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Chitosan-coated-PLGA nanoparticles enhance the antitumor and antimetastatic activity of Stattic, a STAT3 dimerization blocker
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Figure S1 Calibration curve for drug loading and entrapment efficiency determination
Notes: The concentration of Stattic was then determined by using a standard curve derived from the absorbance of solution with a known concentration of Stattic.
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Figure S2 Red blood cell aggregation test.
Notes: Microscopic images of red blood cells (RBC) at 100  magnification. No RBC aggregation was observed after treatment with (A) Blank PLGA, (B) S@PLGA, and (C) S@C-PLGA NPs for 2 h, at 37°C and 97% humidity. 
Abbreviations: RBC, red blood cells; NPS, nanoparticles
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Figure S3 Percentage of hemolysis after the incubation of different concentrations of nanoparticles in 2% red blood cells.
Notes: 37°C and 97% humidity for 5 h. Triton X-100 (1% v/v) and blank PBS (100 µl) were used as positive and negative controls, respectively. 
Abbreviations: PBS, phosphate buffer saline
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Figure S4 The percentage of cell viability for 4T1 after treated 24 h. 
Notes: Data represent mean ± SEM from three independent experiments.



[image: Chart, line chart

Description automatically generated]
Figure S5 The normalized migration rate of MDA-MB-231 and 4T1 cells after treated with Stattic of different concentrations for 24 h. 
Notes: Data represent mean ± SEM from three independent experiments.
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Figure S6 In vivo antimetastatic effects of Stattic and S@C-PLGA NPs.
Notes: Representative liver, lung, heart and kidney of healthy mice injected with 24 mg/kg Stattic (A) and S@C-PLGA NPs (24 mg Stattic eqv./kg) (B) No signs of toxicity were seen in the both groups mice.
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