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Methods
Animals
Briefly, 8-week old male Sprague-Dawley rats were housed in a closed chamber with an ambient air pressure of 405.35 mmHg (approx. 0.53atm, or equivalent of 5000m altitude, or equivalent of 11.2% O2) for 4 weeks to induce pulmonary hypertension. shRNA targeting MKL1 (CATGGAGCTGGTGGAGAAGAA) was cloned into a SuperSilencing lentiviral HVECtor. At week 1 and week 3, these rodents were injected via sublingual vein purified lentivirus (1X108 viral particles /per injection).
Plasmids
	Expression constructs for MKL1 (WT and DN), SRF (DN), Brg1 (WT and DN), Brm (WT and DN), and short hairpin RNA (shRNA) plasmid targeting MKL1 were gifts from Dr. Prywes (36,37), Dr. Solway (38), Dr. Zhou (16), Dr. Imbalzano (39), and Dr. Parmacek (40). Promoter luciferase fusion constructs for Endothelin-1 were provided by Dr. Gardner (41). CIITA promoter construct has been previously described (42).
Electrophoresis mobility shift assay (EMSA)
	EMSA was performed with biotin-labeled DNA probe spanning the putative SRF binding site of the rat ET-1 gene (wild type: 5’-CCCCACTTATAGGGGTTCAA-3’ and mutant 5’- CCCCGCCCGCGGGGGTTCAA-3’) and nuclear protein extracted from HVECs using a LightShift chemiluminescent EMSA Kit (Pierce) following the vendor’s recommendations.
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Figure S1: (A) Promoter-luciferase fusion construct for CIITA was transfected into HHVECs with or without wild type (WT) MKL1 followed by exposure to 1% O2. Data are expressed as RLU. (B) A rat ET-1 promoter-luciferase construct was transfected into wild type (WT) or MKL1 knockout (KO) MEF cells followed by exposure to 1% O2. Data are expressed as RLU. (C) SD rats were injected with lentiviral particles carrying shRNA targeting MKL1 or random shRNA (SCR) and induced to develop HPH as described under Methods. ET-1 levels were measured by ELISA.
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Figure S2: (A) Comparison of the proximal ET-1 promoters. Putative SRF binding sites are highlighted (in bold font and underlined). TSS, transcription start site. Mutated sequences are highlighted in red. (B) A rat ET-1 promoter-luciferase construct was transfected into HVECs with dominant negative SRF followed by exposure to 1% O2. Data are expressed as RLU. (C) A rat ET-1 promoter-luciferase construct was transfected into HVECs with indicated siRNA followed by exposure to 1% O2. Data are expressed as RLU. (D) HVECs were exposed to 1% O2 for 24 hours. Re-ChIP assay was performed with indicated antibodies. (E) Wild type or CArG mutant ET-1 reporter construct was transfected into HVECs with or without MKL1. Data are expressed as RLU. (F) Wild type or CArG mutant ET-1 reporter construct was transfected into HVECs followed by exposure to 1% O2. Data are expressed as RLU. (G) Electrophoresis mobility shift assay (EMSA) was performed with a DNA probe harboring the SRF site on the ET-1 promoter as described under Methods.
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Figure S3: (A) An ET-1 promoter luciferase construct was transfected into SW-13 cells with indicated expression constructs. Data were expressed as RLU. (B) An ET-1 promoter luciferase construct was transfected into SW-13 cells with indicated expression constructs followed by exposure to 1% O2. Data were expressed as RLU. (C) An ET-1 promoter luciferase construct was transfected into HVECs with MKL1 and indicated siRNAs. Data were expressed as RLU. (D) An ET-1 promoter luciferase construct was transfected into HVECs with indicated siRNAs followed by exposure to 1% O2. Data were expressed as RLU. 
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Figure S4: (A) HVECs were exposed to 1% O2 for 12-48 hours. Cellular MKL1 was visualized by immunofluorescence staining. The nuclei were counter-stained with DAPI. Nuclear MKL1 staining was quantified by Image J and expressed as percentage of overall MKL1 staining. Scale bar: 20M (B) HVECs were exposed to 1% O2. Cells were harvested at various time points and mRNA levels of MKL2 were measured by qPCR. (C) An ET-1 promoter luciferase construct was transfected with HVECs along with MKL1 or MKL2 expression construct. Data are expressed as RLU.
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Figure S5: (A) HVECs were transfected with indicated siRNAs. mRNA levels of MKL1 were measured by qPCR. (B) HVECs were transfected with indicated siRNAs. mRNA levels of SRF were measured by qPCR. (C) HVECs were transfected with indicated siRNAs. mRNA levels of Brg1 and Brm were measured by qPCR.


Table I: ChIP primers
	Gene
	Amplicon Location

	Sequences

	ET-1
	(-116/+14)
	

	Forward
	
	5’-GGCGTCTGCCTCTGAAGT-3’

	Reverse
	
	5’-GGGTAAACAGCTCCGACTT-3’
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