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Effects of different parameters on the results of immunoblotting

LU Jin' ZHOU Dong — dong' YANG Yong — ging' YIN Lei — miao”
( 1. Shanghai University of Traditional Chinese Medicine Shanghai 201203 China;
2. Shanghai Research Institute of Acupuncture and Meridian Shanghai 200030 China;
3. Shanghai Innovation Center of TCM Health Service Shanghai 201203 China)

Abstract  Objective To investigate the effects of parameters such as exposure time and elution time on the results of immu—
noblotting experiments. Method Comparing the effects of different exposure time (6 s and 21 s) elution time ( 30 min and
8 h) and image processing softwares ( Image J and Imagequant TL) on immunoblotting results by measuring the gray density
values. Result The grayscale values of protein exposed 6s with a 2:1 ratio were 14766 +724 and 7171 £577( n=3) respec—
tively and the mean ratio was 2. 1:1. However after extended exposure time to 21 s the gray value of the same sample was
14932 + 1198 and 11994 +616( n =3) respectively and the mean ratio decreased to 1.2:1. Compared with the exposure re—
sults after elution for 30 min and 8 h the grayscale values of protein loading were 23713 + 1895 and 22892 +571( n =3) after
elution. The differences were not statistically significant. The Image J and Imagequant TL softwares compared the reading values
of the protein samples on the multiple ratio gradient with the ratios of 1:0.56:0.41:0.22 and 1:0. 59:0. 40:0. 15. Through line—
ar regression analysis it can be concluded that the slope of the equation is similar 0. 13 and 0. 14 respectively and the two
lines almost coincide. Conclusion The exposure time significantly changed the results and high protein density required low
exposure time to maintain the best multiple ratio relationship. The elution time more than 30 min had no direct effect on the re—
sults of immunoblotting grayscale. The different kinds of processing software have no obvious influence on the gray value result.

Keywords: immunoblotting; Western Blot; Grey value; exposure time; elution time
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1 5xSDS-PAGE
Tab. 1 Preparation of 5 xElectrophoretic buffer

Composition Content
Tris 15.1¢g
Glycine 9.0 g
SDS 5.0¢g
ddH,0 Add to total volume 1 000 mL
2 1x

Tab. 2 Preparation of 1 xI'ris — Glycine transfer buffer

Composition Content
Glycine 14.4 ¢
Tris 3.0¢g
Methanol 200 mL
ddH,0 Add to total volume 1 000 mL
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3 10 xPBS 1:10 000 1 pL
Tab. 3 Preparation of 10 x PBS 10 mL 1 he
Compositions Content PBST 3 10 min
NaCl 80.0 g 8 h, A B
KCl 2.0 g 6s 2ls
KH, PO, 2.4 Image ]  Imagequant TL
Na, HPO, * 12H,0 36.0 g °
ddH, 0 Add total volume 1 000 mL 1.2.7
+ ( means + SEM)
1.2 3 SPSS 24.0 t
1.2.1 N P ©.05 o
( C57BL/6)
20 mg 150 ~200 pL
RIPA 1h ;12000 2.1
r/min 4 °C .20 min o
1.2.2 BCA
6.55 mg/mLo o Image J] 4
1.2.3 6.55 wg  3.28 pg( 2:1)
5 x 1:4 6 s 14766 +724
. 2:2:1 7171 £577( n =3) 2.1:1
o 100 °C 5 min : 21 s
10 000 r/min.4 C 10 min 14932 + 1198 11994 £ 616( n =
o 3) 1.2:1
1.2.4 SDS -PAGE ( 1o B — actin
1 x SDS o
Marker o o
110 V 90 min
1.2.5
~ ( ) \PVDF  (
1 min) | N
120 V 1 h.
1.2.6 N
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o 1:1000 1 L
I ml, 4 ° Fig. | Effelcts of different exposure times on Western Blot results
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