
SUPPLEMENTARY TABLE 
 

Table S1. Efficacy of HCA, gemcitabine, and the combination of HCA and gemcitabine against 

different pancreatic cancer cell lines. The IC50 values for HCA, gemcitabine, and the combination 

of HCA and gemcitabine against pancreatic cancer cell proliferation after a 48 h treatment (mean 

± SEM from 3 independent experiments performed in quadruplet). HCA, 2-hydroxycervonic acid. 

 
 
 



SUPPLEMENTARY FIGURES 

 
Figure S1. Efficacy of HCA to combat pancreatic cancer. (A) Concentration-dependent inhibition 

of human pancreatic cell (BxPC-3) cell growth by gemcitabine and gemcitabine in combination 

with HCA (175 µM) for 48 h. (B) Concentration-dependent inhibition of human pancreatic cell (MIA 

PaCa-2) growth by HCA and HCA in combination with gemcitabine (25 nM) for 48 h (mean ± SEM 

from 3 independent experiments performed in quadruplet). (C) Representative photographs of 

mice that received a xenograft of MIA PaCa-2 cells and treated with the vehicle alone (Control), 

gemcitabine (100 mg/kg, ip, twice weekly), HCA (200 mg/kg, p.o., daily), or HCA + gemcitabine 

(100 mg/kg, p.o., daily + 100 mg/kg, i.p., once weekly) over a 40-day treatment. (D) Analysis of 

histopathological images of tumors. Grading used at finding level: Grade 1 (minimal/very few/very 



small), grade 2 (slight/few/small), grade 3 (moderate/moderate number/moderate size), grade 4 

(marked/many/large), grade 5 (severe/massive). HCA, 2-hydroxycervonic acid. 

 

 
 
Figure S2. Figure 2. HCA induces intrinsic and extrinsic apoptosis in pancreatic cancer cells. (A) 

Representative histogram of the cell cycle phases at different phases of the cell cycle: distribution 

of MIA PaCa-2 cells incubated with or without HCA (150 or 175 µM) for 48 h. (B) Representative 

immunoblot of the effects of C8i (inhibitor zIETD-fmk, 50 µM), C9i (inhibitor zLEHD-fmk, 50 µM) 

and C8i+C9i (zIETD-fmk+zLEHD-fmk, 50 + 50 µM) on PARP proteolysis in MIA PaCa-2 cells for 

48 h. C8i, caspase 8 inhibitor (zIETD-fmk); C9i, caspase 9 inhibitor (zLEHD-fmk); C8i+C9i, 

caspase 8 inhibitor + caspase 9 inhibitor (zIETD-fmk+zLEHD-fmk); PARP, Poly (ADP-Ribose) 

Polymerase. 



Figure S3. Effect of HCA on the fatty acid composition of pancreatic cancer cells. (A) Amplified 

regions of representative GC-FID chromatograms showing the fatty acid composition following 

different treatments of MIA PaCa-2 cells: fatty acid standards, control (untreated, 48 h), DHA (100 

µM, 48 h) and HCA (150 µM, 48 h). The peaks of interest were identified with standards based 

on their retention time. (B) BxPC-3 and PANC-1 cells were pretreated with oxythiamine (OT, 1 or 

10 mM) for 1.5 h before exposure to HCA (150 µM) for 48 h, and the cell’s lipids were extracted 

and quantified by GC (bars correspond to the mean ± SEM values of 3 independent experiments). 

HCA, 2-hydroxycervonic acid; DHA, docosahexaenoic acid; C21:5n-3, 

heneicosapentaenoic acid. * p < 0.05, *** p < 0.001



 
 
 
 
 



 
 
 



 
Figure S4. Toxicity study based on the Irwin test in C21:5n-3 treated mice. The Irwin test was 

assessed as described previously and according to the procedure table (parameters and scores). 

The Irwin test was evaluated after an acute dose of C21:5n-3 (or vehicle, controls) that did not 

produce any evidence of toxicity. 


