Supplementary tables:

Table 1. TagMan primers and probes for Real-time Quantitative PCR analysis.

Gene TagMan primers and probes
Forward: CGGCTACCACATCCAAGGA
18S Reverse: CCAATTACAGGGCCTCGAAA

Probe: CGCGCAAATTACCCACTCCCGA
Forward: GGCCCAGAAGAACTGGTACATC
COL1A1 Reverse: CCGCCATACTCGAACTGGAA
Probes: CCCCAAGGACAAGAGGCATGTCTG
Forward: GGGACGACATGGAAAAGATCTG
ACTA2 Reverse: CAGGGTGGGATGCTCTTCA
Probe: CACTCTTTCTACAATGAGCTTCGTGTTGCCC

Table 2. SYBR green primer sequences used for Real-time Quantitative PCR Analysis.

Gene SYBR green primers
Forward: CTGGACCCCAGGGTCTTC

CoL3A1 Reverse: CATCTGATCCAGGGTTTCCA
COL4AT Forward: AGGAGAGAAGGGCGCTGT
. Reverse: TCCAGGTAAGCCGTCAACA
COL6AT Forward: GAAGAGAAGGCCCCGTTG
- Reverse: CGGTAGCCTTTAGGTCCGATA
EN1 Forward: CTGGCCGAAAATACATTGTAAA
— Reverse: CCACAGTCGGGTCAGGAG
ELN Forward: CGGGAGTAGTTGGTGTCCC

Reverse: AGCTGCTTCTGGTGACACAA

Table 3. Antibodies catalog numbers and dilutions.

Antibody Cat no. (dilution) Company
GAPDH CB1001 (1:1000) Calbiochem
Phospho-mTOR 2971 (1:1000) Cell Signaling
mTOR 2983T (1:1000) Cell Signaling
Phospho-p70S6K Thr389 9205 (1:1000) Cell Signaling
p70S6K 9202S (1:1000) Cell Signaling
Phospho-4E-BP1 Ser65 9451 (1:1000) Cell Signaling
4E-BP1 9644T (1:1000) Cell Signaling
Phosho-Smad?2 (S465/467)/3 (S423/425) 8828 (1:1000) Cell Signaling
Smad2/3 3120 (1:1000) Cell Signaling
Phosho-p38 MAPK 9211 (1:1000) Cell Signaling
p38 MAPK 9212 (1:1000) Cell Signaling
Polyclonal Rabbit Anti-Mouse Immunoglobulins P0260 (1:2000) DAKO
Polyclonal Rabbit Anti-Goat Immunoglobulins P0160 (1:2000) DAKO
Polyclonal Goat Anti-Rabbit Immunoglobulins P0448 (1:2000) DAKO
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Figure 1. Pirfenidone does not suppress Smad2/3 and p38 MAPK phosphorylation in p-hIFs. (A) p-
hIFs were exposed to pirfenidone (1 mg/ml) and/or, TGF-B1 (2.5 ng/ml) for 6 h. Total and
phosphorylated Smad2/3 and p38 MAPK were assessed by Western blot analysis. Compared with the
control group, TGF-B1 or pirfenidone did not pronouncedly change levels of phosphorylated
Smad2/3 or p38 MAPK in p-hlFs. GAPDH is included as protein loading control.
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