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Fig. S1 The effect of nesprin-2 depletion on apoptotic parameters. (A) Effect
of nesprin-2 siRNA on cytochrome c release. WT MEFs were treated as
described in Fig. 1C. The results show representative fluorescence microscopy
micrographs of cytochrome c (Cyt c) staining in WT MEFs, untreated (Con) or
treated with cisplatin (Cis), staurosporine (STS) or ABT-737 and actinomycin D
(ABT/AMD) together with Q-VD-OPH. The images shown for cisplatin-treated
WT MEFs are shown for comparison. Bar = 25 um (n = 5). (B, C) Effects of
nesprin-2 shRNA in negative control (NC shRNA) and nesprin-2 shRNA clone 7
(N2 shRNA C7). (B) Effect on nesprin-2G expression. The left panel shows
representative IF micrographs of N2 shRNA C7 cells stained with anti-nesprin-
2G Ab and Hoechst dye. Images were captured by fluorescence microscopy.
The images show the same field visualized separately for detecting nesprin-
2G and nuclei staining. Bar = 50 um. The right panel shows quantification of
the percentage of cells exhibiting NE-associated nesprin-2G. (C) The effect of
nesprin-2 shRNA on cisplatin-induced cytochrome c release and Bax-NT
exposure in the N2 shRNA C7 cells, untreated (Con) or treated with cisplatin
and Q-VD-OPH (Cis). The cells were stained with Hoechst dye and with anti-
cytochrome c or anti-Bax 6A7 Ab. The images shown are representative
images (n = 3).
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Figure S2
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Fig. S2 Nesprin-2G depletion does not affect cisplatin-induced cytochrome ¢
release. (A, B) Nesprin-2G siRNA downregulates nesprin-2G expression but does
not affect cisplatin-induced cytochrome c release. WT MEFs were transfected with
non-targeting [negative control (NC)] siRNA (NC siRNA) or nesprin-2G (N2G)
siRNAs. (A) The left panel shows representative micrographs of IF staining of
nesprin-2G in the indicated siRNAs transfected cells stained with nesprin-2G Ab
and Hoechst dye, 72 h after transfection. The right panel shows quantification of
the percentage of cells exhibiting NE-associated nesprin-2G (n = 3).

(B) Representative micrograph of cytochrome c¢ (Cyt c) IF staining of the indicated
siRNAs transfected cells, untreated (Con) or treated with cisplatin and Q-VD-OPH
for 24 h. (C, D) Nesprin-2G knockout clones. (C) IF micrographs of nesprin-2G
expression in WT MEFs and nesprin-2G (N2G) knockout (KO) clones C10-11, C30-8,
C38-5 and C37-15. (D) The effect of cisplatin (Cis) treatment on cytochrome ¢
release in N2G KO C37-15 clone. Cells were treated with cisplatin and Q-VD-OPH
for 24 h and analyzed for cytochrome c release. The images shown are
representative images (n = 3).
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Fig. S3 GFP-KASH expression induces displacement of nesprin-2 from the NE,
but not cytochrome c release. WT MEFs untransfected or transfected with
GFP-KASH expression vector were treated as described in Fig. 4. The results
shown are representative IF micrographs of cells stained with Hoechst and
anti-cytochrome c (Cyt c) or anti-nesprin-2G Abs and visualized by confocal
fluorescence microscopy (n = 3).
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Fig. S4 Nesprin-2 depletion does not affect nucleophosmin redistribution.
Representative IF micrographs of nucleophosmin (NPM) staining in cells
treated with no drug (Con) or with cisplatin (Cis) and Q-VD-OPH as described
in Fig. 5. WT MEFs were transfected with non-targeting [negative control
(NC)] or nesprin-2 (N2) siRNAs and untreated or treated with cisplatin and
Q-VD-OPH as described in Fig. 5. Then, the cells were IF stained with anti-
nucleophosmin (NPM) Ab and visualized by fluorescence microscopy (n = 3).
Bar =10 um
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Fig. S5 Bcl-x, is required for the nesprin-2 depletion survival effect. (A - C)
Effects of nesprin-2 and nesprin-2G depletion in Bcl-x, KO MEFs. (A, B) IF
micrographs of Bcl-x, KO MEFs untransfected (A) or transfected (B) with the
indicated siRNAs and stained for anti-Bcl-x, (A) or anti-nesprin-2G (B). In the
latter (B) the left panels show the IF micrographs and the right panel shows
guantification of the percentage of cells exhibiting NE-associated nesprin-
2G in the indicated siRNA treatments (n =3, 5 and 3 for NC siRNA, N2 siRNA
and N2G siRNA, respectively). (C) Representative IF micrographs of Bcl-x, KO
MEFs transfected with the indicated siRNAs, treated with no drug (Con) or
with cisplatin (Cis) and Q-VD-OPH and stained for Bax 6A7. The cells were
treated and stained as described in Fig. 6C. Bar = 20 um. (D - G) Effects of
nesprin-2 depletion in WT MEFs depleted of Bcl-x,. (D, E) Representative IF
micrographs of WT MEFs transfected with non-targeting negative control
(NC), nesprin-2 (N2), Bcl-x, or nesprin-2 and Bcl-x, (N2 + Bcl-x,) siRNAs and
stained for anti-Bcl-x, (D) or anti-nesprin-2G (E). (F, G) Representative IF
micrographs (from n = 3) of Bax 6A7 (F) or Bak NT and cytochrome c staining
(G) in WT MEFs transfected with the indicated siRNAs and treated with no
drug (Con) or with cisplatin (Cis) and Q-VD-OPH. The right panel in G is an
enlarged merged image (cytochrome c and Bak NT staining) of the insert
shown in the panel corresponding to con WT MEFs treated with Bcl-x,
SiRNA. The cells were treated and stained as described in Fig. 6G. Bar =

20 pm.
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