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M & 500 uL EFK

E&E: 50%

2% A mCherry Tag 99Kk (VHH) IRASHERR

B {K: #1 mCherry Tag RI9EKFUR (VHH) |, FERIR
SFE: 15KDa

&Z£873: 1 uL mCherry IHiERERERRSIRESL] 2 yg BEEH
Fenzts: R3B! N im#n C i mCherry 8¢ mCherry fRCRESEH
¥MA: KD=7.26*10°M

88 #x: mCherry. mRFP, mRFPruby, mPlum, tagRFP, mKate2 &, AR5 GFP,
EGFP, mNeongreen &

Nz HA: IP, ColP, RIP, ChIP, MS, Purification

f&fFm: 1x10 mM PBS, 25%Hif, #00.03%Proclin 300
{HERRI{Z: ~40 um (4%3ZERIRAEHELR)

EHERE: KEHEREH

fEERE: 4°C (BRKT) B 15

= anistBe

mCherry-VHH Agarose 2 F FHMEX & 4L mCherry-Tag RIEEHMNMBTEH, HL
mCherry tag FIEFMDPEKTUA (BigHiR VHH X) , ERRIARENESERISHER L,
NSRS BEISEERENEN, HZNAT: 0. EY. 58, EE. AR

FhECERRYRIR S,
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SiEEM: £ia— BET%, SEEENANEREEN
FERERE: BE 4°CEFS 1~2 /i, BFEMINERR 4°CES 5-30 min
SEE: 1 uLslurry IS4 2 pg BEH

HWEEMREER  (L14-10°C PH EFHE)

=10i{=1g Composition

M Tris-HCI pH7.5, 1 M NaCl, 1% Triton-100, 0.5 mM EDTA, 0.5 %
Lysis buffer (ColP) 50 mM Tris-HCI pH7.5, 150 mM NaCl, 1% Triton-100, 0.5 m 0.5 %

NP40

10 mM Tris-HCI pH7.5, 150 mM NaCl, 0.5 mM EDTA, 0.1% SDS, 1% Triton
RIPA buffer

X-100, 1% Deoxycholate
Dilution/Wash buffer 50 mM Tris-HCI pH7.5, 150 mM NaCl, 0.5mM EDTA

120 mM Tris-HCI pH6.8, 20% glycerol, 4% SDS, 0.04% Bromophenol blue,

2xSDS loading buffer
10% B-mercaptoehanol

Glycine-elution buffer 200 mM glycine pH2.5
Neutralization buffer 1 M Tris pH10.4

EhEREE
Buffer ingredients Max. concentration
DTT 5 mM
EDTA 5 mM
Glycerole 30%
NaCl 3M
Gua-Hcl 3M
NP40 2%
SDS 0.1 %
Triton X-100 2%
Urea 8 M

Fam{EREER

—. Hals

i HREZAERRNERRATNSIERE. FHNEZENERBREFRPRNEEEEPHEIT,
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KApsLEZRSEEAREARFRERMER, ARMXHTRENZRETRBAEE,. IWENE
EIREF, LhERE,

1.1 B AR MRERELER:

NESEWMANIERNET RFRAETR, BRFEIEMESEARERMR, ROUERSH
EEIAELARREEE, NN 0.5-3 mL RIPA 2K (BIMEREEIIHEIF PMSF &) HT2E, A
TIRERENE, A 200 uL FEMFTHES 30 min, RESSRE 14000x g, B 10 min,
IR EEEHNEOES, EFE.

1.2 IBFLENERIER SR

8 10 cm?® FEFRMLYATUIES 10 °-10 7 MEZLANARRE, IRBAEKIEFE. MIEFRIMAINA 2 mL
IRAIFSAT PBS (pH7.5) WERAMAE 2 X, FIFRRESEMAITASENGERAME, MRS
8, 500x g B0 5 min HEF SR, $KE8 10 °-10 " MARE,

1.3 IHELENMAE 2R

1. ERMRE TRPINMNEBESDER, A 200-500 uL &4 Lysis buffer B2,

7 WTFMIERERT Lysis buffer FIIANERESHDHIFIFI 1 mM PMSF,

ST EREET%RE: 7£ RIPA buffer i\ DNase (75- 150 KunitzU/mL).
MgCl, (2.5 mM) . EBESIHIFIF PMSF (1 mM)

2. 7k ERE 30 D4, = 10 HHESMIEFESRE—X.
3. 4°C,16000x g B:1) 10 24, 6 _LiEREERBEITNS EP &R0 300 plL Dilution buffer
(Dilution buffer ERRIFREMMNIEERIIHEIFIF TmM PMSF), EFUE (1%,
/17 50 uL R ATH—E O, W9 input XIER) .
T IS BERSHIE AR BT -80°C MR
—. FERHEE
1. EIBREIIRE E FIeteERMIR, 1§ 20 UL RERESREEBEIZE 1.5 mLBIELD
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=1aiN

MO 500 pL FULRIFEE SR (Dilution buffer ) , iBS.
4°C, 2500x g B0 3-5 DIRlEERER, EF LB,

BSE LRIPR 2R,

ZaEH

N

-~

1. BWHNARREYINANIFEFOMKRFP., (WNF JREF 30 uL 2E~
YW RTRIEENTEHT)

2. 4°C, LTS 1-2 /N,

M, k%
1. 4°C, 2500x g B> 3-5 04, TUEHT (W% AT 30 L EiERATH—S 51
(fzFk / IFEEED) .

2. EFRFREBRK.

3. 0 500 pL Dilution buffer S84k,

4. 4°C, 2500xg B0 3-5 DHLERER, EFFR LEEK,

5. EELRRFER (BBE3M4) 2-3K,

6. FERTRE, BREREBEHY EP &,

A% iEER (Dilution buffer) FIZIRFEMIXSFREFKE, 11 150 mM-500 mM,
SR IIHER SRR, W0 TritonX-100 (MEBPEFRSMERFIIRARE) .

. FREA
5.1 2xSDS loading buffer j%gi{

1. EFFRZRLEER,
2. B0 10~80 pL 2xSDS loading buffer EEHEx (HRIEHRBEREERE loading buffer
FE).

3. TE95°CLALZAEIKA 5-10 2%, MR Lo BERES
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4. 4°C, 2500x g B 2 o, ek F, BELER.
5. F3 SDS-PAGE =k WB #3#fr LiER.
5.2 HEapsE ki
1. EFRIRLER,
2. 1N 50-100 pL Glycine-elution buffer (pH2.5), £ 4°CE{=iRFRERIGIRIR 30 - 60
.
3. 4°C, 2500xg B/ 5 2%, TUERER, W LEER.
4. B LEREBRETNEOES,
5. 3ZBPAAAN 5-10 pL Neutralization buffer (pH10.4) hF0EARF=40.
6. EEWENLSE (BB, 2, 3, 4, 5) 2 RLUEEEHNEER,
T ERH ACHERES, IBRERREE, BPRIIRRIETEIRIR.
75 BHERT/ CHIP/ RIP/ MS SEISEE
6.1 EEESN
INFBATEBATIEMGI, TTEtht, ATLABEREAR,
6.2 PEFRETE (CHIP RIP)
EHTREREZNE (ChIP) L3, FAFEE mCherry Tag BEEEIIERR/DNA
HEEALR. FERAENCEREARETE, RERNR, REREETUE, REARE
HUIF3E, DNA ZE{ELAK DNA £3E. HPMEEE, REEMESEAZE., REHNRH
PREZE, IMNARXEE, DNA-BEERESMESIITEFNRER L. BEHA
B=MENE (HEEA, HRGER) | PBREISEY. AESREMREN, S5k
HEEY. BHREARRAYES:, DNA 4i{L K DNA SEERTER ChiP L3, RNA 4

aEERKRIUE (RIP) L3P RE L,
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6.3 [Hig2Hr(MS)

mCherry VHH Agarose AMXFEFAEGNFIEIFERRZEMEEER, BaliBFRiEs
HrisieS mCherry Tag RIS EEAHEEEANER. BIELBRRSRNEE—F, B2k
NEEYE, AfE#H T SDS-PAGE o, AEDHMREHERRIGERERE, TR

MEANFT, BRIESTRAEEEEERNER.

EEEIN:

1. (ERAAFmTER, FAFmRTERNERRNRERER.

2. ATTRHERIERMRRE, BRNSEERESHEIF.
3. BBUBGRFRHER, LS5 EHIRERR, RE.

4. ATIENZEMER, BFLRRAR—RIEFERE.

5. AmARERTISHETSE ERE A TR ZLRHR.
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