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Supplemental Figure 1: Patient-level contributions to single nuclear RNA sequencing atlas. A. Total
nuclei contributed per patient. B. Nucleus counts by patient and cell subtype. C. Log-scaled
heatmap of patient contributions to each cell subtype. D. Fractional patient contributions to each

cell subtype
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Supplemental Figure 2: Additional Tissue RNAscope validation of distinct uterine and vascular smooth
muscle cell populations in the gravid myometrium

A-B. Additional RNAscope™ validation of uterine vs vascular smooth muscle in myometrial tissue with OXTR
(uterine smooth muscle, red) versus NOTCHS3 (vascular smooth muscle, white). Nuclei are blue (DAPI)

C. RNAscope™ validation of uterine vs vascular smooth muscle in myometrial tissue with OXTR (uterine smooth
muscle, red) versus ADGRL3 (vascular smooth muscle, white).

D. RNAscope™ validation of uterine vs vascular smooth muscle in myometrial tissue with KCNMA1 (uterine
smooth muscle, red) versus NOTCHS3 (vascular smooth muscle, white).
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Supplemental Figure 3: RNAscope™ of Follicle Stimulating Hormone Receptor transcript (FSHR) from n=6
low passage primary human uterine smooth muscle cell cultures from different patient samples. Images A-D
are taken at 40X magnification and E and F at 20X magnification.




Supplemental Figure 4: Western blot: ENAH protein in increased in in primary cultured USMC from patient
with uterine atony (n=3) versus matched controls (n=3). A. Western blot of ENAH protein in primary cultured
USMC from control patients (n=3) and patients with uterine atony (n=3). B. Statistically significant increases in
both canonical (~88kDa) and splice variant (~75kDa) forms of ENAH with higher expression in uterine atony
Note that though canonical ENAH weighs 67kDa, due to migration properties of the proline rich protein,
canonical ENAH is generally observed at about 88kDa (upper band). C. Full Western blot from S5A.
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Supplemental Figure 5:

D. Full Western gel with 8 actin.

E. Positive control for ENAH Western blot: Plasmid-based overexpression. Canonical ENAH (NM_001008493)
was overexpressed in human uterine SMCs using 2 micrograms of ENAH plasmid RC210677 plasmid from
Origene and measured at 24 hours post-transfection. Antibody was ENAH from Novus, catalog number NBP-
87914 at 1:500. Unfortunately, although this serves as an excellent positive control for our Western blot
antibody, ENAH overexpression proved somewhat cytotoxic and could not be used in current form for
functional assays, as approximately 20% of transfected USMC died within 48 hours compared to <1% of
control plasmid transfected cells.

F. Same samples, but primary antibody shows Myc tag. Antobody from Cell sighaling, catalog number 2276, at
1:500.
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