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GBP-V5-Halotag—-AP-NLS (54.2 KpnI-GBP-BamHI-V5-Halotag-TEV CMV / pCDNA5
kDa) site-AP-Not I-NLS-STOP-Xhol

(2) FF0§Ql Ir-HIL 2 wle] vltjol & olgdle] 37 "C, 5% olabgheta 7oA 2 A WjId ¥ FrHew
FE (= vihol= 8 AR wi<ksto] GBP-HaloTag-NLSOl ##43te ¥ A A &2 F=Zviss AT

(3) GBP-HaloTag-NLS-Iridiun® GFP-PTBP1 2%}
(4) Iridiun Svie] F2del o3k PIBP1eE o 2t-8-4] Abole] A2 oA Faabdst shehkg

(5) ¥H3- % 4T ol RIPA &3] WHE o] &3 Ax &3
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2 A1717] 93] HaloTag ©¥ A in-vitro H]$ ¥ &}l (biotinylation)
(7) AMICON "B E o] g3l & Folole free HI QW A|A
(8) ~E#EY nta1y|E B =Z o] &3&to] lysateor] B] 2 €13} HaloTag @& £2] (Enrichment)

(9) o] A3 B 254 Aoz Jd 7 S E non-specifically adsorbed @& 10% SDS &ofo=
washdte] A A (SDS denaturation)

(10) Hl=o] 2ol wxA%tE W AS 10 mM Dithiothreitol (DIT) £HE o] 83}e] 37 € oA A7 &
)

(11) DIT &< #|4 % 55 mM lodoacetamide (IAM) NS o]&3}le] 37 TolA 1A ZFEer WS Agk & wbS-

(LA3} ¥kS)

(12) 20 pg/mL trypsin §HS o]&3sle] @M Ao on-bead trypsin digestion
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(13) Digested peptide &F4S STAGE TipsE ©]83}o] Desalting®AHS z3Psk & LC-NS/MS (4 #w]:

Thermo-Scientific® Q Exactive Plus equipped with a nanoelectrospray ion source) 43

* STAGE Tips< 55 a3}k Rappsilber, J., Mann, M., Ishihama, Y. Protocol for micro—
purification, enrichment, pre-fractionation and storage of peptides for proteomics using StageTips.
Nat. Prot. 2, 1896-1906 (2007).

AE adse Aas 34 E¥(volcano plot) & AZ3lete], vl thu] AEH Alado] 28] olat
(logs(fold change) > 1)o]®, RFEA | o] AlZE7} 95% o)A (-log,(P-value) > 1.3)¢] whula S M 2

7}, PIBP19] A& 2tg w2 <# 3] RAVERL, MART3, SFPQ7F HEHATHE 5).

M

w3l PTBP1-RAVER19] AF& 28-S 3kolslr] 98l RAVERL antlbodyE o]-83&}e] PTBPloAe] F7itnAddt o=
A¥S JsRS W, PIBP1S FE5wl(Ir-HIL)7F 43S wl Fuxpdgo] AA= RAVERIGA = TA TS
gelsilon, dAn e X% PIBP1, RAVER1, #3=vl 7474«1 Alade] Z FAE AS AT & Uk
(= 6).
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Lee ef al. Nal. Protocol 8, 20452060 (2013)
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[B] &4 7|2t 2t 2 (Enzyme-mediated labeling)

IMS-AFEX Cytosabe APEX
Biotin-phenol/phencxy radical
8¢ % OH g B
- : Lyse cells
.ﬁglg;{‘ B—kf:?‘—c" —— . .‘B —+ Streptavidin beads
Mass

nivecels oA sl

Endogenous proteins

Anti-V5 AF568-Streptavidin

A EHE MEZE HY 2pgg

Lam et al. Mat. Methods 12, 51-54 (2015) | Lee ef al. Cell Rep. 15, 1837-1847 (2016)
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[C] 3tetErS 7|8 21 1 (uMap)

short range ( ) N=N
activation '
blue CF
3
nanometer phokn ot g
diffusion . v o
cat |V

YHOIZO2 HEL HBE|

Geri ef al. Science 367, 1091-1097 (2020)
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Takaoka et al Angew. Chem. inf, Ed. 52, 4088-4106 (2013)
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