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Figure 1. Strategy for protein identification
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Figure 2. Immunoblotting using anti-FLAG
antibody in BHK cell culture medium,
transfected with rIR-FLAG expression vector



rIR-FLAG O&EFRBIMAk 2 5588 L, 1IG
% 100 fEICIEME,. PRIFL7Z, L2axL, 100
REEHEH% T b  rIR-FLAG DL 0. 1mg/ml
BETH-7-, Bait & LT rIR-FLAG 1%
HAEMIZIE Ing/ml DL EMLBETH D Z LA
HIBH L7272, WIZ rIR-FLAG @ plasmid
vector ZHHAIAAT-FAHLZ T A NV A %
VERLL . A 2 gh RO &8 CTF DRI
D5 KEIZ rIR-FLAG #[EX$ 5 &5 )7
EaR T, e h A G OREF T,
rIR-FLAG ® mRNA L ~ULDIEEIIMER T X
723, BT ORBUIIEL o Telz
®. Img/ml LLE®D rIR-FLAG 2185 Z & 1%
Hk7e o7,

(2) £ > AV L rIR-FLAG DX R0 E
MM ARSI O TRERE, 77 4 =7 4
—ru~ /57 4—_ Far-Western 7 1 v
R, Pull-down &I THGT L 72,

O 774=FT4—u~xhrr774—:1

w/b 7T E LTCEET S rIR-FLAG @
Y EDOMHRCRERANECTH -T2 &

%Kiw\ﬁﬁ%%%@<éﬂko

©@ Far-Western 7' 1 v hE : ¥S-Met 127k L
7= rIR-FLAG 27 —7 &2 7 L LT,
A LAY EDRISEITS T2, 7 r—
THAERTFELTA R v EBHT S
ZEHR Do T,

® Pull—-down ¥ : BT FLAG M2 affinity beads
ZHWTA AU & rIR-FLAG %
pull-down L7=& 2 A, EEEMIZEIT
HA LAY ORI, A AV VG
RETOHAIBEIIRIITE bbb o7
2, FHMEOH HRERIIE Lo T,
ik\fva)?%%ﬁwﬂbf%%%
PEMINIZTE O HIVD ZH DKM S Xy
(SRYL A CTHERR) OfF(ED ., MEE 725
72

5.8
kDa —
(insulin)

1 2 3 456 12 3 456

1. Size marker

2. 1P (immunoprecipitation) with anti-FLAG
M2 affinity gel to a mixture of rIR-FLAG
(0.1mg) and insulin 10 u g

3. IP with anti-FLAG M2 affinity gel to a
mixture of rIR-FLAG (0.1mg) and insulin
lpg

4. P with anti-FLAG M2 affinity gel to insulin
10 12 g (negative control)

5. IP with anti-FLAG M2 affinity gel to insulin
1 1 g (negative control)

6. Insulin 200ng (positive control)

Figure 3. (A) Immunoblotting using
anti-insulin antibody and (B) silver
staining
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