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Figure S7
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Supplemental Figure Legends S1-S7

Figure S1, related to Figure 1. In ENU-mutagenized mouse line 04-014 the
ubiquitously expressed gene encoding ESCRT-II/Vps25 harbors a hypomorphic
mutation that allows embryonic survival until late gestation; whereas the
homozygous loss-of-function (LOF) of Vps25 (Vps25-““**%) causes early lethality in
utero

(A) Deep sequencing of the murine chromosome 11 (mm9) genomic region spanning the
Vps25 locus. The confirmed G-to-A mutation is labeled in green. Diagram showing the
different reads covering the exon3-intron3 boundary wherein the mutation occurred. 5’
strand reads, red; 3’ strand reads, blue. See also Figure S1, Table S1.

(B) qRT-PCR of Vps25 transcripts in WT (blue) and Vps25 " ¥V (red) whole embryos
at different developmental stages demonstrates significantly lower levels of Vps25
mRNA in mutant embryos. ** p <0.01; *** p <0.001.

(C) Absence of Vps25-“““**% embryos starting at E8.5 demonstrates early lethality in
utero of Vps25 global LOF mutation.

(D) RT-PCR of Vps25 transcripts in various embryonic and extraembryonic tissues of
WT embryos at E11.5 and E13.5 shows ubiquitous expression of Vps25 at these
gestational days.

(E-J) X-gal staining of E10.5 WT and Vps25L“CZ/ " embryos. X-gal staining is diffuse and

widespread throughout the embryo including the forelimb and hindlimb.



Figure S2, related to Figure 2. Pre-axial polydactyly, skeletal abnormalities,

SENVENU phutant limbs

proliferation and cell death defects in Vps2
(A-D) Gross morphology shows different expressivity of the autopod phenotype in E14.5
Vps25NVENU forelimbs, including a widened autopod with 5 shortened and broader digits
(B) and variable polydactyly and synpolydactyly (C,D) (domain of additional digits
denoted by white asterisk).

ENUENU pyutant forelimb as

(E,E*) OPT scans show autopod synpolydactyly in the Vps25
compared to WT (see also Movies S3,54).

(F-F’) Alcian blue-Alizarin red staining of E14.5 forelimb skeletal elements (dorsal
view), demonstrating shorter and thicker stylopod (s) and zeugopod (z) as well as pre-

ENU/EN
U Umutants.

axial polydactyly (asterisk) of the autopod (a) in Vps25
(G-L’) OPT of scapula, zeugopod and stylopod elements show thinning of the central
scapula blade (dashed circle in G”) and shorter and thicker humerus (H,H’), radius/ulna
(LI), femur (J,J°) and tibia/fibula (K-L’) elements; yellow arrows depict the thickness of
the bone. See also Movies S3,54.

(M-T) BrdU immunostaining of E12.5 WT and Vps25*"Y*"Y mutant forelimb sections
shows increased cellular proliferation (white arrowhead) in the anterior domains of the
mutant forelimb. Apoptosis assessed by activated caspase 3 immunostaining on sections
of E12.5 WT and mutant forelimb reveals lack of apoptosis (empty arrowhead) in

anterior domains of the mutant limb bud. Panels (O,P) and (S,T) are 20X magnifications

of the insets shown in (M,N) and (Q,R) respectively.





