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Supplementary Figure S1. p62 potentiates Tax-dependent NF-kB activation (relative to Fig. 2).

See legend on next page.



Supplementary Figure S1. p62 potentiates Tax-dependent NF-kB activation (relative to Fig. 2).

(a) Wild type (WT) and p62-- MEF cells were transfected with Tax-His, together with an HTLV-1-LTR-luc construct.
Luciferase activity was measured and normalized over the corresponding Tax-negative condition. The graph shows
results from at least 3 independent experiments. (b) Lysates from WT and p62- MEF cells were analyzed by western
blot after cell fractionation. C: cytoplasmic fractions. N: nuclear fractions. (¢) HEK293T cells were transfected with
control (siCTRL) or two additional p62-specific (sip62 #2 and sip62 #3) siRNA and Tax-His, together with an NF-«xB-
luc construct. Luciferase activity was measured and normalized over the corresponding Tax-negative condition. (d)
Lysates from HEK293T cells transfected with siCTRL, sip62 #2, sip62 #3 and Tax-His were analyzed by western blot.
(e) HEK293T cells were transfected with control (-) or p62-specific (+) siRNA, Tax-His and ectopic Myc-p62, as
indicated, together with an NF-kB-luc construct. Luciferase activity was measured and normalized over the
corresponding Tax-negative condition. (f) Lysates from HEK293T cells transfected with siCTRL, sip62, Tax-His and
ectopic Myc-p62 were analyzed by western blot. (g) HEK293T cells were transfected with control (siCTRL), p62-
specific (sip62) or OPTN-specific (siOPTN) siRNA and Tax-His, together with an NF-kB-luc construct. Luciferase
activity was measured and normalized over the corresponding Tax-negative condition. The graph shows the result from a
representative experiment repeated twice. (h) Lysates from HEK293T cells transfected with siCTRL, sip62 or siOPTN
and Tax-His were analyzed by western blot. (i) HEK293T cells were transfected with control (siCTRL) or p62-specific
(sip62) siRNA and Tax-His, together with an HTLV-1-LTR-luc construct. Luciferase activity was measured and
normalized over the corresponding Tax-negative condition. The graph shows results from at least 3 independent
experiments. ns, p>0.05 (one-way ANOVA with Bonferroni post-hoc test). Full-length blots are presented in
Supplementary Figure S4.
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Supplementary Figure S2. Analysis of p62 activity on Tax-dependent NF-kB activation in T cells (relative to Fig.
2).

(a) Non-infected T cells (Jurkat) and HTLV-1 chronically infected cells (C91PL and C8166) were transfected with
control (-) or p62-specific (+) siRNA for 48 hours. Cell lysates were analyzed by western blot. (b-c) Jurkat T cells were
transfected with control (-) or p62-specific (+) siRNA and an NF-kB-luc construct, followed by transduction with an
empty or Flag-Tax-encoding lentivector. (b) Lysates were analyzed by western blot. (¢) Luciferase activity was measured
and normalized to the corresponding Tax-negative condition (set to 1). The graph is representative from 2 independent
experiments. (d) Jurkat cells were transfected with increasing amounts of Myc-p62 and an NF-«B-luc construct,
followed by transduction with an empty or Flag-Tax-encoding lentivector, which also encodes GFP after an IRES. Cells
were analyzed by flow cytometry to determine the proportion of live cells (FCS/SSC panel) and of GFP-positive (GFP+)
transduced cells. Full-length blots are presented in Supplementary Figure S4.
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Supplementary Figure S3. p62 binding to ubiquitin is required for p62 potentiation of Tax-mediated NF-xB
activation (relative to Fig. 6).

(a) Cells were transfected with full-length Myc-p62 (My-p62 FL) or p62 mutants in which the Tax-interacting region
(Myc-p62 A170-221) or the ubiquitin-binging domain (Myc-p62 AUBA) were deleted, and cell lysates were analyzed by
western blot. The vertical lines separate several parts of a single membrane. (b) Lysates from HeLa cells transiently
expressing wild type Tax-His, ubiquitination-defective Tax-K4-8R-His and Tax-K1-10R-His or HBZ-His were
immunoprecipitated with a p62-specific antibody followed by western blot analyses. Full-length blots are presented in
Supplementary Figure S4.
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Supplementary Figure S4. Full-length blots and gels.
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Supplementary Figure S4. Full-length blots and gels. (continued)



Figure 2c
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Figure 2f
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Supplementary Figure S4. Full-length blots and gels. (continued)



Figure 2h G: Empty-IRES-GFP lentivector
T: Flag-Tax-IRES-GFP lentivector
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Supplementary Figure S4. Full-length blots and gels. (continued)



Figure 3c
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Supp Figure S1b
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Supplementary Figure S4. Full-length blots and gels. (continued)



Supp Figure S1d
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Supplementary Figure S4. Full-length blots and gels. (continued)



Supp Figure S1f
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Supplementary Figure S4. Full-length blots and gels. (continued)



Supp Figure S1h
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Supplementary Figure S4. Full-length blots and gels. (continued)
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Supplementary Figure S4. Full-length blots and gels. (continued)



Supp Figure S3a

\\00 o «\Q‘ \)Q’V“
Q6 ‘7/(( ‘bv q,v
Q/& & & $

a-Myc (p62)

Stain-free
(total proteins)

« Tax

IP a-p62 a-His
<4 HBZ
« Tax

a-His

<4 HBZ

a-p62

Supplementary Figure S4. Full-length blots and gels. (continued)



