FETO and Basal Cells

Fetal Tracheal Occlusion Increases Lung Basal Cells via Increased Yap
Signaling

SUPPLEMENTAL MATERIAL
PCR Validation of Fetal Rabbit Lung mMRNA-Seq Cell-Specific mMRNAs

We quantified the mRNA levels of several cell-specific mMRNAs in Control, CDH, TO, and CDHTO fetal rabbit
lung. In general, the data showed good correlation of the cell-specific mMRNAs with one another, a reduction in
ciliated cell mRNAs, and increased basal cell and alveolar type 1 cell mMRNAs (Supplemental Figure 1).



Lung Epithelial Cell-Specific Genes
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FETO and Basal Cells

Supplemental Figure 1: PCR quantification of cell-specific mMRNAs in Fetal Rabbit lung. PCR for the AT1 cell
markers Homeodomain-only protein homeobox (HOPX), Advanced Glycosylation End-products Receptor (AGER),
and Aquaporin 5 (AQP5), the AT2 cell markers ATP Binding Cassette Subfamily A Member 3 (ABCAS3), Surfactant
Protein B (SFTPB), and SFTPC, the basal cell markers Epithelial Splicing Regulatory Protein 1 (ESRP1),
Grainyhead Like Transcription Factor 2 (GHRL2), and Serpin Family E Member 1 (SERPINE1), the club cell
markers Secretoglobin Family 1A Member 1 (SCGB1A1), SCGB3A2, and Glutamate lonotropic Receptor AMPA
Type Subunit 1 (GRIAL), the ciliated cell markers Multiciliate Differentiation And DNA Synthesis Associated Cell
Cycle Protein (MCIDAS), and Tektin 2 (TEKT2), and the neuroendocrine cell markers Chromogranin A (CHGA)
and CHGB were generally consistent with mRNA-seq data showing increased AT1 and basal cell mMRNAs and
decreased ciliated cell MRNAs.



Cell-specific Genes
Genes in Supplemental Table 1 were used for deconvolution of bulk mMRNA-seq data.
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Matrix Fibroblast
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Mouse TO mRNA-Seq Gene Set Enrichment Analysis

Significantly different, 2-fold upregulated, and 2-fold downregulated DEGs were analyzed in ToppGene to identify
key pathways and processes as described in Supplemental Figure 2.
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Supplemental Figure 2: Gene Set Enrichment Analysis of DEGs in Mouse TO

Signficant DEGs, DEGS Down DEGs Up
GO Biological Process gl Pathway qvalue GO Cellular Component qvalue GO Biological Process: qvalve Pathway qvalue

neutrophil degranulation 0.00006978 Metal sequestration by antimicrobial proteins  0.00002271 neuronal cell body membrane 006553 myofibril assembly 5943628 Muscle contraction 48312
neutrophil activation involved in immune response 0.00007316 Neutrophil degranulation 0.0001462 cell body membrane 007114 striated muscle cell differentiation 689626 Striated Muscle Contraction 41T
neutrophil activation 0.00008676 1117 signaling pathway 0.004126 fibrinogen complex 0.08099 striated muscle cell development 5428625 Diltiazem Pathway 1222606
neutrophil mediated immunity 000009223 Interleukin-4 and 13 signaling 0009228 muscle structure development 2806624 Verapamil Pathway 1222606
granulocyte activation 0.00009507 Innate Immune System 002789 sarcomere organization 2997620 Dilated cardiomyopathy 3.2026-06
leukocyte degranulation 0.0001654 muscle cell development 85620 Dilated cardiomyopathy 3.2026-06
myeloid cell activation involved in immune response 0.0001927 2549622 M) 0.0000111
myeloid leukocyte mediated immunity 00002237 striated muscle tissue development 7775622 Hypertrophic cardiomyopathy (HCM) 0.0000111
myeloid leukocyte activation 0.0009075 muscle cell differentiation 1167621 Cardiacmuscle contraction 00004838
leukacyte activation involved in immune response 0001529 muscle tissue development 6718621 Cardiac muscle contraction 0.0004838
cell activation involved in immune response. 0.001593 muscle organ development 6369619 Metal sequestration by antimicrobial proteins  0.002956
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Primers Used for Cell-Specific mRNAs in Rabbit Lung

The primers in Supplemental Table 3 were used with SybrGreen RT-PCR to quantify cell-specific mMRNAs.
Supplemental Table 3: Primers for Quantification of Rabbit Lung-Cell Specific mRNAs

Primer Target Orientation Sequence
rGAPDH(812-1283)mRNA-F GAPDH Forward CCTGGAGAAAGCTGCTAAGT
rGAPDH(812-1283)mRNA-R GAPDH Reverse CGTTGCTGTCGAGACTTTATTG
rABCA3(1416-1755)mMRNA-F ABCA3 Forward CAGAGCCATCATGCACTATCA
rABCA3(1416-1755)mRNA-R ABCA3 Reverse TTCACCTTGACGCAGAAGAG

ISFTPC(112-414)mRNA-F SFTPC Forward TGCACCTCAAACGTCTTCTC
ISFTPC(112-414)mRNA-R SFTPC Reverse GCTGTCTGGAGCCATCTTC
rSFTPB(1097-14651)mRNA-F SFTPB Forward CATCCAAAGCCCTCACTTCT
rSFTPB(1097-1461)mRNA-R SFTPB Reverse CCAGCCTCTCTCTTCTGTATTT
rHOPX(213-481)mRNA-F HOPX Forward TGGAGATCCTGGAGTACAACT
rHOPX(213-481)mRNA-R HOPX Reverse CACAGCATTACACTGCCAAAC
rAGER(1285-1533)mRNA-F AGER Forward CCCTAGTACCTGAAGGACTCTT
rAGER(1285-1533)mRNA-R AGER Reverse GTGATGTTCTGACCACCTACTG
rAQP5(1208-1472)mRNA-F AQP5 Forward CACTGCTGGTACCACCTTATT
rAQP5(1208-1472)mRNA-R AQP5 Reverse CCTGCCTCATCTTCCTTTICTT
rMCIDAS(1713-1976)mRNA-F MCIDAS Forward TGTGTGCTCTCAGCTACTTATG
rMCIDAS(1713-1976)mRNA-R MCIDAS Reverse CAACTTCCTTAGGTTCCCTCTC
ITEKT2(378-578)mRNA-F TEKT2 Forward GGACAAGTGTCTGACGGATTTA
rTEKT2(378-578)mRNA-R TEKT2 Reverse CGATGACCTCCACCTCTTTATG
rSPDEF(1068-1416)mRNA-F SPDEF Forward CACCTGGACATCTGGAAATCA
rSPDEF(1068-1416)mMRNA-R SPDEF Reverse CTTTCGGATGATGCCCTTCT
rMUCS5AC(903-1216)mRNA-F MUC5AC Forward CTCCAACACCATTCCTCCAA
rMUCSAC(903-1216)mRNA-R MUC5AC Reverse GCCAAACACAGGCACAATC
rMUC5B(929-1179)mRNA-F MUC5B Forward CCTAAGCTGTGCACCTACAA
rMUC5B(929-1179)mRNA-R MUC5B Reverse TTTCGTTGGGCTGGATGAG
rSCGB1A1(121-324)mRNA-F SCGB1A1 Forward CGAGATTTGCACACGTCATTG
rSCGB1A1(121-324)mRNA-R SCGB1A1 Reverse CTACATACACAGTGGGCTCTTC
rSCGB3A2(160-414)mRNA-F SCGB3A2 Forward ACTCTGCTATTGCCTTCCTTATT
rSCGB3A2(160-414)mRNA-R SCGB3A2 Reverse CTGTCTTTCTCTTCCCTGATGTT
rGRIA1(3811-4084)mRNA-F GRIA1 Forward CACAGGTGGTACGGTGTATTT
rGRIA1(3811-4084)mRNA-R GRIA1 Reverse CACTGAGCTTGCATAGCATTTC
rGRHL2(2567-2871)mRNA-F GRHL2 Forward CGTCCCAAAGAGCCTGATAAA
rGRHL2(2567-2871)mRNA-R GRHL2 Reverse AGTAAACACGCCCACATACC
rSERPINE1(477-741)mRNA-F SERPINE1 Forward CCTGGAACAAGGATGAGATCAG
rSERPINE1(477-741)mRNA-R SERPINE1 Reverse CGTTGAAGTAGAGGGCATTCA
rESRP1(1540-1767)mRNA-F ESRP1 Forward GGCTGCACAGAAGTGTCATA
rESRP1(1540-1767)mMRNA-R ESRP1 Reverse AAAGCACAGAGGGCTGATAAA
rCHGA(1686-1909)mRNA-F CHGA Forward TCTCGACCCTGGAATATCCTT
rCHGA(1686-1909)mRNA-R CHGA Reverse CGAAGAGCCCAGAACAGATTTA
rCHGB(1769-2254)mRNA-F CHGB Forward GGAAAGAGCAGGACAGAGATTAC

rCHGA(1769-2254)mRNA-R CHGA Reverse GGAATCGTAGAAGTCGGGAAAC
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