
Supplementary methods 

Storage stability of PLGA-PRINT particles: 

Particles were harvested into water and then flash frozen and stored at -20°C or lyophilized and 

then stored at 4°C.  At set time points, particles were thawed or rehydrated in water and then 

measured by dynamic light scattering for particle size and polydispersity (Zetasizer, Malvern 

Instruments). 

Intracellular delivery efficiency of CH-control siRNA nanoparticles: 

HeyA8 cells were incubated in RPMI-1640  serum containing medium at 37°C.  After 24 h, cells 

were washed and incubated with 1.0 μg of Cy3 labeled CH-control siRNA in serum free medium 

for 6 h at 33°C.  Cells were washed carefully with PBS to remove the unbound complexes and  

observed  in live condition with fluorescent microscopy.  

Stability of CH-mEZH2 siRNA in serum: 

1.33 μg of naked mEZH2 siRNA or CH-mEZH2 siRNA were incubated with 10%FBS at 370C for 

various time intervals. In order to dissociate siRNA from chitosan nanoparticles; the siRNAs 

were incubated with heparin at 1:4 ratio of heparin and chitosan nanoparticles. The siRNAs 

were resolved with electrophoresis in 20% polyacrylamide gel.  

In vitro cytotoxicity assay with chitosan nanoparticles: 

SKOV3ip1 cells were plated in a 96 well plate at the concentration of 5 X103 cells/well. Twenty-

four hours after plating the cells were treated with various concentrations of chitosan 

nanoparticle. After 48 hours of incubation at 330C, 50 µL of MTT (3-(4,5-Dimethyl-2-thiazolyl)-

2,5-diphenyl-2H-tetrazolium bromide) was added to each plate. The plate was incubated at 370 

C for 2 hours. The media was removed and 100 µL of DMSO was added. The plate was shaken 



briefly and the absorbance was recorded at 540 nm using Falcon microplate reader (Becton 

Dickinson Labware, Franklin  Lakes, NJ).   

Knockdown of mEZH2 after treatment of CH-mEZH2 siRNA: 

RNA was extrected using Trizol extraction method from in vivo tumor samples of mice treated 

with CH-control siRNA or CH-mEZH siRNA. cDNA was synthesized using Verso cDNA kit 

(Thermo scientific) using 1µg of RNA. qRT-PCR was carried using mouse specific primers for 

EZH2. SYBR green ( Applied Biosystems) was used to detect the product and 20 pmoles of 

primers were used. All reactions were analyzed using 7500 Applied Biosystes software 

(v.2.0.5). 

Parraffin embeded tissue sections (5 µm) of in vivo tumor sections were stained with EZH2 

antibody (Life Technologies) after using appropriate antigen retrieval method. Goat anti-rabbit 

HRP polymer antibody (BioCare Medical) was used to detect the primary antibody. EZH2 

expression in endothelial cells from CH-control siRNA treated group was compared with CH-

mEZH2 siRNA treated group.  

 

 

 

 

 

 

 



Figure legends 

Supplementary Table S1: Storage stability of PLGA-PRINT nanoparticles 

A. Storage stability of PLGA-PRINT particles: Stability data of PRINT nanoparticles stored and 

frozen at -200C (Left panel). Stability data of particles lyophilized and stored at 40C (right panel). 

PLGA-PRINT particles are stable up to 3 months at -200C and up to 6 months at 40C.  

Supplementary Figure S1: Characterization and efficacy of Chitosan nanoparticles 

A. Intracellular delivery of CH-control siRNA: The images show internalization of Cy3 labeled 

CH-control siRNAs in HeyA8 cells after 6 hours incubation. 

B. Stability of CH-mEZH2 siRNA in serum: The left panel shows degradation of naked siRNA 

after incubation with 10% FBS. The right panel shows that siRNA protected by chitosan 

nanoparticles during serum incubation was not degraded.  

C. In vitro cytotoxicity after incubation with chitosan nanoparticles: Chitosan nanoparticles have 

no cytotoxic effect on SKOV3ip1 cells. 

D. Mouse EZH2 mRNA levels after treatment with CH-mEZH2 siRNA: There was 70% 

knockdown at mRNA level. Bar graph represents average + SEM from 3 in vivo tumor samples. 

E. Knockdown of mEZH2 at protein level: Immunohistochemical analysis of mEZH2 expression 

in endothelial cells shows that the intensity of EZH2 staining is reduced in endothelial cells after 

CH-mEZH2 siRNA treatment indicating knockdown of mEZH2 at protein level. The 

representative pictures were taken at 400× magnification. 


