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Penicillin, streptomycin)el 10ng/ml FGF(fibroblast growth factor) % 10ng/ml EGF(epidermal growth
factor)& F7tete] W Rad A2 g e 6Uxt w2 widelgitt. 69 ¥ 3| E71AME £3) wiA ol
10ng/ml FGF(fibroblast growth factor), 10ng/ml EGF(epidermal growth factor) 2 10ng/ml Shh(Sonic
hedgehog) S 6Y47F w|H-2F wjok 3 KA X wjF Ao IE7AHAES 3R] 10ng/ml EGF(epidermal
growth factor), 10ng/ml Shh (Sonic hedgehog), 10ng/PDGF(platelet-derived growth factor)-AAE 7 %7}
she Y1 3Uzt =) SEv|AE w3 HH°L6MT:} 301 T gzl v 1% DMSO(thZE) 5 10ng/ ul
©] TAFA1 J“E}O]C AFT)E 24770 397F A2l F RIPA Tl 1x Protease ¢JAAIE A sl =742
N6 %

o AZ Pl F aNAL DSse] WY BRSSPSR,

oA, E 20 Y, SE/AE A7A G949 Plgfra 9 N2 BAL gz AdwelA Aoy v
UA %, ML ASlEE ARSRE 0 S5 B FAA Basl W hp WAlel A EA4HE A
LTS

<AA o 3> TAFAl 99 GA 3o} ofn|xite] A4St FA el
Flag-TAFAL 28 WElS 20 ug¥ 2M CaCl,Z 1ml DW(EF) 0l 4lolEF T 2 x HBS Iml=} 4]ojA Ab2dlM 108
ZF % % 150mm x 15mm HlFE Al 80% AS-== 20ml 10% FBS/DMEM F12 Hl<o] wekst HEK 2937 A|Xe] =2
stttk 20712 3 Hd wiA| 25ml= wiFANS ZolE F 72417 FoF Ml 3 NP40 W 3o (20mM Tris-HCI,
150mM NaCl, 1mM EDTA, 1% tripton X-100, PMSF, protease inhibitor) A|X £3f] & wuwlze 5514, &)
g @ Ingol FLAG M2 w2 €l H) = (magnetic bead) 10p 18 16A17F S<QF 4CoA AFAZ] & nfagS
£3lo] =S B3k T 5% BSA/PBST £ 500 1o Al ¥ Rojwic), wlxjatoa RIPA B 50 1o H|=o]| &
9l 3 100TCoA 108 B¢k #o Al dlldS s AAAZHY. B8 ade dulz
E3}o] TAFAlY] W = ‘:JH A Wl tiste] A3k,

% B
T A, = 30 mEw 109¥n H Edoy ofmlwite] Solgow olaksh Wgel 1006 tEh: A el
o S opvibe] Qabslzl Wl FA Sl Fasiths o

ol

el

ol
o

<AA] o 4> TAFALY] Adste 9id 3 FF2E 3l

AAld 23 o] wjFdt 3 =7|AIEE Subcellular Protein Fractionation Kit for Cultured Cells(Thermo
Scientific #78840)& ol&3lo] AFAY GdWMAS &g ste] 53Tt T webwla 500 ugoll 5nge] TAFAL
Mefol =5 28-7F A20A 4o & F 52T, 52.8C, 54.3C, 56.6C, 59.3C, 61.6C, 63.1C % 64TColA 3
2 EE Ttete] & F WY EX A 024 TAFALY] HE 25 E gRlsSith. the o= TAFALYl Ajtshe
gl A S wkEsly] 9sle] 2ug TAFAL EAE 4X7F 59 4TolA 30u1 Dynabeads™ Protein Gz Z¥AZ7
bead 30 1S 52C9 % 62ColA 7193 2zt TAFAL Febol=rF 3bg vl d F3To] ol F 4x]37F Heb

4TCoNAN AFA AT, nt2YlE o] &3] HEES v‘%wﬂi % 5% BSA/PBST €< 500 1ol Al ¥ Aollith, wh=)qt
o2 RIPA B9 50ple] Hl=of] & gmlgs =0 5 100TA] 1087 #o] Bl gulas 9bd3] A7 A

20 F g Ak BAS Falo] TAFALOl Agsle] TAFALS eH43iAIzl dhalds R8It

A3b, = 4ol whEwW, TAFAle] /b 2L:(52°C)9 webdd 2(62C)ollA TAFALCl Sol#ow Adst
S dS A EAF A3, ddde JHAE 52T Dip2a @A SejHowr Al S Fasl

<A A 4 5> TAFA1l A& Al¢} Dip2a €@ JAIAQ] Mbp @S} 39l

2o 23} o] wjkst S E7]A ¥ Lipfectamine RNAIMAX reagentZ 9u 13 25pmol siRNA cotrol T&
Dip2aES E}7l5l= siRNA (antisense—CUCACACGUGCGUUAA)E Z+Z; 150pmoll DMEM F-12¢f ¢} EﬁLt‘sl- S siRNA/DMEM
F-12 £3%&37 Lipfectamine RNAiMAX reagent/DMEM F-12 25 AlolA N'QOHH 5-£7J = 5 699 sl&7]

H “_t;ij
A ke ool AP Stk 2447 F AFE WASEA 1% DISO(HEE) FE 10ng/ w19l TAFAL et
E(HPT)E A 307 A2 F WAGNS AAFTh

I A, T 50 wrEW, siControl A3 A TAFAL 2] A 5713 %3 #-4dAF Mbp7} Dip2as &d A3
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9e u F7EA gt AL St

<HAAl o 6> TAFAL A& A9} Dip2a && JAA| 2] =23 F-AR ] dHWHE} 9l

AAldl 53 o] Bkt siRNASF TAFAL HElol=& AHlgh 2o 3 E7]AH29 RNAE eCube Tissue RNA mini
kit(Philekorea, #EP52200)< ©]-&3}o] %3¢ + Oligo dT primer 50pmol/RNA 500ng/10mM dNTP 1pl& ¥
10pl %ol A W(EHFF)E YolF F 65ColA 58 & F 3o 3. ez 10pl JAA 3
(4ul1 5 x PrimeScript buffer B3 /RNase inhibitor 20unit/PrimeScript Reverse Transcriptase 100unit/up
to 10pn1 DNI(ZEFF))S Aol F 42ColA 6087+ cDNAZ 34 F 50pl DW(EH4H)E 9 IXAAY. 2
% 37] & 19 Zgo|wE o] &3kl RT-PREA S s, s|E71ME AFA FHAEH(Pdgfra, NG2 2
0lig2) =% A AE=o B3} §425(Bcasl, Mbp, (NPase 2 APC)9] @AM 3tS &titt.

Z 1
Zefoln] A&

AW -3 ) (5 -3 )
Pdgfra TGTGCAGCTGAATTCGCCT GGAGGCGTTAACCACTTCCA
NG2 ACGATCCACCTCGCATCATC GTTCCACAGGGACACCAGAG
0lig2 ATCTTCCTCCAGCACCTCCT GATGTTGAGGTCGTGCATGC
Bcasl GGAGACATAGTCGACGCG TGGAGCTGCTGTTCTCTGTG
APC CGTGCACAGCGAAGAATAGC CTTCATGGGAGGCAGCATCA
(CNPase ACCTGAAGAAGCTGAAGCCC GAAGGCCTTGTGATTCCCCA
MBP CAGAAGAGACCCTCACAGCG TAAAGAAGCGCCCGATGGAG
Dip2a ATCCTCTGCATCCTCCACCT GGACGCTCGTAGGATGAGTG
GAPDH TGCGACTTCAACAGCAACTC ATGTAGGCCATGAGGTCCAC

I A3, = 6o wrEW, siControl 3ol A TAFAL A z] A
APC) W&ol Dip2a &d AAEGS W FUFeHA] S &9l
" )

= A
Dip2aste] 42285 Fdte] BerAxe Fx3 whes A A

FAAE9 (Bcasl, Mbp, CNPase ¥
Aol A8 A TAFAL HEjol==
e
-

(

dadh & 2] AW AAE A7 Aein, & o] Hoks Ve 2ok S AXE TR A= 2 E
o] 714 APdeld A4 54 WAskA A tE AR dEE GA WMo Thestte A& ol
g 9dS Aotk aYuER oA Ve HAAdES RE WA dAAS Aol A e] ofd Fow
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Membrane with TAFA1 peptide
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