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HPLC condition：

ACQUITY UPLC  BEH C18 column, ○R

MeCN/H2O = 5%_95%_4min_common; 
flow rate = 0.6 mL / min;
[Gradient Table]
  Time(min) Flow Rate(mL/min) %A %B %C %D Curve 
 1. Initial 0.600 95.0 5.0 0.0 0.0 Initial 
 2. 2.80 0.600 10.0 90.0 0.0 0.0 6 
 3. 3.20 0.600 10.0 90.0 0.0 0.0 6 
 4. 3.50 0.600 100.0 0.0 0.0 0.0 6 
 5. 4.00 0.600 100.0 0.0 0.0 0.0 6 
 Comment: A:H2O_5%ACN   B:ACN t=0min,start 5%B,95%A 
 Flow Ramp Rate: 0.45 min





 

































 





Western blot

To study the underlying apoptotic mechanism, SJSA-1 cells were treated with compound 5m at different 
concentration (0 μM, 10 μM , 20 μM or 40 μM) for 48 h. Then the cells were collected for western blotting 
analysis. The proteins of whole cell lysates were prepared in IP and western cell lysis buffer (Beyotime, 
China), and quantified by the bicinchoninic acid (BCA) method. Immunoblotting analysis of proteins in cell 
lysates was performed according to the antibody manufacturer’s recommendations. Primary antibodies 
used were as follows: anti-Bcl-2(2872#), anti-Bax (2772#) and anti-tubulin (15115#) were purchased from 
Cell Signaling Technology (Danvers, MA, USA). The results showed that 5m-treatment induced an increase 
of anti-apoptosis protein Bcl-2 expression. And the ratio of Bax/Bcl-2 was elevated in 5a-treated cells in a 
dose-dependent manner, which suggested that 5a might induced cell apoptosis in SJSA-1 through an 
intrinsic mitochondrial pathway. Further study on the investigation of its underlying mechanism is in 
progress. 


