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Supplementary Figure S1- Murine COX-2 mRNA silencing induced by RNA..

(a) Two different sequences of short hairpin R{ghRNA) were tested for murine COX-2 mRMN#encing and three
different amplicons were considered to evaluate COX-2 mRNA le\el) ¢ouse colon cell line CT26 was transfected

using Lipofectamine 2000 reagent and COX-2 levels were analyzed by real-time PCR 48 h after transfection considering
three different amplicons (AMP1-3). The efficiency of shCOX2 expressing plasmid{Fand pS'©°*?8) was evaluated

both in the presence and absence of PAAM stimulationTotal COX-2 mRNAexpression (AMP1) was normalized
againstB-actin mRNAexpression whereadsMP2 andAMP3 levels were normalized agaifstP1 level. Results were
compared to the negative control {psand data represent the mean + SEM of three independent analyS3sdr sample).

* P<0.01#P<0.05.

Cell line and transfection. Mouse colon cell line CT26 (wt) was purchased fromAheericanType Culture Collection
(ATCC, Manassad/A, USA). CT26 cells were seeded in a six-well plate (~7 >c&ls/well) at 70% confluencAfter 24

h, cells were transfected withf¥SpS"©©*2Aand pS'©©*2Eplasmids using Lipofectamine 2000 transfection reagent (Invitrogen,
USA) and according to the manufactusanstructionsAfter 6 h of incubation at 37°C, transfection medium was replaced

with 2 ml of complete medium containing 10% FCS. Cells were lysed 48 h after transfection for real-time PCR analysis.



