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Verification of _identified gallbladder cancer-specific proteins and mass
screening : an international joint research
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In order to verify whether the protein identified in the previous study
could be used as a biomarker for early detection of gallbladder cancer, we attempted to establish a
detection system using ELISA method from the serum of patients with gallbladder cancer. In the
examination of the antibody titer, it was proven that three kinds of proteins of TUBAL3, SFN and
STMN1 were effective. However, although 50 ~ 300 ng/ml of protein could be detected by the ELISA
method, the detection limit was about 50 ng/ml, which did not lead to the detection of protein on
the order of pg/ml as originally intended. In the future, the establishment of the detection system
by the SRM method which can determine the high-precise quantity is required.
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ELISA 96 well plate  SUMILON 50 mM buffer pH9.4
0.2 pg/ml 50 pl 4°C
phosphate buffer saline  PBS 200 ul 3
buffer 1% BSA/PBS 200 pl 37°C
PBS 200 ul 3
100 pl 37°C 1 blank 0.1% BSA/PBS
T-TBS TrisBuffer Saline  0.05% Tween/10 mM Tris-HCI buffer, 0.15M NaCl, pH7.4
4 100 ul 37°C 1
200pl  T-TBS 3 TBS 1 DEABuffer 1M diethanolamine buffer,
pH 9.7, with 0.5 mM MgCl,, 0.02% NaN3 1 mg/ml p-Nitrophenyl Phosphate  PNPP
nacalai 100 ul 37°C 1 Thermo Scientific,
MULTISCAN FC 405 nm
ELISA 96 well plate  SUMILON 2pug/ml
50 pl 4°C PBS
200pul 3 buffer  1%BSA/PBS 200 pl 4°C

2 PBS 200 pl



3

100 pl
4°C 37°C 1 blank PBS 200
w T-TBS 5 100 pl 37°C
2 blank 0.1%BSA/TBS T-TBS 5
AP HRP
HRP 100 ul 37°C 1
200l T-TBS 3 TBS 1 100 pl 37°C
1 Thermo Scientific, MULTISCAN FC
STMN1 Human STMN1  Stathminl  ELISAKit
MyBio Source, Cat. MBS765617 Kit
SRM High-Select Top14 Abundant Protein Depletion Mini spin Columns
251 wiw

MonoSpinTM C18 column
microBCA SDS-PAGE TripleTOF5600
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2, 5,10 pg/ml TUBAL3
50 ul 4°C 37°C 1
1% BSA
rhTUBAL 0 300 ng/ml 1/500
TUBAL3 2 1/5,000 AP 19G
1 37°C AP PNPP 37°C 1
10 pg/mi rhTUBAL3 well
1 a 1/20,000
pre-absorbed
HRP 1gG TMB
100 ng/ml
a 2pg/ml
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BluePhos rhTUBAL
b
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SFN ELISA SFN1 2pug/mi
rhSFN - 0 300 ng/ml

37°C 1/500 SFN
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0 300 ng/ml 50
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STMN1 ELISA STMN1 2
pg/mi rhSFN1 0 200 ng/ml
37°C 1/500 STMN1
2 1/5,000 HRP 1gG 1
37°C HRP TMB 37°C 1
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ALPxPNPP BluePhos HRP-TMB ng/ml pa/ml
Biotin-Abidin

ELISA Biotin-Abidin
pa/ml



STMN1 ELISA

STMN1 2 10pug/ml rhSFN1
0 100 ng/ml 37°C 1/500
1/100 STMN1 2 1/15,000
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reaction monitoring
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LC-MS/MS
67.5 po/ul
46.8+£3.9 pg/ul
86.6%
81.7%+2.3%
LC/MSMS
WB
0
1

TSUCHIYA, Yasuo

8 60334679

ASAI, Takao

8 60612736

SRM
rhGST-STMN1, MybioSource, MBS203211
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