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Acetylsalicylic acid inhibits the growth of melanoma tumors via 

SOX2-dependent-PAF-R-independent signaling pathway

SUPPLEMENTARY MATERIALS

Supplementary Figure 1: Effect of ASA on caspase-3/7 apoptosis in B16-MSCV cells. B16-MSCV cells were seeded with 

caspase-3/7 reagent containing DEVD peptide, DEVD recognition motif and DNA binding dye) and cultured for overnight. After that the 

cells were treated with or without ASA (5mM) and left for 24, 48 and 72 hour. Control cells received 0.1% DMSO only. At these times 

SRLQWV��WKH�FHOOV�XQGHUJRLQJ�DSRSWRVLV�ZHUH�LPDJHG�IRU�ÀXRUHVFHQFH�GHWHFWLRQ�ZLWKLQ�WKH�,QFXF\WH�SODWH�UHDGHU��7KH�DFWLYDWHG�FDVSDVH�����
FOHDYHV�FDVSDVH�����UHDJHQW�DW�WKH�'(9'�UHFRJQLWLRQ�PRWLI��UHOHDVLQJ�D�'1$�ELQGLQJ�G\H�WKDW�ÀXRUHVFHQWO\�ODEHOV�WKH�QXFOHDU�'1$�RI�
apoptotic cells.
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6XSSOHPHQWDU\�)LJXUH����(IIHFW�RI�$6$�RQ�WKH�VXUYLYDO�RI�KXPDQ�FDQFHU�FHOOV�H[SUHVVLQJ�RU�GH¿FLHQW�LQ�3$)�5� (A-C) 
+XPDQ�QDVRSKDU\QJHDO�FDUFLQRPD�FHOOV�VWDEO\�H[SUHVVLQJ�3$)�5��.%3��RU�GH¿FLHQW��.%0��FHOOV�ZHUH�WUHDWHG�ZLWK�RU�ZLWKRXW�YDULRXV�
GRVHV�RI�$6$�DQG�OHIW�IRU��������DQG����KRXU��7KH�FHOO�VXUYLYDO�ZDV�DVVHVVHG�E\�65%�DVVD\�DV�GHVFULEHG��(D-F) Similarly, the effects of ASA 

RQ�WKH�FHOO�VXUYLYDO�ZDV�DVVHVVHG�LQ�KXPDQ�3$)�5�GH¿FLHQW��6.�0(/�FHOOV��7KH�GDWD�DUH�PHDQ���6'�RI�WKUHH�LQGHSHQGHQW�H[SHULPHQWV�DQG�
expressed as % cell survival over various doses of ASA.
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Supplementary Figure 3: Effects of various doses of ASA on the growth of B16-MSCV tumors in WT mice. (A-B) Groups 

RI�&��%/���:7�PLFH��Q ���ZHUH�LPSODQWHG�ZLWK��[��5�%���06&9�FHOOV�LQWR�WKH�VKDYHG�GRUVDO�KLQG�ÀDQNV��7KHVH�PLFH�ZHUH�VXSSOHPHQWHG�
ZLWK�YDULRXV�GRVHV�RI�$6$�����������DQG�������PPRO�/�LQ������'062��LQ�GULQNLQJ�ZDWHU�DQG�FRQWURO�PLFH�UHFHLYHG������'062�RQO\��
7XPRU�JURZWK�ZDV�PRQLWRUHG�DQG�DVVHVVHG�P\�PHDVXULQJ�PDMRU�DQG�PLQRU�FLUFXPIHUHQFHV�E\�GLJLWDO�FDOLSHU�DW�HYHU\���GD\V�DQG�WXPRU�
YROXPH�ZDV�FDOFXODWHG��'DWD�DUH�PHDQ���6(�RI���PLFH�JURXS�DQG�H[SUHVVHG�DV�WXPRU�YROXPH��PP3) over the period of time (days).


