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Supplementary material and methods: 
Bromodeoxyuridine (BrdU) was injected three hours prior to harvesting. Antibodies used for detection of apoptosis and cell proliferation are listed in Supplementary Table 1. Histologic criteria are listed in Supplementary Table 2. 

For Western blot analysis, fresh frozen lungs (E16-E20), weights 0.09-0.21 g (Supplementary Figure 1A),  were homogenized in 200µl Tris-ethylenediaminetetraacetic acid (TE) buffer containing protease inhibitors [1µg Leupeptin, 1µg Pepstatin A and 0.3mM phenylmethylsulfonyl fluoride (PMSF)] and 2% sodium dodecyl sulfate (SDS) and boiled at 95°C. After total protein measurements, equal amounts of each sample were separated by 10% acrylamide gel electrophoresis and transferred to nitrocellulose membranes. Membranes were blocked with 5% non-fat milk in 0.1% Tween in Tris-buffered saline (TBS) and incubated with primary antibodies against Caveolin 1 (Cav1) and Aquaporin 5 (Aqp5). The optical densities of signals were measured using NIH Image J software after incubation with secondary antibody and detection reagent (Luminata HPR substrate, Millipore).

All qPCR steps conformed to the MIQE guidelines [1]. Extracted RNAs (Qiagen RNeasy Mini kit) were spectrophotometrically quantified (Nanodrop), and reverse transcription steps were carried out using the High-Capacity cDNA Archive Kit (Life Technologies). Gene expression was assessed using ABI PRISM® 7900 HT Sequence Detection System, with SYBR Green (Life Technologies) as detection method. 18S RNA was used as internal control and β-actin mRNA as normalization reference. Each sample was run in duplicate. Normalized mRNA expression levels (means ± SD from 7 chicken fetuses) were compared to the β-actin, which was assigned an expression level of 1. Relative expression levels were obtained by the ∆∆CT method. Data were expressed as Ct values and used for relative quantification of targets with the ΔΔCT calculation. To exclude potential bias due to averaging data transformed through the equation 2-ΔΔCT to give N-fold changes in gene expression, all statistics were performed on ΔCT values.

Supplementary statistics: Linear regression analysis with E as ordinal variable was used for trends. In validation of the histologic criteria at least 10 % of the slides were evaluated independently by two pathologists in a blinded manner. Interobserver variability was assessed using interclasscorrelation coefficient for numerical outcome variables and kappa values for the categorical outcome variables. In cases of poor agreement (kappa <0.4 and Ir< 0.5), all slides were evaluated by two pathologists and classified according to consensus, such as for Klf2 immunohistochemistry (criteria not presented).  =0.8, =0.7 and =1, =0.46. 













1	Bustin SA: Why the need for qpcr publication guidelines?--the case for miqe. Methods 2010;50:217-226.















































Supplementary Table 1.

Antibodies used for immunohistochemistry 

	Antibody, catalogue number and source
	Host
	Known immunoreactivity
	Positive control 
	Dilution  (IH)

	Anti-cleaved Caspase 3 (Asp 175, 5A1E, Cell Signaling technology) 
	Rabbit
	Human, mouse, rat, monkey
	Human and chicken fetal thymus
	1/200

	Monoclonal anti-BrdU (B2531 Sigma-Aldrich)
	Mouse
	Recognizes BrdU in nuclei of formaldehyde-fixed, paraffin-embedded tissues of animals administered BrdU in vivo.
	Cerebellar tissue of BrdU-treated chicken fetus
	1/80 

































Supplementary Table 2
Histologic criteria


	Tissue compartment
	Embryonic day
	Histologic criteria

	Apoptosis in Caspase 3-stained sections
	E16-20
	Mesenchymal or epithelial-vascular apoptotic cells were counted using the 40x objective. Single stained nuclear fragments smaller than 2µm, the size of a chicken erythrocyte nucleus, were excluded

	Proliferation in anti-BrdU stained sections
	E16-20
	ImageJ color thresholding was used for counting BrdU-positive cells in epithelial-vascular (EV) tissue





















Supplementary Table 3
Primer pairs used for the amplification of the genes of interest
	 
	Forward 
	Reverse

	TRβ1
	GCAGTGGTGACAGAAGAAGAAC
	TGAAGCGACATTCCTGGCAC

	miR181α1
	TCAACGCTGTCGGTGAGTTT
	GAGGATGGTTAGCTGGAGGG

	miR181α2
	TCAACGCTGTCGGTGAGTTT
	TCAAGGTACAGTCAACGGTCG

	miR126
	GCTGGTGACGGCCCATTATT
	TGCTGACCACAGCGCATTAT

	miR23b
	TTGTGGCTGTTTGGGTTCCT
	GCTATGTGGTAATCCCTGGCA

	miR214
	GCTGGACGGAGTTGTCATGT
	GCCTGCTGTACAGGTGAGAG

	Cav1
	CTCGGAGGGCTTTCTGTACG
	TCAGCTCGTCTGCCATCATC

	AQP5-F 
	CTCAAAGGCCATCCGTGACT
	CTAGCGCTCACGCTCATGTA

	KLF2-F
	GAGAAAGCGCTCCACGAAAG
	CTCCAGGGCACTGTAGCATC

	SpA1
	TCTGACGATGAACTCGGCAA
	TCCTCATTCATGGGAGTCGC

	B/actin-F
	CACAGATCATGTTTGAGACCTT
	CATCACAATACCAGTGGTACG

	18S-F
	TGTGCCGCTAGAGGTGAAATT
	TGGCAAATGCTTTCGCTTT

















Figure legends
Supplementary figure 1
Fetal growth, cell proliferation and apoptosis
A) Lung wet weights of controls and MMI treated fetal chicken, E16-E20. Each value represents the mean and +SD of a minimum of 7 animals. B) Body weight curve of controls and MMI treated fetal chicken E16-E20. (=1.27, p=0.019, n=74). C) Immunohistochemistry of chicken control lung at E18 with antibody recognizing Caspase 3, demonstrating the epithelial-vascular (EV) (*) and the mesenchymal (#) tissue. The arrow indicates a caspase 3 positive apoptotic cell in the EV tissue and the arrowhead indicates a mesenchymal apoptosis. Histologic criteria are shown in table 2. D) Immunohistochemistry of a chicken lung at E18 with antibody recognizing Caspase 3 in a fetus treated with methimazole (MMI) at E14. The arrow indicates a caspase 3 positive apoptotic cell in the EV tissue and the arrowhead indicates a mesenchymal apoptosis.   E) Pulmonary epithelial-vascular apoptosis per 10 parabronchial units in controls and MMI treated animals, E16- E20 (=4.33, p=0.020). F) Pulmonary mesenchymal apoptosis per 10 parabronchial units in controls and MMI treated animals, E16-E20 ( =0.86, p=0.066, n=30).  =3.23 = -1,  n=15. No differences between controls and MMI treated animals in cell proliferation were detected when counting BrdU-positive cells in epithelial-vascular (EV) tissue (data not shown). 

