 P ) 34T .

AN 50-200ul & F BARE G 894 KBk, £RAEKREHR 2h RFH 4°C
mE LR

AN 10 43 B RRARAR (29 200ul) @9 1xPBS ik F A= 48, 5000rpm
%5 30sec, FEF, TAEMISFE=k,

MNFRA E 4°CHY 5 13 BBk (29 100ul) 49 PBST M ki bk &
Aokt hR, REJEHFMLELSE G, 5000rpm &S 30sec, Lo
AN dul 5x LA Pk, A# Smin, AFHEERIFH I,

R #3417 SDS-PAGE %%, VA% B 449 Western Blotting 42,

Western Blotting &% HA 12 &% & i

1)
2)
3)

4)

5)
6)

7)
8)

9)

WWB%k&ﬁﬁéMQMPME B # A% B L
R E, BREE THEAEEZ P Imin, Bd, E"Jn‘zﬁ-‘?—ﬂ‘% 30min.
EF R BIRI AR LAy I s S5 8, T2 B AR,
37°CH KM H 1he
) ARG B i A #F HA-Tag Rabbit pAb — 4, ## & 1:10000, #wit
Bl BFRIERAF EE, 37°CHEAMH lhe
I PBST #A%, 37°C# /A M H Smin, sk VR EH 4 K.
R SR AR %A HRP 47089 £k =4, #HHE 1:10000, Aoz
Wk, FRIER A B EE, 37°CHEAMH lhe
I PBST #A%, 37°C# A M H Smin, sk VR EHE 4 K.
KE-FEE— T4 F@ L, RFEMAKAREG ECL & A #2 ECL iz B %4
GG B E E BE K R P lmin.
FEel, A5 ECL &, ETHETEH. THREF Tl B0 5F
B95% B, AR A9 B ],
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WERREFRN, EFEREXMBAEILTHRE,

ARF ERBOEMRRAZEIKITA R ERALGE T, 2EREXEE
iE. KEmAat, RIUERARXF EREYRMiR, L TREGHE
fRR TR AR A EILRRE B IP LR

AR FIREFGFHRERNG, AP TRERR BAREGOMER, ©
RBHM, EBREGENKRBDT .



