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Scientific Orbitrap Exploris 480 FIEIREIE R, X x NAEFEAR: AR N

MG HEm HITPEE, ¥ Excel . HIEEFMA: Uniprot _x,

LEERFMERIBZ I T NAY Excel RIEXM, BEABIHLRALE

E, SRMEEHBEIEM Excel,

=, #R5ETE

L &

L1 #EL5l5

R ZER N
FRERRES (trypsin) Promega

ZBE (acetonitrile)
FER (formic acid)
BERE$% (NH:HCO;)
ZHiAafERE (dithiothreitol)
i Z BEf% (iodoacetamide)
IPEIER
PBS

BCAIXHE

Fisher Chemical
Fluka
Sigma
Sigma
Sigma

Beyotime
Biosharp

Beyotime

1.2 FHHERER

F PBS JLFAR, BERAIMNAR 3 AR RBE PR ERHEIRTEALR,

BES TR AR AAEE, K LIS 30min, /0B B EHE EP &t

EEAWRE-
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1.3 HUKBBLREER

SRYEREEE R, BUIERERZEEP &  MPC £E5%, A 1mL PBST #i%
Wk, A 500uLPBS ERHIK. BEMARBENNAERTREIUE, RS-

22°C)fEd% 1h, T—2 MPC % F3&, 1mLPBS &K,

1.4 SRR

O MR BRIEH P IANIBE SR, 4°CheskidkEH PBST #%h&T4,
RE—REENEBREFEFNES, L&, M protein loading buffer #47
EEH, LR FT SDS-PAGE, B—H a4 T# EME R WB 3818,

—ERfE A R250 Z D HT S IERE 0.5h j5, #HITRFN.

L5 RAESHE

BRI, £AE 50mM BERS R (NHHCOs) By 50%Z fE (acetonitrile)
KRS, FMA 100%ZEFHE 5 o RREK, ZBEBEAERP&RE, N
ANEREH 10mM B " w7458 (dithiothreitol) A, 37°C 5 60 7044, 5
REERA 10002 BEHERK, BERBEMALREAN 5 mM R 2B

(iodoacetamide), ZERBEICIFE 45 Neh. ZFHEMLREH 50 mM MIREES
BE%, BRER 100% 2 EFNER K. &REEAEH 10ng/ul fREAEE (trypsin)
9 50 mM IR SR ERKS, KEWE 1/N. BREERFESENERE, B
BBRTE 37°C BT %R, BEMEEHIRKERICRER 50%LME/5%F R 100% 2.5

REERIR, KBRRSFETEER.



Z Y

ZHENZHI BIO

2.0 B - R BR A 70 A

2.1 RIS EGH

IERalEZE BN

gk (H20) Fisher Chemical
L JE (acetonitrile) Fisher Chemical
IR (formic acid) Fluka

JR 14X : Thermo Scientific Orbitrap Exploris 480
22 WRBHASHRE

FRBFRENME A VARG, 4 EASY-nLC 1200 &80 R G HAT . 7
BNAH A N 0.1% T ERAN 2% LG /KR, FEhHH B 88 0.1%FERF 80% LG
(R 7K TV o BURE R FE S 3 65 min B 9:40 23041 5%~34% B #H(80% ACN, 0.1%
FA); 5 734 34%~38% B #; 10 4344 38%~90% B #H, 10 734 90% B #H, i 4k
FFAE 300 nL/4)F

K Bt 22 b B s SO A R G0 B R N NST B 1R AT B AR s
Thermo Scientific Orbitrap Exploris 480 Jii 3% 34T 70 #7 « B8 YR HL R X E N 2.0k V,
R B RE RS Jo L R #8A5 FH = 3 WY Orbitrap HEATRLINAN 04T o — 5 B4

H VG ¥ E N 350-1800 m/z, FAHE/r HFAR I E N 70,000; Orbitrap 1473 HF 5k
BN 17,5000 HdE R AR R AR (DDA 27, BIE—RHH#E
WERAE 5 A s BT 20 AMIKBCBE B K RN HCD Rl i 28% s i

AR IEATHERY, [FIFEARIGIAT s b . N T S R A SR, B
M EH (AGC) WE N SE4, (G 5REREN 1E4, HAKFEANTERE N 100

ms, 3RS SIS HRERIN 18] B B Oy 15 A LU/ BEE T I B R 4.
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2.3 BIEEE

TR E R Y58 A Proteome Discoverer 2.4 TR ZR . RS EEE W R : £
Y& e 1% BN UniprotMus musculus; BEY) 77 BN Trypsin/P; — R BFES 7 i &
RERBEREN 10ppm; K ST EIRERLDEREAN 0.02 Da;
SEAB B E I B b 1

= FXRERTTERR (fE2%5)
1. Immunoprecipitation

The tissue was washed with PBS, followed by the addition of lysis buffer in three
times the volume of the tissue. The tissue was then homogenized using bead milling,
and subsequently subjected to sonication to disrupt the cells. The mixture was incubated
on ice for 30 min, followed by centrifugation to collect the supernatant. The supernatant
was transferred to a new EP tube, and the protein concentration was determined.. Vortex
magnetic bead stock solution, transfer bead suspension to EP tube, remove supernatant
with MPC, wash beads with 1 mL PBST, and resuspend beads in 500 1 L PBS. Add
sufficient antibody for immunoprecipitation and rotate at room temperature (18-22°
C) for 1 hour. Next, remove supernatant using MPC, wash four times with 1 mL PBS.
Add antibody-coated beads to the cell lysate sample, incubate overnight at 4° C with
rotation, then wash thoroughly with PBST. For the final wash, transfer beads to a fresh
tube, remove supernatant, and elute proteins with protein loading buffer. Run eluted
samples on SDS-PAGE. Transfer one gel for subsequent Western blot analysis. Stain
another gel with R250 Coomassie Brilliant Blue for 0.5 hours, then perform gel strip

detection.
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2. In-gel Digestion

For in-gel tryptic digestion, gel pieces were destained in 50 mM NH4HCO3 in 50%
acetonitrile (v/v) until clear. Gel pieces were dehydrated with 100 pl of 100%
acetonitrile for 5 min, the liquid removed, and the gel pieces rehydrated in 10 mM
dithiothreitol and incubated at 56 °C for 60 min. Gel pieces were again dehydrated in
100% acetonitrile, liquid was removed and gel pieces were rehydrated with 50 mM
iodoacetamide. Samples were incubated at room temperature, in the dark for 45 min.
Gel pieces were washed with 50 mM NH4HCO3 and dehydrated with 100%
acetonitrile. Gel pieces were rehydrated with 10 ng/ul trypsin resuspended in 50 mM
NH4HCO3 and 5 mM CaCl2 on ice for 10 min. Excess liquid was removed and gel
pieces were digested with trypsin at 37 °C overnight. Peptides were extracted with 50%
acetonitrile /5% formic acid, followed by 100% acetonitrile. Peptides were dried to

completion and resuspended in 2% acetonitrile/0.1% formic acid.

3. LC-MS/MS Analysis

The tryptic peptides were dissolved in 0.1% formic acid (solvent A), directly loaded
onto a home-made reversed-phase analytical column (15-cm length, 75 pm i.d.). The
gradient was comprised of an increase from 5% to 34% solvent B (0.1% formic acid in
80% acetonitrile) over 40 min, 34% to 38% in S min , 38% to 90% in 10 min and then
holding at 90% for the last 10 min, all at a constant flow rate of 300 nl/min on an EASY-
nLC 1200 UPLC system.

The peptides were subjected to NSI source followed by tandem mass spectrometry
(MS/MS) in Thermo Scientific Orbitrap Exploris 480 coupled online to the UPLC. The
electrospray voltage applied was 2.0 kV. The m/z scan range was 350 to 1800 for full
scan, and intact peptides were detected in the Orbitrap at a resolution of 70,000.

Peptides were then selected for MS/MS using NCE setting as 28 and the fragments
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were detected in the Orbitrap at a resolution of 17,500. A data-dependent procedure that
alternated between one MS scan followed by 20 MS/MS scans with 15.0s dynamic

exclusion. Automatic gain control (AGC) was set at SE4.

3. Data Processing

The resulting MS/MS data were processed using Proteome Discoverer 2.4. Tandem
mass spectra were searched against Uniprot _Mus musculus. Trypsin/P was specified
as cleavage enzyme. Mass error was set to 10 ppm for precursor ions and 0.02 Da for

fragment ions.



