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Supplementary Method

Cell proliferation assay (related to Fig. S5)

	To determine cell proliferation upon knockdown of each talin and KANK, Click-iT assay was used according to the manufacturer’s instructions (Thermo Fisher Scientific, United States). Cells were seeded in a 6-well plate (3.5 × 105 cells/well) and upon 24 h transfected with either control siRNA or specific siRNA. After 24 h, cells were trypsinized and seeded back in the same well to mimic steps during MTT assay. Next day, two hours before harvesting, modified thymidine analog EdU (5-ethynyl-2’-deoxyuridine, final concentration 10 µM) was added. Cells were collected, fixed with 4% (w/v) paraformaldehyde, permeabilized with saponin, stained with Alexa-Fluor 488 azide (in the presence of CuSO4) and analyzed by flow cytometry. Flow cytometry was performed using BD FACSCalibur (BD Biosciences, United States). Data were analyzed using FCS Express (De Novo Software, United States). To determine the proliferation rate, the frequencies of the proliferative (EdU +) cells were compared.
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Fig. S1 KANK1 localization is not affected by talin1 or talin2 knockdown. (A, B) Talin2, but not talin1, knockdown slightly affects KANK1 appearance. Forty-eight hours after transfection with either control, talin1 or talin2-specific siRNA, MDA-MB-435S cells were methanol fixed and stained with anti-talin1 or anti-talin2 antibody followed by Alexa-Fluor 546-conjugated antibody (red) or Alexa-Fluor 488-conjugated antibody (green), respectively. KANK1 was further visualized by anti-KANK1 antibody followed by Alexa-Fluor 555-conjugated antibody or Alexa-Fluor 488-conjugated antibody (shown in magenta). Finally, vinculin was visualized using conjugated anti-vinculin Alexa Fluor 647 antibody (shown in grey) and IRM images were taken. Analysis was performed using TCS SP8 Leica. Scale bar = 10 µm. (C) KANK1 knockdown does not affect sensitivity to PTX. Sensitivity of cells transfected with either control or KANK1-specific siRNA to PTX was measured by MTT assay. Twenty-four hours upon transfection, cells were seeded in 96-well plates and 24 h later treated with different concentrations of PTX. Data were analyzed by two-way analysis of variance (ANOVA) with Šídák’s multiple comparisons test, with a single pooled variance; ns, not significant; *P < 0.05; **P < 0.01; ***P < 0.001; ****P<0.0001.
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Fig. S2 Cell area decreases upon knockdown of talin1, but not talin2. Quantification of data presented in Fig. 2. Histogram represents measurements of > 30 cells, plotted as mean ± SD (n = 2). Data were analyzed by one-way ANOVA with Dunnett’s multiple comparison. ns, not significant; *P < 0.05; **P < 0.01; ***P < 0.001; ****P<0.0001.
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Fig. S3 The CMSC protein liprin-β1 loses its organization upon KANK2, but not upon talin2 knockdown. (A, B) Forty-eight hours after transfection with talin2 or KANK2-specific siRNA, MDA-MB-435S cells were fixed with methanol and stained with anti-liprin-β1 antibody followed by Alexa-Flour 546-conjugated antibody, anti-talin2 antibody followed by Alexa-Fluor IgG2b 488-conjugated antibody (green) and anti-KANK2 antibody followed by Alexa-Flour 647-conjugated antibody and IRM images were taken. Analysis was performed using TCS SP8 Leica. Scale bar = 10 µm. 
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Fig. S4 Verification of the MDA-MB-435S and 3αV cell model expressing fluorescently labelled EB3. (A, B) Clone 3αV-EB3 shows decreased expression of talin1, integrin β5 and KANK2 as compared to MDA-MB-435S-EB3 cells. Forty-eight hours after seeding cells were methanol fixed and stained with anti-talin1 followed by Alexa-Fluor 546-conjugated antibody (red), anti-KANK2 antibody or anti-β5 antibody followed by Alexa-Fluor 647-conjugated antibody (magenta) and IRM images were taken. Analysis was performed using TCS SP8 Leica. Scale bar = 10 µm. (C) Clone 3αV-EB3 demonstrates increased sensitivity to PTX as compared to parental MDA-MB-435S-EB3 cells. Twenty-four hours upon seeding in 96-well plates cells were treated with different concentrations of PTX. Cytotoxicity was measured by MTT assay. Data were analyzed by two-way analysis of variance (ANOVA) with Šídák’s multiple comparisons test, with a single pooled variance; ns denotes not significant; * P < 0.05; ** P < 0.01; *** P < 0.001; **** P < 0.0001 (n=3).  
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Fig. S5 Cell proliferation decreases upon knockdown of talin1, but not talin2, KANK1 or KANK2. Cell proliferation was measured using ClickIT EdU assay upon transfection with either control, talin1, talin2, combination of talin1 and talin2, KANK1 or KANK2-specific siRNA. Histogram represents measurements of > 30 cells, plotted as mean ± SD (n = 2). Data were analyzed by one-way ANOVA with Dunnett’s multiple comparison. ns, not significant; *P < 0.05; **P < 0.01; ***P < 0.001; ****P<0.0001.
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Fig. S6 Knockdown of KANK2 increases talin2-positive FAs size. (A) Forty-eight hours after transfection with either control or KANK2-specific siRNA, MDA-MB-435S cells were methanol fixed and stained with anti-talin2 antibody followed by Alexa-Fluor IgG2b 488-conjugated antibody (green) and anti-KANK2 antibody followed by Alexa-Fluor 647-conjugated antibody (magenta) IRM images were taken. (B) Quantification of data presented in (a). Histogram represents measurements of ≥ 30 cells, plotted as mean ± SD (n = 2). Data were analyzed by unpaired Student’s t-test. ns, not significant; *P < 0.05; **P < 0.01; ***P < 0.001; ****P<0.0001. 
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Fig. S7 Full images of the blots in Fig. 2a. Images were obtained using Uvitec Alliance Q9 mini, which directly scanned membranes developed with ECL reagents.
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Fig. S8 Full images of the blots in Fig. 2g. Images were obtained using Uvitec Alliance Q9 mini, which directly scanned membranes developed with ECL reagents.
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