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Increased FGF1-FGFRc expression in Idiopathic Pulmonary Fibrosis
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Supplementary Methods 
Table 1: Antibodies used for western blots 
	Primary Antibody (human)
	Company/ Catalog #
	Dilution
	Secondary Antibody (human)
	Company/ Catalog#

	ACTA2
	Abcam
(ab119952)
	1:5000
	Rabbit anti mouse HRP
	Dako (#P0260)

	COL1a1
	Rockland (#600-401-103)
	1:1000
	Swine anti rabbit HRP
	Dako (#P0217)

	Fascin
	Abcam
(ab49815)
	1:1000
	Rabbit anti mouse HRP
	Dako (#P0260)

	FGF1
	Abcam            (ab-9588)
	1:200
	Rabbit anti goat HRP
	Dako (#P0160)

	FGF7
	Santa Cruz          (# sc-27126)
	1:200
	Rabbit anti goat HRP
	Dako (#P0160)

	FGF10
	Santa Cruz          (# sc-7375)
	1:200
	Swine anti rabbit HRP
	Dako (#P0217)

	FGFR1
	Santa Cruz          (# sc-8318)
	1:200
	Swine anti rabbit HRP
	Dako (#P0217)

	FGFR2
	Abcam 
(#10648)
	1:2000
	Swine anti rabbit HRP
	Dako (#P0217)

	FGFR3
	Abcam
(ab176459)
	1:500
	Swine anti rabbit HRP
	Dako (#P0217)

	FGFR4
	Abcam
(#ab 5481)
	1:500
	Swine anti rabbit HRP
	Dako (#P0217)

	p-ERK1/2
	cell signaling        (# 4370S)
	1:1000
	Swine anti rabbit HRP
	Dako (#P0217)

	total-ERK1/2
	cell signaling        (# 9102S)
	1:1000
	Swine anti rabbit HRP
	Dako (#P0217)

	p-AKT
	cell signaling       (# 4060S)
	1:1000
	Swine anti rabbit HRP
	Dako (#P0217)

	total-AKT
	cell signaling        (# 4691S)
	1:3000
	Swine anti rabbit HRP
	Dako (#P0217)

	-Actin
	Abcam          (#ab8226)
	1:30000
	Rabbit anti mouse HRP
	Dako (#P0260)

	PCNA
	Abcam 
(#ab18197)
	1:500
	Swine anti rabbit HRP
	Dako (#P0217)

	-Tubulin
	Sigma (#T0198)
	1:1000
	Rabbit anti mouse HRP
	Dako (#P0260)



Table 2: Human primers
Primers were designed using Roche Universal Probe Library Assay design free online software.
	Human Primers
	Forward
	Reverse

	ACTA2
	CTGTTCCAGCCATCCTTCAT
	TCATGATGCTGTTGTAGGTGGT

	COL1A1
	ATGTTCAGCTTTGTGGACCTC
	CTGTACGCAGGTGATTGGTG

	FGF1
	CAATGTTTGGGCTAAGACCTG
	GGCTGTGAAGGTGGTGATTT

	FGF10
	GAAGGAGAACTGCCCGTACA
	GGCAACAACTCCGATTTCTACT

	FGF7
	AAGGGACCCAAGAGATGAAGA
	CCTTTGATTGCCACAATTCC

	FGFR1b
	GCATTCGGGGATTAATAGCTC
	CCACAGGTCTGGTGACAGTG

	FGFR2b
	GATAAATAGTTCCAATGCAGAAGTGCT
	TGCCCTATATAATTGGAGACCTTACA

	FGFR3b
	CAAGTTTGGCAGCATCCGGCAGAC
	TCTCAGCCACGCCTATGAAATTGGTG

	FGFR1c
	ACCACCGACAAAGAGATGGA
	GCAGAGTGATGGGAGAGTCC

	FGFR2c
	TTCTCTTCCAGGCGCTGG
	CTCTGCGTGGCTGGTGGTGC

	FGFR3
	CAAGTTTGGCAGCATCCGGCAGAC
	CACCACCAGCCACGCAGAGTGATG

	FGFR4
	GCCCTTCACGTTATTGCAGATG
	CCTCTCCAACCCCGTACTC

	PGBD
	TGTCTGGTAACGGCAATGCG
	CCCACGCGAATCACTCTCAT





Harvesting RNA from cells
Human fibroblasts were grown in monolayers in 6 well plates to 80 – 100% confluency.  Media was aspirated, cells were washed with 1X PBS briefly, and 200 ul of TRIZOL was added per well. Cells were scraped away with a cell scraper and pipetted into a cryovial. At least 3 wells were combined into one cryovial and vortexed for at least 30 s and placed immediately in liquid nitrogen. Homogenized cell lysates were then stored in -80°C until RNA was extracted. Heavy phase-lock gel tubes (5 PRIME 2302830) eppendorf tubes were centrifuged for 5 min at maximum speed. The homogenized lysate was added to the separator column and incubated at RT for 3 min. 1/10 total volume of chloroform was added. Tubes were shaken for at least 15 s and incubated for 3 min at RT. Next, tubes were centrifuged for 15 min at 10,000 g at 4°C. The aqueous layer was extracted and added to a new eppendorf. 1.5 volumes 100% isopropanol was added. Tubes were inverted to mix and incubated for 10 min at RT. After incubation, tubes were spun down for 15 min at 10,000 g, 4°C. After the pellet was identified, the supernatant was discarded and the pellet was washed with 75% EtOH and vortexed. Lastly, tubes were centrifuged for 5 min at 8,000 g, 4°C; supernatant was discarded, and pellet was dried on the bench until it became transparent. 30 ul of ddH2O was added and samples were Nanodropped for RNA concentration and purity.

Table 3: Antibodies used for immunohistochemistry
For immunostaining, the streptavidin-biotin-horse radish peroxidase (HRP) method with use of the ZytoChem-Plus AP Kit (Fast Red) (AP008RED-MS) was employed (Zytomed Systems, Berlin, Germany), according to a previously published protocol (S1).
	Primary Antibody (human)
	Company/ Catalog #
	Dilution

	cytokeratin-5
	Abcam 
(ab75869)
	1:200

	Fascin
	Abcam
(ab49815)
	1:100

	        pro-SP-C
	Millipore 
(AB3786)
	1:750

	Von Willebrand Factor
	Dako
(A0082)
	1:400

	Smooth Muscle Actin
	Abcam 
(ab5694)
	1:100

	FGF1
	Abcam              (ab-9588)
	1:100

	FGFR1
	Santa Cruz          (#sc-8318)
	1:50

	FGFR2
	Abcam 
(#10648)
	1:100

	FGFR3
	Abcam
(ab176459)
	1:100

	FGFR4
	Abcam
(#ab5481)
	1:50
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