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Supplementary Figure 1: Determination of active concentration of gingipains 
Gingipains (10 nM final protein concentration) were titrated with different concentrations of their respective inhibitors in transparent 96-well plates. Absorbance of chromogenic substrates was measured at  405 nm. Active concentration was determined using linear regression analysis. A) Active concentration determination for HRgpA. B) Active concentration determination for RgpB. C) Active concentration determination for Kgp. 
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Supplementary Figure 2: Viability of TIGKs after treatment with P. gingivalis. 
Intact keratinocytes were treated for 45 min with four different strains of P. gingivalis in order to test their viability. Standard Annexin V-FITC and propidium iodide staining and flow cytometry was applied to show that the cells used in the experiments were viable. 
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Supplementary Figure 3: Viability of TIGK cells after 45-minute treatment with 4 nM gingipains.
Intact TIGKs were treated with TNC buffer as a control or with gingipains for 45 minute with (A) and (E) TNC buffer, (B) and (F) 4 nM RgpB, (C) and (G) 4 nM HRgpA and (D) and (H) 4 nM Kgp. Viability of the cells was determines using using ReadyProbes Cell Viability Imaging Kit, Thermofisher Scientific. Live cells are stained in blue, while those with compromised plasma membrane integrity in green for photos A – D, while brightfield was applied for photos E – H.
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Supplementary Figure 4: The effect of 100 nM concentration of Kgp on TIGKs after 30-minute treatment. 
Intact TIGKs were treated with TNC buffer as a control or with Kgp in different concentrations to compare the effect of bacterial proteases on TIGKs. The pictures were taken using light microscopy. 
A) Cell morphology at the beginning of the treatment (t = 0 min); B) after 30 minutes of treatment with TNC buffer only; C) after 30 minutes of 4 nM Kgp treatment; and D) after 30 minutes of 100 nM Kgp treatment.
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Supplementary Figure 5: Mass spectrometric identification of TIGK-cell proteins in conditioned media with gingipains at 75 nM concentration. 
(A) Distribution of SCR and cell localization of proteins in the samples identified with mass spectrometry. Intact TIGK cells were treated with purified gingipains RgpB, RgpA and Kgp at 75 nM concentration. The pie charts for the RgpB, RgpA and Kgp treatment represent the ratios between the proteins with decreased abundance (SCR ≤ 0.33), unchanged abundance (0.33 < SCR < 3) and increased abundance (SCR ≥ 3) after gingipain treatment. Proteins with SCR ≥ 3 were further divided into 4 categories, depending on their cellular localization (membrane, cytoplasm, nucleus and other locations). The higher percentages of proteins in the group with SCR ≤ 0.33 is likely to be the consequence of more extensive degradation by gingipains. (B) List of potential gingipain targets with indication in which sheddome (RgpB, HRgpA and Kgp) proteins were detected. Only proteins localized on the cell membrane, identified with minimum 2 peptides and with minimum three-fold increase in SCR were considered.
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Figure 1A, original gel
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Figure 1B, original gel
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Figure 5A, original blot
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Figure 5B, original blot
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Figure 5C, original blot
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Supplemental Figure 6
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Cytoplasm 62 Cytoplasm 5 Cytoplasm 21
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(B) Protein name Gene name RgpB | HRgpA | Kgp
Angio-associated migratory cell protein AAMP X
Disintegrin and metalloproteinase domain-containing protein 10 ADAM10 X
CD166 antigen ALCAM X X X
Alkaline phosphatase, placental type ALPP X
Annexin A1 ANXA1 X
Annexin A2 ANXA2 X
AP-2 complex subunit alpha-2 AP2A2 X
AP-2 complex subunit mu AP2M1 X
AP-2 complex subunit sigma AP2S1 X
AP-3 complex subunit delta-1 AP3D1 X
Sodium/potassium-transporting ATPase subunit alpha-1 ATP1A1 X X
Sodium/potassium-transporting ATPase subunit beta-3 ATP1B3 X
\V-type proton ATPase subunit B, brain isoform ATP6V1B2 X
Tyrosine-protein kinase receptor UFO AXL X
Basal cell adhesion molecule BCAM X
Basigin BSG X
Complement C3 C3 X
Carbonic anhydrase 2 CA2 X
Calcium/calmodulin-dependent protein kinase type Il subunit gamma CAMK2G X
Adenylyl cyclase-associated protein 1 CAP1 X
Calpain-2 catalytic subunit CAPN2 X
CD109 antigen CD109 X
CD276 antigen CD276 X
CD44 antigen CD44 X X
CD59 glycoprotein CD59 X
CD81 antigen CD81 X
CD82 antigen CD82 X X X
CD9 antigen CD9 X X
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Protein name Gene name RgpB | HRgpA | Kgp

Cell division control protein 42 homolog CDC42 X

Cadherin-3 CDH3 X
Clathrin heavy chain 2 CLTCL1 X

Contactin-1 CNTN1 X

Collagen alpha-1(XVII) chain COL17A1 X X
Collagen alpha-1(XVIIl) chain COL18A1 X X
Collagen alpha-1(VIl) chain COL7A1 X
Carboxypeptidase M CPM X X

Copine-3 CPNE3 X
Protein CutA CUTA X
Dystroglycan;Alpha-dystroglycan;Beta-dystroglycan DAG1 X X

Discoidin, CUB and LCCL domain-containing protein 2 DCBLD2 X

Epithelial discoidin domain-containing receptor 1 DDR1 X X
Dihydropyrimidinase-related protein 2 DPYSL2 X

Desmoglein-1 DSG1 X
Desmoglein-2 DSG2 X X X
Desmoglein-3 DSG3 X

Ephrin-A5 EFNA5 X

Ephrin-B1 EFNB1 X

Epidermal growth factor receptor EGFR X X
Ectonucleotide pyrophosphatase/phosphodiesterase family member 1 ENPP1 X

Receptor tyrosine-protein kinase erbB-2 ERBB2 X
Fibulin-2 FBLN?2 X

Leucine-rich repeat transmembrane protein FLRT3 FLRT3 X X X
Ferritin heavy chain;Ferritin heavy chain, N-terminally processed FTH1 X

Ferritin light chain FTL X

Gephyrin GPHN X
HLA class | histocompatibility antigen, A-3 alpha chain HLA-A X

HLA class | histocompatibility antigen, A-69 alpha chain HLA-A X

Baserngnt membrape-spemﬁc heparan sulfate proteoglycan core HSPG2 X

rotein; Endorepellin

Serine protease HTRA1 HTRA1 X

Insulin-degrading enzyme IDE X

Insulin-like growth factor 1 receptor IGF1R X

Insulin-like growth factor-binding protein 7 IGFBP7 X
Immunoglobulin superfamily member 1 IGSF1 X

Integrin alpha-3:Integrin alpha-3 heavy chain ITGA3 X

Integrin alpha-6:Integrin alpha-6 heavy chain ITGA6 X X
Integrin beta-1 ITGB1 X

Integrin beta-4 ITGB4 X

Junction plakoglobin JUP X

Laminin subunit alpha-5 LAMAS X

Laminin subunit beta-1 LAMB1 X

Laminin subunit gamma-1 LAMC1 X
Lysosome-associated membrane glycoprotein 2 LAMP2 X X
Lipocalin-1;Putative lipocalin 1-like protein 1 LCN1;LCN1P1 X
Prolow-density lipoprotein receptor-related protein 1 LRP1 X

Lymphocyte antigen 75 LY75 X X X
Cell surface glycoprotein MUC18 MCAM X

Hepatocyte growth factor receptor MET X
Lactadherin;Lactadherin short form:Medin MFGES8 X X X
Malectin MLEC X
[Matrix metalloproteinase-14 MMP14 X X

DBH-like monooxygenase protein 1 MOXD1 X
C-type mannose receptor 2 MRC2 X

Nidogen-1 NID1 X

[Nephronectin NPNT X

Neuroplastin NPTN X

[Neuronal cell adhesion molecule NRCAM X

Phospholipid scramblase 1 PLSCR1 X
Plexin-A1 PLXNA1 X X

Plexin-B2 PLXNB2 X X
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Protein name Gene name RgpB | HRgpA | Kgp

cCAMP-dependent protein kinase catalytic subunit alpha PRKACA X

Endothelial protein C receptor PROCR X
Protein PRRC2C PRRC2C X

Prostasin:Prostasin light chain PRSS8 X X

Inactive tyrosine-protein kinase 7 PTK7 X X
Receptor-type tyrosine-protein phosphatase F PTPRF X X
Receptor-type tyrosine-protein phosphatase kappa PTPRK X

Receptor-type tyrosine-protein phosphatase S PTPRS X

Nectin-1 PVRL1 X X
Ras-related protein Rab-5B; RAB5B X

[Transforming protein RhoA RHOA X

Reticulon-4 receptor RTN4R X
Reticulon-4 receptor-like 1 RTN4RL1 X
Protein transport protein Sec31A SEC31A X

Secreted frizzled-related protein 1 SFRP1 X

4F2 cell-surface antigen heavy chain SLC3A2 X X

Choline transporter-like protein 2 SLC44A2 X

SPARC SPARC X

Suppressor of tumorigenicity 14 protein ST14 X X X
Striatin-3 STRN3 X

Transferrin receptor protein 1 TFRC X X X
Transforming growth factor-beta-induced protein ig-h3 TGFBI X

[Tenascin TNC X

Tetraspanin-4 TSPAN4 X
Netrin receptor UNC5B UNC5B X

Regulator of nonsense transcripts 1 UPF1 X

Ubiquitin carboxyl-terminal hydrolase 14 USP14 X

Vasorin VASN X
Synaptic vesicle membrane protein VAT-1 homolog VAT1 X
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Viability of TIGK cells after treatment with P. gingivalis
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