
CHAPTER IV 

DEVELOPMENT OF EASTERN BLOTTING FOR 

DETERMINATION OF PSEUDOJUJUBOGENIN 

GLYCOSIDES USING ANTI-BACOPASIDE I 

MONOCLONAL ANTIBODY 

l. Introduction 

Shan et al., (2001) reported the eastern blotting technique which, make it 

possible to visualize small molecule compounds on a polyvinylidene difluoride 

(PVDF) membrane fiom a TLC plate developed by solvent system to a PVDF 

membrane and separated the glucoside molecule into two functional parts, the epitope 

and sugar parts. The sugar parts in glucosides were oxidatively clevaged to give 

aldehyde groups which were conjugated with carrier protein to fix on a PVDF 

membrane. However, because the transfer efficiency was not efficient, the method 

could not be applied for the quantitative irnmunoassay. Therefore, the direct 

development of glucosides by solvent system without transfer fiom a TLC plate was 

needed. Morinaga et al., (2005b) reported the eastern blotting using PES membrane 

without transfer fiom a TLC plate. 

Due to the interested compound of our study is pseudojujubogenin glycosides, 

PES membrane was selected as the stationary phase to separated individual 

pseudojujubogenin glycosides. The proper mobile phase was selected by the criteria 

of membrane resistance, the separate efficiency. Morinaga et al. (2005a,b; 2006a,b) 

studied the mobile phase for separated of many glycosides by vary the ratio of ACN, 

H20 and MeOH, H20. Base on the previous report of Phrompittayarat et al. (2007a) 

on HPLC mobile phase (ACN: HzO: phosphoric acid ; 35:65:0.2 by volume), this 

system was selected for preliminary experiment of eastern blotting using PES 

membrane for determination of pseudojujubogenin glycosides contents. 




































