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Supplemental information

Material and methods
Quantification of AUTR Myh6-Cre transgenic DNA copy number.

Liver genomic DNA extracted from wild type and AUTR Myh6-Cre mice were quantified and used for
quantitative PCR at a concentration of 50 ng/reaction. Primers amplifying both endogenous and trans-
genic Myh6 promoter: AGGGCATCCAATTTGCAGGT and ctgtgcgtgaggttaccaga. Primers amplifying
mouse Gapdh genomic DNA: GCATCCTGACCTATGGCGTA and AGGAGCCCCATTTCCCTATCT.
The Ct value of Myh6 promoter ampllicons was normalized to the Ct value of the Gapdh amplicons.

TLA library preparation and analysis.

Targeted Locus Amplification (TLA) to identify Myh6-Cre insertion sites was performed following a
published protocol[1] with optimized modifications. Intact nuclei were extracted from flash frozen
murine liver tissue as described[2]. 10 million nuclei were isolated from each genotype and were then
immediately crosslinked with 1.0% PFA for 10 min and quenched in 300 mM glycine. After partial
permeabilization in lysis buffer (50 mM Tris, 150 mM NaCl, 5 mM EDTA, 0.5% IGEPAL, 1.0% Triton
X-100, pH 7.5), nuclei pellets were washed in restriction enzyme buffer for Nlalll (New England
Biolabs). Nuclei were lysed by addition of 0.3% SDS and 3.0% Triton X-100 with shaking at 900 RPM
for one hour at 37°C. 200U of Nlalll were added and incubated overnight at 37°C with shaking at 900
RPM. Samples were diluted, digested, and partially decrosslinked for 1 hour at 65°C using 50 ug of
Proteinase K. After addition of T4 ligase buffer to 1X concentration, ligation was completed using
1,600 CEU of T4 ligase (New England Biolabs) for 2 hours at room temperature. Decrosslinking was
completed with Proteinase K incubation overnight at 65°C. DNA was isolated using traditional phenol/
chloroform then sodium acetate/ethanol precipitation. Secondary digest was performed using Nspl in a
final volume of 500 uL overnight at 37°C, with ligation performed on the resultant digest in a final
reaction volume of 13 mL with 80U of T4 ligase. After sodium acetate/ethanol precipitation, the
resultant ligated product was amplified for 34 cycles with Q5 polymerase (New England Biolabs) using
primers specific to the Cre coding sequence. Final libraries for sequencing were fragmented and
indexed using the NEBNext Ultra Il FS kit (New England Biolabs) according to manufacturers
recommendations. Libraries were pooled and sequenced on a single flow cell of an lllumina MiSeq
300 cycle kit at the Genomics Platform of the Broad Institute of MIT and Harvard.

While sequenced in paired end mode, each read was aligned independently using bwa-mem2 on
GRCm39 mouse genome. To identify putative insertion sites, resultant alignment files were sorted and
examined using samtools and bedtools genomecov. Rather than formal peak calling, the amplitude of
insertion site adjacent reads compared to background is stark at each boundary of insertion, with rapid



read decrease at the site of insertion.

Cre primers utilized for TLA.

Set1 [TTACGGCGCTAAGGATGACT [TAAGCAATCCCCAGAAATGC
Set2 |GAACGTGCAAAACAGGCTCTATTGCTGTCACTTGGTCGTG
Set3 |GGAGTTTCAATACCGGAGAT IAGGGTGTTATAAGCAATCCC
Set4 |AGTTTCAATACCGGAGATCA [TTTCGGCTATACGTAACAGG
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Supplemental Figures
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Suppl. Figure 1. Related to Figure 1.

A. Breeding strategy to acquire conditional YAP knockout mice. B. Comparison between ob-
served and expected Yap conditional knockout mice occuring frequency in the indicated
genotype. Chi-square analysis, ****, P<0.0001.
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Suppl. Figure 2. Related to Figure 3. A. Fluorescence images of tissues collected from P14
mice. B. Fluorescence images of a spleen section. Spleen was collected from an adult
mouse. P42: postnatal day 42. A and B, scale bar = 50 pm.
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Suppl. Figure 3. Related to Figure 5. A. Immunofluorescene images of anterior cingulate
cortex. Scale bar = 50 um. B. Quantification of tdTom positive neurons. 9 images from 2
AUTR Myh6-Cre;tdTom mice were quantified.
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Suppl. Figure 4. Related to Figure 6. Quantification of AUTR Myh6-Cre transgenic DNA
copy number. Liver genomic DNA was used for realtime PCR. The Ct value of Myh6 promoter
DNA amplicons was normalized to the PCR fragment of endogenous Gapdh. N=3 for each

group.



