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MRENZ R CEFA R BN RN R ) WEBRRIRCHER . TEMERENFRRC, BT _/EMWE (Click)
REBIEMRREEEBER, JFEERTAT Western blot DHTHFRFHRICES, AU FRITEEEBINCEERIFCEE.

Fmis {sEFR3i% R
ez s R HoR 1. $iﬁﬁU$E§ﬁH?TﬁiﬂU‘k)&%@ﬁ?ﬁﬁ (ﬁ‘é%*l]f\ti‘}“—ﬁﬁﬁﬁiézt
MRRCERE) WEARFRCHER, IHMa IR EREE
02030012 100 N/A BIRCEARIFCRE., Mt FERNEEAEREEAEY
Western blot DHTEMRES. R REFE RIS
=Fn HTHREHRCERESEMRERIZEN, #HEFFER "ChomiX®-
P oniiig . . . -
JREFRCE R Extract-Click-Pulldown (FEEFEFZRIR) 1
X — FE" (WRFmEES 02030011)
NFVERR s S E7e2= s
Lysis buffer A 020300114 10mLEE 20 2. Zﬁiﬁﬁﬂﬁééﬂ%{ﬂﬁﬁﬁ, BIEERRE, EJEi;F_\iFH?E‘EBﬁo
WBE(FEARM A HIREHEAXIER, EEFELU T =M.
Lysis buffer B 02030011B  10mL*1 &  -20°C
o " 5 (A) RECFRMNEMRET. EFFERRERERRERER
Biotin-azide, 50X 02010018 0.15mL*1 & -20°C
HRENIE AR HEMNMTRCHREIRE 1A-alkyne (555 02010025)
BTTAA/Cu-Mix, — N
1o 02030001A  025mL*1 &  -20°C {ERRCF T F R MAIPRMEXTER Probe, ¥{FHELSERF "2
. * K (invitro) 47 Probe 2" FMAAHITIRCIE
Redwhgosenth 000D 100mes 20, B (ERMHTHR | PR FSEEE0. 15 1A-alkyne B4
WRES 1mM (100X, J5F DMSO 1) , TIERE 10 uM,
[l Tk S e ~ o AL e b
(B) YEEFPEMEIRET. HEFFERRSBEER SRR CMX-
_ 1= N SZ AL 2SS l B

REGHF (BTTAA/Cu-Mix # Reducing agent A) . B4F-
4ME (Biotin-azide) . iZFRAVKFIET AT AET 100
MEMATHIE (IRIRRBBEEAR, BHENMEF smL A
BERBRRNAR) .

2. ZEAERENRECFRRIER TR FPRERER
E<150 M RIRR, WNsEiah, ERTRERINRERT

150 uM, =T

L AN
Bez=1E,

|, ZiFIERER.

PR BT EARCHIREREHBERRER

RERSEP TEMEIAKTFE (insitu) ##HT Probe SME" FiRTS
A TIRCMBEFIEEESEIR. EF CMX-Q-013 tERIRER 2
mM (100X, J&F DMSO #) , THERE 20 uM,

3. ERRAFIRZA, FERMES:

SCIEAAH: RRETUEREAENE, REMSIRRIYCERAIC IR EL
HNREACFIRET (Probe) (HRIFSLIOTER, RIS
mARE, FRERSER)
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IXES: WBAIRMY, A%, EREHN, By, RFEED
M (DBHEETF 1.5mL 71 15 mL BIOE) |, LIMNEATEHMY (365
nm, 40-50W) (BEHMWIE B, 55S: UW365-T1) ,
SBA, FEERSY, ChemiDoc MP BRI (SETRAE
AJFF Western blot #&MIASEERRRIERN) =,

R FTOKZHREILR (DMSO) &5 (48 > 99%) , PBS &
B (pH 7.4, BSREMENAR) . EREEIDEF (EF
&R Roche 04693132001) , EEREEERFAIRE (HEFTRER
X P0006C, SEHEMEBRLERFIFREUN™R) , ZEFF
X, EREHENR, p-REIES,

#H: 15mL, 15 mL B,

4. ZRFIBLUREMEIHEICEFIRET (Probe) I TLIE
R,

R BUA Probe EIRRIECEYF, fERIREN 100X, (ERNEEIER
{£, Probe FEEREEIRIT, & Probe TWRBRIE!H, NIFHEMES Biotin-
alkyne FIREIZSENAFIE; % Probe AN RERET (RIREBERAIER
FAARESERERREHNRE) , WAFEHITHESER 1 i
HRBFLR, HESRARS L

5. Lysis buffer A 7] B (EFARSEIRRML, K LTSS, IIAER
ESHDEIR (100X i8R, ECEITIESHEGFRiAS) , B
{£F. Lysis buffer A ¥ B AJAEHAREFT 4°C (—PALIRA) |
WBKERE, BNUDERREFA-20°C,

6. AERAREARAR, ATLABTURLER. EEFR, R
RPREesikEN EDTA FE8BE AT, BINER PBS,
Tris, Hepes &AM,

7. Biotin-azide ] BTTAA/Cu-Mix SRR =2 R0(LIBFE. &Y
DERFRFE-20C, BENMDENERREGRIARIY 3K,

8. Reducing agent A LABIATZZVKERBE CIRTFT-20°C, FHfE
AR, FRiUIKE=RIRS, FFEME 10 mg, EEBET 800
uL EBEFKS, B9 25X k. WFRENHERE, "IFHH
BE. ZARF—ARIAME, ®RFREEER.

9. AR FAOEFILLHIR ST, MRTRHEE
AR, BETREN,
(ERLSR

1. Probe iFicERAREAHES
(A) ZERIKIE (invitro) #HT Probe &b,

) BHERTEETIKLE, BUCEMAKLETSHRER

Lysis buffer A (IRRANINEREESDHEIRI) | BEEHE.

TR BAENEERAHIRISEY ST R, (R
4 CEMTIIIMEFRIA],

2) HHERZERELD, WEBTHIFERES, FREAK
B8RSR TERREEE, B LLEHRRERR
BE 2mgml WERRERE, FEIT=E)  ETK
5.

3)  BNS0 pL FFRRRR (ETFER 0.1 mg BRRAESE
aE, BIUSHERAECEREH TN, FHFmK
B gE/MATRRIET ) FRERE R, 11 0.5 pL DMSO &, Probe
(100X fi#i&) , Probe ZREN 1X . BHFREREES, &R
BRI, RERHIFER T DMSO SE—HERT 2%. B
BIERIE 25°CEREES 1 h (BZRIN—MRIRE 1000-
1500 rpm) . BHFRERRES, REED, MEFKL,
FHTHRRITIC, (BRSBTS GRS R EYISR

5 "RELRERY" %2 £EXHS) .

iR ERERRERA, HmERE o6 Uik, ETKE,
BRFMRE, FERINEZEMYT (365nm) PHATHREY, 4HiERm
BEXTEEERS 5 om, YEHR 15 min, JYERRYIEEIESLPRsEi0 FREst
L. SRR ERE, SYUHRMARENIKE; WA
Rift, TEIERREY, EikE, ZERERIRAE, EERE,
EIEINAEE, BIEE!

PR IOAA] Probe i#FIATARRIEMERRERE, RSEEE
& DMSO JREAHRIT 2%B0H],

(B) JEHEEIKF (insitu) FHT Probe LR,

D LA 10-cm 4HEEEEFRMAH. FE4IETE 10-om MEEFRE
BE 0% L (‘iR E SHEFEX, MR
EIRE 90%LA L, MEREARE, sIRERKIEFE) , RE
1FF&E, FAPBS (4mL) MIXMEEFE (4mL) 55l
=P iilion

2)  FRYCECHIE Probe LINBIRFAET, Bl 4mL, HFHE
& DMSO 2 E<1%. HEHIFAIEFENAZMAES,
BEE TR P EF S —RAYE (f01h) .

3) WEBLERE, BTCRINC. IRFRIESRE, AR PBS (2
mL) JEFAERR;

S BREIDGREERN, BEREFMETIKLE, BEERI
=, EEINERENYT (365nm) HHTHRSY, MHERMEIETEIE
B 5cm, JEHR 15 min, JERRAYEIFRIESERRCIOTEHITMAL.

FRRIERTERE, SUMRRARENIKE, WATRML, 7T
SIERRSY, BikE, ZERIRRIRAE, EERNT, KT
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ANFBE, BEE!

IO 2mL & PBS, FR4HIEENISMIBIEEEIT, REBIKE
ZE 1.5mL BOED, HAIL PBSIE% 2R (3000 rpm,
3min, KR LEEPBS) , FrSHEAREERFERIRT
F-80 EikfE.

ER (D-EFEEDS, SRERE, JERMSRM T
¥, BRERAISEEXNBSEFIURENRSBEIRS
"MFLWERF" 52 K EEHREFATE XA

=
o

BHRES, AITUEET K L, BMCEIINK LTS
AOZRI Lysis buffer B ((RRIFINEREESIEF) , 8BS
W (B EERF IR SRS NEERM, (F
HIRTE 4°CRHTIIDMREIRT) . BARREREL
(4°C, 20000g, 30min) , BEXEETFHEERE S, £
BEAEREEERFSHTERIREEE, B LEHE
HRRFHEZR 2 mg/ml (NERIRER(K, 1mg/ml BATLL
. MERRTRE, F817ER) [ EFKLEER.
B 50 pL fFFASMRMR (EFEERA 0.1 mg BERAEMEAE
AR, BAEHEREEEREHTIR, Sl
HgEIMARRRIET) FHRED, RTEESE.

2. RENFEIKRE

T8 | BERERAFET, HRIA 1 uL 50X Biotin-azide, 2
uL 25X BTTAA/Cu-Mix, 2 uL 25X ReducingagentA, &/MAF
IINEZEIESRES ., BEARE25°C, B%RM 1h (B
RSN —RIZE 1000-1500 rpm)

3. Western blot &7

PO 13.75 uL 5X SDS-PAGE EH FHEEMK (Sp-HREZEE,
ZIREI 1% (FRRREE) ) . 95 °C & 5 min, REFEL,
BERRIET-20°CIE A, [FELHT Western blot 4T (SDS-PAGE
HEFLEREE 2030 uL) , BRIBIIEWYBEIRIC Streptavidin
(Streptavidin-HRP, EFEZ K= A0305 SELEF=R) i
TEMENESENLFAEMRINCHR, SERRNSER
R (5130 GAPDH, ACTIN EXHERRSER) #{TES
T, Western blot B NEMEE, ATSEEIERA. )

pEI=E

(1) AFf 4°CiksSizh, P RRElE, ZRRBRPEMIFIE
fEERi, KPERE, BRURE;

(2) AFRIVRTEWARRIRIFHARER, AMEATIRRIZHEGS
7, MERTRESER.



