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Mice were randomized into 4 groups (n= 40 animals/group): (i) CAR + vehicle group. Mice were subjected to
carrageenan-induced pleurisy and received the vehicle for PD98059 (10% dimethylsulfoxide (DMSO) (v/v)i.p.
bolus 1 h after carrageen administration(N=10); (ii) PD98059 group. Same as the CAR + vehicle group but were
administered PD98059 (10 mg/kg, i.p. bolus) 1 h after carrageenan administration (N=10); (iii) Sham+saline
group. Sham-treated group in which identical surgical procedures to the CAR group were performed, except
that the saline was administered instead of carrageenan (n=10); (iv) Sham+ PD98059 group. Identical to
Sham+saline group except for the administration of PD98059 (10 mg/k%]i.p. bolus) 1h after carrageenan
administration of saline (N=10). The doses of PD98059 (10 mg/kg) used here were based on previous in vivo
studies that demonstrated regulation of the inflammation process [4].

The MCF10A-Neo and MCF10A-NeoT lines were derived by transfection of the MCF10A cell line with the pHo6
plasmid and the pHo6 plasmid containing an Ha-ras oncogene derived from the human T24 bladder
carcinoma cell line, and subsequent selection for resistance to G418. The transfected lines represent pooled
survivors, as opposed to clonal lines. With the exception of the EGF content being increased from 10 to 20
ng/ml, the cells were cultured in supplemented Dulbecco's modified Eagle's medium/Ham's F-12 medium in
ahumidified atmosEhere of 95% air/5% CO2 at 37°C. Subconfluent cultures were treated with varying
concentrations of chemicals dissolved in DMSO (absolute volume of solvent < 0.1% of medium volume).
Subconfluent cultures are treated with PD98059 (0-100 1 M). Viability of cells after treatment was assessed
by ability to exclude tr%‘pan blue. Cultures earmarked for RNAisolation were washed twice with phosphate-
bufferfzci saline (2.7 mMKCl, 1.5 mM KH2PO4, 137mM NaCl, 8 mM Na2HPO4, pH 7.2) at harvesting and stored at
280°C[2].

Powder:-20°Cfor 3 years | In solvent:-80°C for 1 year | Shipping with blue ice.
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