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ABSTRACT Objective: Since the invention of the Western blotting method, it has been extensively applied as a protein qualitative
and semi-quantitative analysis method in modern biology research. In order to improve the efficiency of this method, adjustments of the
related experimental parameters were needed according to the characteristics of different proteins. Our purpose is to investigate the ef-
fects of different parameters of the Western blot in detecting small molecule proteins, thus optimize and get the ideal experimental condi-
tions. Methods: Comparing the effects of different transfer voltages and times, different methanol contents of transfer buffer and different
chemiluminescence reagents of western blot technology. Results: The signal of small protein obtained at 20 V for 10 min was much high-
er than that transferred at 10 V for 25 min. The signal of the 20 % methanol in transfer buffer was significantly higher than that of the 0 %
methanol in transfer buffer. The effect of chemiluminescence reagent at femtogram level was superior to that of the nanogram level. Con-
clusion: Choosing high voltage and short time, choosing transfer buffer containing 20 % methanol and chemiluminescence reagent at
femtogram level could be helpful in the detection of small molecule proteins by using the western blot assay.
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Fig. 1 The effects of voltage and time of western blot in detecting small
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Fig 2 The effects of methanol content in transfer buffer of western blot in

detecting small molecule proteins
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Fig.3 The effects of chemiluminescence reagent of western blot in

detecting small molecule proteins
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Table 1 The comparison of experimental parameters

Experimental parameters Optimization Comparison
Transfer voltage 20V v
Transfer time 10 min 25 min
Methanol contents of transfer buffer 20 % 0%

Chemiluminescence reagents

Femtogram level

Nanogram level
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