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Supplementary Figure S1. A digitally magnified view of the H&E brain section (figure 9B, covered with the dotted 
black box). (A), (B), (C) and (D) represent the magnified view of the brain section HC+HG, BLE, POL and BLE+POL 
supplemented group, respectively. The HC+HG indicates high cholesterol (4% w/w, final) + high galactose (30% 
w/w, final) diet. BLE, POL and BLE+POL indicating banaba leaf extract (0.1% w/w, final), policosanol (0.1% w/w, 
final) and banaba leaf extract +policosanol mixed preparation (0.1% w/w each) amalgamated with HC+HG. 

 

 

 

 

 

 



Supplementary Table S1 

 

Supplementary Table S1: A certificate of analysis of the used banaba leaf extract 
(BLE). 

 



Supplementary Table S2 

 

Table S2: Certificate of analysis and the composition of the used policosanol (POL).  



Supplementary Table S3. Compositing of different formulated diets 

Group HC + HG 
  

HC + HG  
+ BLE 

HC + HG  
+ POL 

HC + HG  
 BLE +POL 

Tetrabits * 6.60 6.59 6.59 6.58 
Cholesterol (final 4%, w/w) 0.40 0.40 0.40 0.40 
Galactose (final 30%, w/w) 3.00 3.00 3.00 3.00 
Policosanol (final 0.1%, w/w) 0.00 0.01 0.00 0.01 
Banaba leaf extract (final 4%, w/w) 0.00 0.00 0.01 0.01 
Total mixture (mg) 10.00 10.00 10.00 10.00 

*Normal tetrabits flake [Tetrabit Gmbh D49304, Melle, Germany a normal zebrafish diet containing 47.5% crude 
protein, 6.5% crude fat, 2.0% crude fiber, 10.5% crude ash, containing vitamin A (29,770 IU/kg), vitamin D3 (1,860 
IU/kg), vitamin E (200 mg/kg), and vitamin C (137 mg/kg)].  
BLE, Banaba leaf extract; HC, high cholesterol; HG, high galactose; POL, policosanol.  

 

Section S1. List of the used chemicals: Dihydroethidium (DHE, 104821-25-2, Cat #37291), and 
acridine orange (AO, 65-61-2, Cat#A9231), oil red O (Cat#O0625), and 2-phenoxyethanol (Sigma P1126; 
St. Louis, MO, USA), paraoxon-ethyl (Cat. No. 36186) and 5-bromo-4-chloro-3-indolyl β D-
galactopyranoside (X-gal, Cat#B54252) were procured from Sigma–Aldrich (St. Louis, MO, USA). All 
other chemicals and reagents else otherwise stated were of analytical grade and used as supplied. 
 

Section S2. Quantification of blood lipoprotein profile hepatic function biomarkers AST 
and ALT  

The plasma total cholesterol (TC) and triglycerides (TGs) were determined using commercial 
assay kits (cholesterol, T-CHO, and TGs, Cleantech TS-S; Wako Pure Chemical, Osaka, Japan) as per 
the method suggested by the suppliers. In brief, 5 μL serum was mixed with 200 μL reaction mixture 
(supplied with a commercial assay kit) for the TC analysis. The content was incubated at 37oC for 10 
min, resulting in a red-colored product quantified by adsorption at 490 nm (Microplate reader, Bio-
Rad, Hercules, CA, USA). 

Similarly, 5 μL serum was mixed with a 200 μL of TGs-specific reaction mixture (supplied 
with a commercial assay kit) for TGs analysis. The content was incubated for 10 min at 37oC, and the 
formed colored product was quantified by taking adsorption at 490 nm.  
For HDL-C analysis, serum was mixed in an equal ratio with the separation solution (supplied with a 
commercial assay kit), followed by centrifugation at 3,000 rpm for 10 min. The supernatant (20 μL) was 
collected and blended with a 200 μL reaction mixture (supplied with a commercial assay kit). After 10 
min incubation at 37oC, red color intensity corresponding to HDL-C was quantified by taking 
absorption at 490 nm.  

The commercial diagnostic kit (Asan Pharmaceutical, Hwasung, Republic of Korea) was used 
to quantify aspartate transaminase (AST) and alanine transaminase (ALT) levels in the plasma, 
following the instructions suggested by the manufacturers. Briefly, 5 μL of plasma was combined with 
250 μL of either AST or ALT-specific solution, as supplied in the diagnostic kit. Following a 30 min 
incubation for AST or 60 min incubation of ALT at 37oC, the mixture was then blended with 250 μL of 
the respective coloring reagent (AST or ATL-specific, provided in the diagnostic kit). After a subsequent 
20 min incubation at room temperature, 250 μL of 0.4 N NaOH was introduced to halt the reaction. 
Finally, the AST and ATL were quantified by measuring absorbance at 490 nm. 


