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Supplemental Figures

Figure S1: Treatment of confluent T84 monolayers with ¢1 for 3 hours led to significant
reduction in TER when compared to cells treated with 61 _G381A mutant. Either WT o1 or

ol G381A (20 pg/ml) was added to apical and basolateral compartments. TER was evaluated at
1 and 3 hours (A, representative experiment with three independent samples. Bars represent
mean +/- SD). SK-CO15 cells stably expressing non-silencing shRNA (NS) or shRNA targeting
JAM-A (shJAM-A) were verified by immunoblot. SK-CO15 cells stably downregulated for
JAM-A (shJAM-A) do not develop trans-epithelial resistance (TER) after four days of plating
when compared to SK-CO15 cells stably expressing non-silencing shRNA (NS) (B,
representative experiment with three independent samples. Bars represent mean +/- SD).

Figure S2: JAM-A (JA) co-immunoprecipitates with ZO-2 but not ZO-1 in intestinal epithelial
cells. JAM-A immunoprecipitates from cell lysates prepared with a Triton X-100, Sodium
deoxycholate and SDS based buffer (RIPA) revealed a 160 kDa ZO-2 immunoreactive band
suggesting co-association between JAM-A and ZO-2, but did not reveal a 220 kDa ZO-1
immunoreactive band. Under the same conditions, ZO-2 immunoprecipitates revealed a 220 kDa
Z0-1 immunoreactive band suggesting co-association between Z0O-2 and ZO-1.

Figure S3: Sample qRT-PCR results verifying knockdown of targets in SK-CO15 cells used for
in vitro permeability studies.

Figure S4: Additional PCR demonstrating lack of signal with alternate Rap2a primer pair. A
common cDNA template and PCR master mix was prepared and then divided into four tubes
containing specific primer pairs (A). Table outlining si/shRNA targets used in this study (B).
Table outlining PCR primers used for PCR and qRT-PCR. Beta-actin was used as a
housekeeping gene (C).
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Fig1ure S3

Fold Change
o
o

o

Scr PG1PG2 AF

Fold Change

o
wn

N

o

Ctrl

mRNA

R1a R1b



£-19VO09O1VOIVIOLVYOILOV-S L£VOVOLLIDIVOLYOVOOOVOL-S uloy-ejed
£-DOVVYOLLOVOOIVILOLDDD-S £-99010VLO09D1D10019L1DS Y-IAVE
£-90199VOLVIVODIOLIVYOOVO-S £-9910VOOVIOOLVYIOLYOVODID-S ulpely
L£1LVOLVIOVOL1D1VOIDDODOVIIIV-S £710109VO9OL10191VOD10VOLIOL-S |2439-Zdd
L 1OVOODLLOLIDLLIVOODDD1LOV-S £99D1VVOO0DDLIODVIOLODLIVYY-S |L439-Zdd
£-0910119OVOLODDOVVIIVLLLIOOVIV-S | £-VOLOVVYVVLYOVOOVOOOVIVYOOODL-G| Ozdey
,£-0DVODIIDOVIOOIVILYOOVO-S L VODLOVOOVOLDODD1D00996 dedey
£ VODL090110091010999V-S £ VOVOLVLODIOVVYOLOODIDL-S vedey
L OVIOVODLOVIODLOLIOVYD-S L OVVLOLIVOOLDL191091VD-S vedey
£ -O1VOLIVOVOLOOVOOVVYLL-S L 0LVVVYVOLOOVVOVYOOVYODOD-S didey
L£-0LLIVOIVOVOVYOOVOOVOVLD-S £-11VVOVOOODOVIOVOVYVIOD-S videy
1awld aslanay Jawd plemiod 19b1e]
£1110199109VOVOOVOVVYIV-S Y-INVrys 0
£ 1L1OVVOLOLDODIVVIVYOVYOL-S V-INVrys
£-OVIVOOLVOOLIVOLOIVVYDD-S SNys
(vsn ‘usbeip) Aejaudoid a|quields
£-11¥VO09NNONNOJVYONDODDD-S V-NVE
£ 1 1IVYVONNVYVYOVOOVYONOVYO-S V-IAVE
£ VNYOVOVYIDIDDOVVYNND-S Julpely
£ VYNONNOVNONOOVYVYVYOVON-S ulpejy
VYVVOVVYVIOVOOOVVOVVYOOVD .2439-7dd
LYVONIVYVYNONNYYONYOOND-S ¢439-7ad
L£-YVNOVYONYONYONYOVNODIDD-S 1 439-7ad .
£-L1VVYVNOOIOIONDVVYVOVYOOD-S 1439-7ad < & = &
£-1 1VYVVYOVOVYOYNNYNOINNON-S .Ocdey AMn = 2 o
L£-L1LVNNOOOVYVYOVNVNYVYNODO-S Ozdey S Xy @
£-L1VYVYONYNYONNNOYYNNOVOD-S dzdey
£-L1IVYVYNVYNYYNOYNNONOONODD-S dedey l
£-L1IVYVNNYOVYNNONONYVYNYNO-S gidey
L L1IVVYONONYOONONIVNOVOD-S gidey <
£-OVOVYVIOONNOVNOVOIOD-S ,<mem
L£-LIVNVOVYONYVYNNONYVYONYOD-S videy
saouanbas yNyuUs/is 1961 m .Vw OLDO_H_






