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Supplemental Tables 

Table S1. Quantitative RT-PCR primers 
Gene Upper Primer Lower Primer 

b-actin 5' CGA GGC CCA GAG CAA GAG AG 3' 5' CTC GTA GAT GGG CAC AGT GTG 3' 
Dll4 5' CGG GTC ATC TGC AGT GAC AAC 3' 5' AGT TGA GAT CTT GGT CAC AAA ACA G 3' 
Hes1 5' CCC AAC GCA GTG TCA CCT TC 3' 5' TAC AAA GGC GCA ATC CAA TAT G 3' 
Hey1 5' ACG AGA ATG GAA ACT TGA GTT C 3' 5' AAC TCC GAT AGT CCA TAG CAA G 3' 
Hey2 5' ATG AGC ATA GGA TTC CGA GAG TG 3' 5' GGC AGG AGG CAC TTC TGA AG 3' 
Notch1 5' CTC ACC TGG TGC AGA CCC AG 3' 5' GCA CCT GTA GCT GGT GGC TG 3' 
Notch4 5' GGT GAC ACC CCT GAT GTC AG 3' 5' AGC CTG GCA GCC AGC ATC 3' 

 
 
Table S2. Antibodies 

Antigen Supplier Catalogue # 
CD31 Pharmingen 553370 
DLL4 R&D Systems AF1389 
GFP Invitrogen A-11122 
JAG1 R&D Systems AF599 
LYVE1 Abcam ab14917 
LYVE1 Ebiosciences 14-0443 
PROX1 Angiobio 11-002 
NOTCH1 R&D Systems AF1057 
NOTCH4 J. Kitajewski RB2-2 

 

Supplemental Figures 

Fig. S1. Quantification of ectopic Dll4 and Jag1 transcript levels in HeLa cells. Dll4 and Jag1 qRT-PCR of HeLa cell lines used 

in co-culture (Fig. 3c). Data presented as relative transcript levels ± s.e.m. 

 

Fig. S2 Validation of the Notch4 nullizygous mice. P4 dorsal dermal tissue cross-sections from Notch4-/- and wild-type littermates 

were stained for VEGFR3 and either NOTCH4 or NOTCH1. a) NOTCH4 expression was absent in the lymphatic endothelium 

(white arrowheads) and epithelial cells of the hair follicle (yellow arrowheads) and dermis in Notch4-/- tissues. b) NOTCH1 

expression was unchanged in the VEGFR3+ lymphatics (white arrowheads). Scale bar, 50µm.  

 

Fig. S3 Lymphatic branching was unchanged in E14.5 Notch4-/- dermis. Quantification of the average number of branch-points 

normalized to unit of vessel length. Data presented ± sem. wt (n=7), N4+/- (n=13), N4-/- (n=7). 

 

Fig. S4 Dermal blood vasculature was unaffected in Notch4-/- mice. a) CD31 staining of E14.5 dorsal dermal whole-mounts from 

N4-/- and control N4+/- littermates. b) Quantification of average CD31 intensity normalized by area. Data presented ± s.e.m. N4+/- 

(n=3), N4-/- (n=4). c) Quantification of the average number of branch-points per field of view. Data presented ± sem. N4+/- (n=3), 

N4-/- (n=5). 
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Fig. S5 Dermal blood vasculature was unaffected in in mice with LEC loss of canonical Notch signaling. Prox1CreERT2 and 

DNMAMLfl/fl mice were crossed and tamoxifen administered at E12.5 and dorsal dermis analyzed at E14.5. a) CD31 staining of 

Prox1CreERT2;DNMAMLfl/+ (DNMAMLLEC) mutant and DNMAMLfl/+ (control) dermis. White dashed line denotes the midline. 

Scale bars, 1000µm. b) Quantification of average CD31 intensity normalized by area. Data presented ± s.e.m. control (n=3), 

DNMAMLLEC (n=6) 
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Fig. S1. Quantification of ectopic Dll4 and Jag1 transcript levels in HeLa cells.
Dll4 and Jag1 qRT-PCR of HeLa cell lines used in co-culture (Fig. 3c). Data
presented as relative transcript levels ± s.e.m.
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Fig. S2 Validation of the Notch4 nullizygous mice. P4 dorsal dermal tissue
cross-sections from Notch4-/- and wild-type littermates were stained for
VEGFR3 and either NOTCH4 or NOTCH1. a) NOTCH4 expression was
absent in the lymphatic endothelium (white arrowheads) and epithelial cells of
the hair follicle (yellow arrowheads) and dermis in Notch4-/- tissues. b)
NOTCH1 expression was unchanged in the VEGFR3+ lymphatics (white
arrowheads). Scale bar, 50µm.
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Fig. S3 Lymphatic branching was unchanged in E14.5 Notch4-/- dermis.
Quantification of the average number of branch-points normalized to unit of 
vessel length. Data presented ± sem. wt (n=7), N4+/- (n=13), N4-/- (n=7).
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Fig. S4 Dermal blood vasculature was unaffected in Notch4-/- mice. a) CD31 staining of E14.5
dorsal dermal whole-mounts from N4-/- and control N4+/- littermates. b) Quantification of
average CD31 intensity normalized by area. Data presented ± s.e.m. N4+/- (n=3), N4-/- (n=4). c)
Quantification of the average number of branch-points per field of view. Data presented ± sem.
N4+/- (n=3), N4-/- (n=5).



DN
M
AM
LL
EC

Co
nt

ro
l

%
 C

D
31

 d
en

si
ty

D
N
M
A
M
LL
EC

C
on

tro
l

CD31A B

Muley/KimUh et al., Fig. S5

Fig. S5 Dermal blood vasculature was unaffected in in mice with LEC loss of
canonical Notch signaling. Prox1CreERT2 and DNMAMLfl/flmice were crossed
and tamoxifen administered at E12.5 and dorsal dermis analyzed at E14.5. a)
CD31 staining of Prox1CreERT2;DNMAMLfl/+ (DNMAMLLEC) mutant and
DNMAMLfl/+ (control) dermis. White dashed line denotes the midline. Scale
bars, 1000µm. b) Quantification of average CD31 intensity normalized by
area. Data presented ± s.e.m. control (n=3), DNMAMLLEC (n=6).
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