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Supplementary Figure 1. �D��+,)��Į�H[SUHVVLRQ�DQDO\VLV��OHIW��DQG�+,)��Į�SURWHLQ�OHYHO�DQDO\VLV��ULJKW��LQ�
LVRODWHG��VSOHQLF��1.�FHOOV�IURP�:7��Q ���DQG�+,)��Į�.2��Q ���PLFH�DIWHU��K�RI�LQFXEDWLRQ�LQ�QRUPR[LD������
RI�2���DQG�K\SR[LD�����RI�2�����E��7KH�QXPEHU�DQG�WKH�IUHTXHQF\�RI�1.�FHOOV�LQ�O\PSKRF\WHV�IURP�:7��Q ����
DQG�+,)��Į�.2��Q ����PLFH�LQ�GLIIHUHQW�WLVVXHV��ERQH�PDUURZ��VSOHHQ��OLYHU����F��7KH�H[SUHVVLRQ�DQDO\VLV�RI�
&'����&'��E��&'���DQG�./5*��RQ�JDWHG�1.�FHOOV�IURP�:7��Q ����DQG�+,)��Į�.2��Q ����PLFH�LQ�GLIIHUHQW�
WLVVXHV��ERQH�PDUURZ��VSOHHQ��OLYHU����G��7KH�H[SUHVVLRQ�DQDO\VLV�RI�WKH�1.�FHOO�DFWLYDWLQJ�DQG�LQKLELWRU\�UHFHSWRUV�
/\��'��/\��+��/\��&�,�DQG�1.*�$%��RQ�JDWHG�1.�FHOOV�IURP�:7��Q ����DQG�+,)��Į�.2��Q ����PLFH�LQ�
GLIIHUHQW�WLVVXHV��ERQH�PDUURZ��VSOHHQ����H��7KH�H[SUHVVLRQ�DQDO\VLV�RI�&'��D�DQG�&'��E�RQ�JDWHG�1.�FHOOV�IURP�
OLYHU�IURP�:7��Q ����DQG�+,)��Į�.2��Q ����PLFH���I��6SOHQRF\WHV�IURP�:7��Q ���DQG�+,)��Į�.2��Q ���PLFH�
ZHUH�VWLPXODWHG�ZLWK�OLJDQG�PHGLDWHG�DFWLYDWLRQ�RI�WKH�1.����UHFHSWRU������J�PO�����DFWLYDWLQJ�F\WRNLQHV�
,/����������QJ�PO����RU�XQVSHFLILF�DFWLYDWLRQ�E\�30$�����QJ�PO�����,RQRP\FLQ����J�PO����XQGHU�QRUPR[LD�
�12;�±�����RI�2���DQG�K\SR[LD��+2;�±����RI�2���IRU���KRXUV�LQ�YLWUR��1.�FHOO�GHJUDQXODWLRQ��&'���$���DQG�
,)1�Ȗ�H[SUHVVLRQ�ZHUH�DQDO\VHG�E\�IORZ�F\WRPHWU\���J��7KH�H[SUHVVLRQ�DQDO\VLV�RI�1.�FHOO�DFWLYDWLQJ�DQG�LQKLEL-
WRU\�UHFHSWRUV�1.*�'��1.*�$�DQG�/\����&�,�LQ�:7��Q ���DQG�+,)��Į�.2��Q ���PLFH���K��7KH�1.�FHOO�YLDEL-
OLW\�LQ�:7��Q ���DQG�+,)��Į�.2��Q ���PLFH���L��7KH�//&�WXPRXU�LQILOWUDWLQJ�O\PSKRF\WHV�DQDO\VLV�IURP�:7�
�Q ���DQG�+,)��Į�.2��Q ���PLFH�VKRZLQJ�SHUFHQWDJHV�RI�&'����&'���SRVLWLYH�FHOOV�DPRQJ�&'���FHOOV�DW�
HQGSRLQW��%DUV�UHSUHVHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P��6WDWLVWLFDO�VLJQLILFDQFH�ZDV�GHWHUPLQHG�E\�DQ�
XQSDLUHG�6WXGHQW¶V�W�WHVW�RU�RQH�ZD\�DQDO\VLV�RI�YDULDQFH��ZKHUH�DSSURSULDWH���6WDWLVWLFDO�VLJQLILFDQFH�LV�LQGLFDWHG�
DV�3�������3������DQG�3�������
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Supplementary Figure 2. �D��7RS���&\WRWR[LF�DVVD\�RI�SXULILHG�1.�FHOOV�IURP�:7��Q ���DQG�+,)��Į�.2�PLFH�
�Q ���ZLWK�WDUJHW�FHOOV��0&����//&�DQG�9DEO�O\PSKRPD�FHOOV��5DWLRV�(�7������DQG���������XQGHU�QRUPR[LD��12;�
±�����RI�2���DQG�K\SR[LD��+2;�±����RI�2���IRU��K��0LGGOH�DQG�ERWWRP��6SOHQRF\WHV�IURP�:7�DQG�+,)��Į�.2�
mice were stimulated with target cells (MC38, LLC and V-abl lymphoma cells, Ratio E/T 1:1), in absence or 
SUHVHQFH�RI�UK,/���DQG�UP,/���XQGHU�QRUPR[LD��12;�±�����RI�2���DQG�K\SR[LD��+2;�±����RI�2����1.�FHOO�
GHJUDQXODWLRQ��&'���$���DQG�,1)�Ȗ�H[SUHVVLRQ�ZHUH�DQDO\VHG�E\�IORZ�F\WRPHWU\��Q ��IRU�HDFK�JURXS����E��
7XPRXU�YROXPH�DQDO\VLV�RI�//&�LVRJUDIWV�LQMHFWHG�VXEFXWDQHRXVO\�LQ�:7�DQG�+,)��Į�.2�PLFH�ZLWK�UHSUHVHQWD-
WLYH�LPDJHV�DW�HQGSRLQW��GD\�����Q �����6FDOH�EDUV�LQ�PDFURVFRSLF�ILJXUHV�LQGLFDWH���PP���F��)ORZ�F\WRPHWU\�
DQDO\VLV�IRU�1.�����1.S����IRU�1.�FHOOV���&'���D��IRU�1.�FHOO�DFWLYDWLRQ�VWDWH��&'���&'���&'���IRU�7�FHOOV��
&'��F��0+&,,��IRU�'HQGULWLF�FHOOV���)������IRU�0DFURSKDJHV��RQ�//&�LVRJUDIWV�IURP�:7�DQG�+,)��Į�.2�PLFH�
DW�HQGSRLQW��GD\�����Q �����G��4XDQWLWDWLYH�DQDO\VLV�RI�1.�FHOO�ORFDOL]DWLRQ�UHODWLYH�WR�K\SR[LF�DQG�QRQ�K\SR[LF�
DUHDV�ZLWKLQ�WKH�WXPRXU�E\�1.S���VWDLQLQJ�DQG�WKH�K\SR[LD�LQGXFLEOH�VXUURJDWH�PDUNHU�*OXW���Q �����H��4XDQWL-
WDWLYH�DQDO\VLV�RI�LQWUDWXPRXUDO�DPRXQWV�RI�DOEXPLQ�IRU�//&�WXPRXUV�IURP�:7�DQG�+,)��Į�.2�PLFH��Q �����I��
4XDQWLWDWLYH�DQDO\VLV�RI�&'���SRVLWLYH�HQGRWKHOLDO�FHOOV��Q ���DQG�SHULF\WH�FRYHUDJH�DV�DVVHVVHG�E\�
Į�60$�&'���FR�ORFDOL]DWLRQ��Q ���LQ�//&�WXPRXUV���J��4XDQWLWDWLYH�DQDO\VLV�RI�K\SR[LF�WXPRXU�DUHDV�E\�*OXW��
VWDLQLQJ�RQ�//&�LVRJUDIWV��Q �����K��4XDQWLWDWLYH�DQDO\VLV�RI�FDVSDVH���SRVLWLYH�DUHDV�RQ�//&�LVRJUDIWV��Q ����
6WDWLVWLFDO�VLJQLILFDQFH�ZDV�GHWHUPLQHG�E\�DQ�XQSDLUHG�6WXGHQW¶V�W�WHVW�RU�RQH�ZD\�DQDO\VLV�RI�YDULDQFH��ZKHUH�
DSSURSULDWH��%DUV�UHSUHVHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P��6WDWLVWLFDO�VLJQLILFDQFH�LV�LQGLFDWHG�DV�
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Supplementary Figure 3. (a) Gene expression analysis for angiogenic and angiostatic factors (sVEGFR1, VEGF, 
3'*)��3,*)��)*)����$1*����$1*����,1)�Ȗ��LQ�//&�WXPRXUV�LQMHFWHG�VXEFXWDQHRXVO\�LQ�:7�DQG�+,)��Į�.2�
PLFH�DW�HQGSRLQW��GD\�����Q ������E��'HWHUPLQDWLRQ�RI�OHYHOV�RI�V9(*)5��DQG�9(*)�SURWHLQ�LQ�//&�WXPRXUV�
LQMHFWHG�VXEFXWDQHRXVO\�LQ�:7�DQG�+,)��Į�.2�PLFH�E\�(/,6$�DW�HQGSRLQW��GD\�����Q �����F��5DWLR�RI�S�7\U�DQG�
9(*)5��VLJQDO�LQWHQVLWLHV�DV�D�PHDVXUH�RI�UHFHSWRU�DFWLYDWLRQ�DW�HQGSRLQW��GD\�����Q �����G��)ORZ�F\WRPHWU\�
DQDO\VLV�RI�PHPEUDQH�DQFKRUHG�9(*)5��DQG�WRWDO�9(*)5��IRU�1.�FHOOV��1.�����1.S�����DQG�HQGRWKHOLDO�
FHOOV��&'����&'�����RQ�0&���WXPRXUV�IURP�:7�DQG�+,)��Į�.2�PLFH�DW�HQGSRLQW��GD\�����Q �����%DUV�UHSUH-
VHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P���6WDWLVWLFDO�VLJQLILFDQFH�ZDV�GHWHUPLQHG�E\�DQ�XQSDLUHG�6WXGHQW¶V�
W�WHVW�RU�RQH�ZD\�DQDO\VLV�RI�YDULDQFH��ZKHUH�DSSURSULDWH��6WDWLVWLFDO�VLJQLILFDQFH�LV�LQGLFDWHG�DV�3�������
3������DQG�3�������
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Supplementary Figure 4. (a) Determination of levels of sVEGFR1 and VEGF protein in MC38 isografts 
implanted in WT�DQG�+,)��Į�.2�PLFH�DIWHU�LQWUDWXPRXUDO�LQMHFWLRQ�ZLWK�UHFRPELQDQW�V9(*)5��SURWHLQ�RU�
V9(*)5��YHFWRU�DW�GD\���������DQG����E\�(/,6A�DW�HQGSRLQW��GD\�����&RQWURO�PLFH�UHFHLYHG�LQWUDWXPRXUDO�
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1.S����IRU�1.�FHOOV���)������IRU�0DFURSKDJHV���&'1�F��0+&,,��IRU�'HQGULWLF�FHOOV��RQ�0&���LVRJUDIWV�IURP�
WT�DQG�+,)��Į�.2�PLFH�DIWHU�LQWUDWXPRUDO�LQMHFWLRQ�ZLWK�UHFRPELQDQW�V9(*)5��SURWHLQ�RU�V9(*)5��YHFWRU�
DV�SUHYLRXVO\�GHVFULEHG��DW�HQGSRLQW�GD\�������Q ���IRU�FWUO�JURXS���Q ��IRU�V9(*)5��SURWHLQ�LQMHFWLRQ�JURXS���
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Supplementary Figure 5. (a) Flow cytometry analysis of spleen and tumour samples for NK1.1, NKp46 (for NK 

cells) on PK136 depleted-MC38 isografts implanted in WT�DQG�+,)��Į�.2�PLFH�ZLWK�UHSUHVHQWDWLYH�GRW�SORWV��E��
Flow cytometry analysis for CD3, CD4, CD8 (for T cells), CD11c, MHCII (for Dendritic cells), F4/80 (for Macro-

SKDJHV��RQ�0&���LVRJUDIWV�LPSODQWHG�LQ WT�DQG�+,)��Į�.2�PLFH�WUHDWHG�DV�SUHYLRXVO\�GHVFULEHG����Q ��IRU WT group 

��Q ��IRU�+,)��Į�.2�JURXS���Q ��IRU�3.����GHSOHWHG WT�JURXS���Q ��IRU�3.����GHSOHWHG��+,)��Į�.2�JURXS���
Student’s t-test was performed to calculate P�YDOXH��%DUV�UHSUHVHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P��6WDWLVWLFDO�
VLJQLILFDQFH�LV�LQGLFDWHG�DV�3�������3������DQG�3�������
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Supplementary Figure 6. (a) Representative lung H&E sections of metastases from LLC tumour–bearing wild-type 

�:7��DQG�+,)��Į�.2�PLFH��$UURZV�SRLQW�WR�PHWDVWDWLF�IRFL���E��)ORZ�F\WRPHWU\�DQDO\VLV�IRU�&'���&'���&'���IRU�7�
FHOOV���)������IRU�0DFURSKDJHV���&'��F��0+&,,��IRU�'HQGULWLF�FHOOV���1.�����1.S����IRU�1.�FHOOV���&'���D��IRU�1.�
FHOO�DFWLYDWLRQ�VWDWH��RQ�%��)���PHODQRPD�LVRJUDIWV�IURP�:7�DQG�+,)��Į�.2�PLFH�DW�HQGSRLQW��GD\�����Q ���IRU�:7�
JURXS���Q ��IRU�+,)��Į�.2�JURXS���%DUV�UHSUHVHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P���VWDWLVWLFDO�VLJQLILFDQFH�
ZDV�GHWHUPLQHG�E\�DQ�XQSDLUHG�6WXGHQW
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Supplementary Figure 7. (a) Determination of levels of VEGF and sVEGFR1 protein in VEGF WT and VEGF 
null fibrosarcoma isografts implanted in WT�DQG�+,)��Į�.2�PLFH�E\�(/,6A�DW�HQGSRLQW��GD\�����Q �����E��5DWLR�RI�
p-T\U�DQG 9(*)5��VLJQDO�LQWHQVLWLHV�DV�D�PHDVXUH�RI�UHFHSWRU�DFWLYDWLRQ�DW�HQGSRLQW��GD\�����Q ����6WXGHQW’s t-test 
was performed to calculate P�YDOXH��%DUV�UHSUHVHQW�PHDQ�YDOXHV��HUURU�EDUV�LQGLFDWH�WKH�V�H�P��6WDWLVWLFDO�VLJQLIL-
FDQFH�LV�LQGLFDWHG�DV�3�������3������DQG�3�������
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Supplementary Figure 8. (a) Graphical summary and proposed mechanism: NK cells are an important source of 
V9(*)5���WKHUHE\�QHJDWLYHO\�UHJXODWLQJ�9(*)�ELRDYDLODELOLW\�DQG�SDWKRORJLFDO�DQJLRJHQHVLV�LQ�D�+,)��Į�GH-
pendent manner (green arrows – increase ; red arrows – decrease).
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Supplementary Figure 9. Gating strategy: The single cell leukocyte population was selected by FSC-H versus 

FSC-A and SSC-H versus SSC-A. The leukocyte population was further analysed for their uptake of the Live/-

Dead Aqua stain to determine live versus dead cells and for the expression of CD45. (a) Then CD45+ cells were 

classified as dendritic cells by co-expression of CD11c and MHCII, T cells by CD3 expression, T helper cells by 

CD4 expression and T cytotoxic cells by CD8 expression, macrophage population by F4/80 expression. Endothe-

lial cells were classified as CD45- and CD31 positive cells and they were analysed for membrane-bound 

VEGFR1 and total VEGFR1.  (b) Then CD45+ cells were classified as NK cells by co-expression of NKp46 and 

NK1.1 and they were analysed for membrane-bound VEGFR1, total VEGFR1, granzyme B, CD107a and interfe-

URQ�Ȗ�



Supplementary Figure 10. Scans of Western blots shown in Figures 2c (a), 3b (b) and Supplemental Figure 1a 
(c). Molecular weight markers are indicated. Red boxes highlight the lanes that are displayed in the corresponding 
Figures. 
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