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3.2. Safety Profile 
Hemolysis assay, using red blood cells, is an essential part of the in vitro 

biocompatibility testing of new drug substances; and it was used as a screening method 
for the evaluation of potential in vivo toxicity. The release of hemoglobin was a definite 
sign of the cell lysis of the erythrocytes and could be measured spectrophotometrically 
[57]. For this purpose, the cell suspension (red blood cells in PBS) was incubated with the 
test compounds at concentrations of 50, 100, and 200 µM at 37 °C for 1 h. As compared to 
the positive control (Triton X-100), which induced complete hemolysis (100%), all tested 
newly synthesized compounds showed no or very low hemolytic effects (below 5%), even 
at the highest concentration (200 µM) (Figure 1). 

 
Figure 1. Hemolytic effects of (a) IPA and compounds 3a–f; (b) compounds 5a–f; on human 
erythrocytes. The results are expressed as means ± SD of triplicate assays (n = 3). All groups were 
compared statistically vs. untreated controls by one-way ANOVA with Dunnet’s post hoc test *** p 
< 0.001 vs. control. 

Furthermore, the safety profiles of the newly synthesized compounds were examined 
based on the cell viability of the human neuroblastoma SH-SY5Y cell line and the 


