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Supplementary Figure 1. EC-specific knockout of Ilk and increased junctional complexity in Ilk mutant 
retinal vessels
�$� Confocal image of ILK (green) and CD31 (red) stained sections of P6 retina. ILK expression in CD31
+ECs (white arrows) but not in vessel-associated cells is lost in IlkiECKO mutants. 6FDOH EDU� �� ȝP�
�%� Overview images of VE-cadherin (red) and isolectin B4 (green) stained P6 control and IlkiECKO retinas. 
Note dilation of vessels at the mutant angiogenic growth front and increased junctional complexity. 6FDOH 
EDU� ��� ȝP�
�&� Confocal images of Claudin 5 (red) and isolectin B4 (green) stained P14 control and IlkiECKO retinas. 
Mutant capillaries are enlarged and tight junction complexity is increased. 6FDOH EDU� �� ȝP�
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Supplementary Figure 2. Alterations in the Ilk mutant retinal vasculature. 

�$� Isolectin B4 (green) and collagen type IV (blue) stained retinal vessels at high magnification show 
vertical branches (arrowheads) in control samples, which are absent and replaced by blind-ended EC 
clusters (arrows) in IlkiECKO mutants. 6FDOH EDU� �� ȝP�
�%� F4/80-stained macrophages (green) are increased in P14 IlkiECKO mutants relative to littermate control 
retinas. 6FDOH EDU� ��� ȝP�
�&� LEF1 (green) immunosignals label venous (V) and capillary ECs but not arteries (A) in the P14 con-

trol retina. IlkiECKO mutants show reduced venous LEF1 expression, whereas ectopic signal is seen in 
arteries. 6FDOH EDU� ��� ȝP�
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Supplementary Figure 3. Haemorrhaging in the Ilk mutant central nervous system.
(A) and (B) Haemorrhaging in the P14 IlkiECKO retina (A), cerebral cortex, cerebellum and brain stem of
freshly isolated brains (B) but not in control samples.
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Supplementary Figure 4. Retinal vasculature of Ilk heterozygous knockouts.
�$� Isolectin B4-stained whole-mounts of global P6 Ilk+/- and control retinas. 6FDOH EDU� ��� ȝP�
�%� Quantification of body weight, vessel density and vascular outgrowth (distance between the central
optic nerve and the peripheral edge of retinas). Error bars, s.e.m. p-values (ns: not significant). Student's
t-test (n= 7 control and Ilk+/- mice for body weight, 8 retinas for each group).
�&� Confocal images of deeper vascular plexus and Z-X/Y projections of isolectin B4 stained control and
Ilk+/-P14 retinas. 6FDOH EDU� ��� ȝP�
�'� Quantification of branch points and vessel density in the deeper vascular plexus and vertical branch-
es per field. Error bars, s.e.m. p-values (***: p<0.001, **: p<0.01), Student's t-test (n=6 retinas).
6RXUFH GDWD DUH SURYLGHG DV D 6RXUFH 'DWD ILOH�
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Supplementary Figure 5. IPP complex formation with ILK variants.
�$� 4XDQWLWDWLRQ RI :HVWHUQ EORW GDWD �OHYHOV RI S�$NW DQG ȕ�FDWHQLQ� LQ )LJ� �$ E\ GHQVLWRPHWU\� (UURU 
EDUV� V�H�P� S�YDOXHV �� S������� � S������� 6WXGHQW
V W�WHVW �Q � IRU HDFK VDPSOH��
�%� ,3 DQG :HVWHUQ EORW DQDO\VLV RI 3,1&+ DQG Į�SDUYLQ ELQGLQJ WR VL51$�UHVLVWDQW� )/$*�WDJJHG :7 RU 
PXWDQW ,/. �ZKLWH DUURZKHDG� DIWHU VL51$�PHGLDWHG NQRFNGRZQ RI HQGRJHQRXV ,/. H[SUHVVLRQ �EODFN 
DUURZKHDG�� ,QSXW FRQWUROV �ERWWRP � ODQHV� VKRZ GHFUHDVHG OHYHOV RI 3,1&+ DQG Į�SDUYLQ LQ WKH 
DEVHQFH RI HQGRJHQRXV ,/.� 3,1&+ DQG Į�SDUYLQ OHYHOV DUH UHVWRUHG E\ UH�H[SUHVVLRQ RI )/$*�WDJJHG 
:7 ,/. EXW QRW E\ /��0 RU 5���4 ,/.� 7KH 5��� ,/. YDULDQW VKRZV EHWWHU FR�LPPXQRSUHFLSLWDWLRQ RI 
3,1&+ DQG Į�SDUYLQ WKDQ WKH WZR RWKHU PXWDQWV� *UDSKV RQ WKH ULJKW VKRZ GHQVLWRPHWULF TXDQWLWDWLRQ RI 
3,1&+ DQG Į�SDUYLQ EDQGV LQ WRWDO O\VDWHV �LQSXW� DQG DIWHU ,3 RI WDJJHG ,/.� (UURU EDUV� V�H�P� S�YDOXHV 
�� S������� � S������� 6WXGHQW
V W�WHVW �Q � IRU HDFK VDPSOH��
�&� T3&5 DQDO\VLV RI :QW�ȕ�FDWHQLQ WDUJHW JHQH H[SUHVVLRQ DIWHU VWLPXODWLRQ ZLWK UHFRPELQDQW K1RUULQ LQ 
ILK VL51$�WUHDWHG DQG FRQWURO +509(&V� (UURU EDUV� V�H�P� S�YDOXHV �� S������� � S������ � 
S������� 6WXGHQW
V W�WHVW �Q ���
�'� &RORQ\ IRUPDWLRQ DVVD\ ZLWK RYHUH[SUHVVHG :7 RU PXWDQW ,/. WR HYDOXDWH WKHLU WUDQVIRUPLQJ DFWLYLW\ 
DQG TXDQWLILFDWLRQ RI IRFL QXPEHU� 1RQH RI PXWDQWV VKRZV FRPSDUDEOH FRORQ\ IRUPDWLRQ LQ WUDQVIHFWHG 
1,+�7� FHOOV DV ,/. :7 �Q ���
6RXUFH GDWD DUH SURYLGHG DV D 6RXUFH 'DWD ILOH�
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Supplementary Figure 6. Uncropped :estern blots related to Figure 7
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Supplementary Figure 7� 8QFURSSHG :HVWHUQ EORWV UHODWHG WR 6XSSOHPHQWDU\ )LJXUH �



Supplementary Figure 8. Additional uncropped Western blots for quantification 
shown in Supplementary Figure 5A and 5B

Supplementary Figure 5A
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