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Supplementary Informartion

Genes |Species Forward primer Reverse primer

Vegfr1 | mouse | 5-ACCCTCTGTACCTGGTCAATTGATGCAAAG-3’ 5:_GCTAAAGCGCATGCTGCTCCAGACTGCCT,TG'S'
Genotyping 5-TGCAAACTCCCACTTGCTGGCATCATAG-3

Vegfr1 | mouse | 5-CCTCACTGCCACTCTCATTGTA-3' 5-ACAGTTTCAGGTCCTCTCCTT-3

Vegfr2 | mouse | 5-CTCATGTCTGAACTCAAGATCC-3 5-CCAGAATCCTCTTCCATGCTCA-3"

GAPDH| mouse | 5-CCAGCAAGGACACTGAGCAA-3’ 5-GGGATGGAAATTGTGAGGGA-3’

PIGF | human | 5-GTTCAGCCCATCCTGTGTCT-3' 5-AACGTGCTGACAGAACGTCA-3"

Vegfrl | human | 5-ACCATACCTCCTGCGAAACC-3’ 5-CACAGAGCCCTTCTGGTTGG-3

Vegfr2 | human | 5-CGGTCAACAACAAAGTCGGGAGA-3’ 5-CAGTGCACCACAAAGACACG-3°

GAPDH| human | 5-CATTTCCTGGTATGACAACGA-3’ 5-GTCTACATGGCAACTGTGAG-3

Supplementary Table S1. Sequences of the human anwuse primers used for

genotyping and qPCR.
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Supplementary Figure 1

Supplementary Figure S1. PIGF protein and mRNA expession levels in human

and mouse cancer cell lines.

(A) Human PIGF protein expression levels in human cacek lines (n = 3
independent measurements).

(B) PIGF expression levels of mouse cancer cell litasly expressing PIGF.
Vector tumors were used as negative controls (n #ndependent
measurements).

© gPCR analysis oPlgf mMRNA expression levels (left panel) in scrambled
control shRNA andPlgf shRNA-transfected JE-3 cells (n = 3 independent
measurements). PIGF protein expression levelst(dghel) in scrambled
control shRNA andPlgf shRNA-transfected JE-3 cells (n = 3 independent
measurements). The data were represented as meamidants (+

SEM). ; **p<0.01, ***p<0.001.
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Supplementary Figure 2

pericyte

microvessel density,

growth,

Supplementary Figure S2. Tumor

and

hypoxiairhor cell proliferation

coverage, blood perfusion and leakiness,

apoptosis of DIl4-Notch inhibitor—treated PIGF tumors.

(A)

Tumor weight of vehicle (VT)-, DAPT- and DIHlockade-treated Hep3B

tumors (n = 6 mice/group). *p<0.05; **p<0.01



(B)

(C-J)

Representative images of CD3limor vessels, 70-kD and 2000-kD LRD,
pimonidazole, Ki67, and cleaved caspase 3 in VTPDAand anti-DIl4
antibody-treated Hep3B tumors. Arrowheads in Igiper row of panels
point to pericyte coverage in tumor vessels (yellowrrowheads in left
two low rows of panels point to extravasated 70<{kideen) or perfused
2000-kD LRD (yellow). Tumor vessels were stainedhwC€D31 (red).
Tumor hypoxia in different groups was detected witlnonidazole probe
(green in the right upper row of panels, Bar = 100). Proliferating
tumor cells were detected by Ki67 staining (red) apoptotic tumor cells
were detected by cleaved caspase 3 (red). Arrovghaathe right low
row of panels indicated apoptotic tumor cells. B&0 um.

Quantification of microvessel density andigge coverage, 70-kD LRD,
2000-kD LRD, pimonidazole Ki67", and cleaved caspasé Sgnals in
VT-, DAPT- and anti-DIll4 antibody-treated Hep3B tora (6 random
fields/group). Data were presented as mean detants (x SEM).
Proliferation-apoptosis index (PA Index) was caded using the
formula: (% Ki67 positive cell/total cells) / (% aptosis cells/total cell).

*p<0.05; **p<0.01; **p<0.001.
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Supplementary Figure 3 : °

Supplementary Figure S3. TUNEL staining in each huran and mouse tumor.

(A-J)

Representative images of TUNEL in VT-, DARARd anti-DIl4 antibody-
treated JE-3, BeWo, MDA-MB-231, Hep3B, vector- aRtGF-LLC,
vector- and PIGF-T241, control- an®lgf shRNA JE-3 tumors.
Quantification of tumor apoptotic cells (4-6 randdmalds/group) and
Data represented as mean determinants (x SEM)..8p&<0*p<0.01;

***p<0.001.
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Supplementary Figure 4

Supplementary Figure S4. DIll4-Notch inhibition—-alteed tumor growth and

microvasculatures in another mouse PIGFand PIGF" tumors.

(A and B) Tumor growth rates and weights in vehi®ld)-, DAPT- and anti-DIl4
antibody-treated vector- and PIGF-T241 tumors (6efgroup). *p<0.05;
**p<0.01; **p<0.001.

(C and D) Representative images of CD8Imor vessels in vehicle (VT)-, DAPT-
and anti-DIl4 antibody-treated vector- and PIGF-T2#imors. Red =
CD31' signals; green = NG2signals. Arrowheads point to pericyte

coverage in tumor vessels. Bar = p. Quantification of microvessel



density and pericyte coverage in vehicle (VT)-, OARand anti-Dll4
antibody-treated vector- and PIGF-T241 tumors (@&oen fields/group).
Data represented as mean determinants (£ SEM)..6ps<0*p<0.01;

***p<0.001; n.s. = not significant.
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Supplementary Figure S5. DIlI4-Notch inhibition—alteed microvascular functions,

tumor cell proliferation, and apoptosis in mouse REF~ and PIGF" tumors.

(A)

Representative images of 70-kD and 2000-kD LRIEnonidazole, Ki67,

and cleaved caspase 3 in VT, DAPT and anti-Dll4ibaxly-treated



vector- and PIGF-T241 tumors. Arrowheads in upper tows of panels
point to extravasated 70-kD (green) or perfuseddZID LRD (yellow).

Tumor vessels were stained with CD31 (red). Tunmyokia in different
groups was detected with pimonidazole probe (giaethe middle row
panel). Proliferating tumor cells were detectedKly7 staining (red) and
apoptotic tumor cells were detected by cleaved asesp3 (red).
Arrowheads in the low row of panels indicated aptipttumor cells. Bar
=50um.

(B-G) Quantification of 70-kD LRD, 2000-kD LRD, pimonidalg’, Ki67*, and
cleaved caspase” 3ignals in VT, DAPT and anti-DIl4 antibody-treated
vector- and PIGF-241 tumors (n = 6 per group). Degae presented as
mean determinants (x SEM). Proliferation-apoptasex (PA Index)
was calculated using the formula: (% Ki67 positogdl/total cells) / (%

apoptosis cells/total cell). *p<0.05; **p<0.01; *5%0.001.





