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ABSTRACT Objective: Using different transfer methods and antigen-antibody dilution proportion to investigate the detection effects
of Western blot on phosphorylated protein. Methods: Myosin light chain (MLC) and corresponding phosphorylated protein were chosen
in the study. The conditions of different transfer methods (semi-dry transfer and wet transfer methods) and antigen-antibody dilution pro-
portion (1: 3000, 1: 5000, 1: 10000) were compared. Results: The signals of B-actin and MLC from semi-dry transfer method (16 V, 30
min) were discrete. However, signals from wet transfer method (130 V, 1 h) were continuous and significantly stronger while using the
same sample. There was no signal for the phosphorylated protein using semi-dry transfer method. The same sample showed a continuous
signal using wet transfer method. Wet transfer method was applied for subsequent phosphorylated protein detection. Non-specific bands
showed up when antigen-antibody dilution proportion was 1: 3000. Correct band showed up and non-specific bands disappeared when
antigen-antibody dilution proportion was 1: 5000. The bands were diffused and background was high when antigen-antibody dilution pro-
portion was 1: 10000. Conclusion: Choosing appropriate transfer methods and antigen-antibody dilution proportion can contribute to the
detection effects of phosphorylated protein using Western blot.
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Table 1 Preparation of Buffers of Resolving/Stacking Gel

Solution name Tris ddH,0 pH
Separating gel Buffer 18.05¢g 100 mL 8.8
Stacking gel Buffer 6.0 5g 100 mL 6.8

1.2.2 Tris-SDS-PAGE FRIKEERHIBL A MR S0 56 i o e e
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Table 2 Preparation of Tris-SDS-PAGE Gel

Solution name Separating gel (12%)  Stacking gel (5%)
ddH,0 4.8 mL 5.5mL
Separating gel Buffer 3.8 mL
Stacking gel Buffer 1mL
Acrylamide 6 mL 1.3 mL
10% SDS 0.15mL 0.1 mL
10% APS 0.15mL 0.1 mL
TEMED 15 L 10 uL
123 Tris- HEEEBEPRNESE  HHK 3 FCHH R

W, FEHEE TR0 N2 BT 1 LIRA) A SR e A .
F 3 Tris- HREHEBE M REH

Table 3 Preparation of Tris-glycine transfer buffer

Compositions Content
Glycine 144¢
Tris 3.02¢g
Methanol 200 mL
ddH,O Add total volume 1L
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W IRA G ERES .
% 4 10x PBS &KL H
Table 4 Preparation of 10X PBS

Compositions Content
NaCl 800¢g
KCl 20g
KH,PO, 24¢
Na,HPO,- 12 H,0 360 g
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Fig.1 The comparison of the semi-dry and wet transfer results of MLC

A: MLC semi-dry B:MLC wet transfer, lanes 1 and 2 were rat airway smooth muscle cell

FRRA ] L ANRRL 25 G p-MLC 55, 45
B2 MLC BRRRAL TR 5 , B-actin {55 15 %, P32 K%
(B 68321(I] 2A) 5 1AM FHRRAL 2501, [RIRERE Al RS I 25 2R A 30 -

A 1 2
p-MLC

B-actin I— —

B-actin - R JK BE (L EEAHFF- A9 1% 60 T, p-MLC B AL Hh B 4%
7, BAR S B0, K (IR F 64384(1%1 2B).

B 1 2

P-MLC | s

B-actin

2 RFHMERE p-MLC BAKNERILE
Fig.2 The comparison of the semi-dry and wet transfer results of p-MLC

A: p-MLC semi-dry B: p-MLC wet transfer, lanes 1 and 2 were rat airway smooth muscle cell
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Fig.3 The results of different antigen-antibody dilution proportion of p-MLC

A: proportion of primary antibody 1:3000 B: proportion of primary antibody 1:5000

C: proportion of primary antibody 1:10000, lanes 1 and 2 were mouse airway smooth muscle cell
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