cancers ﬁ“\'@

A B 5oy
o 20 pm oy @“-Qs
20 == O &
154 @

-
o
1

IKKa/B-actin
>
p-STAT3/B-actin
L]
1
5

Sl PN F & o
< < & &N @
& & N @o @S’ W
&S & @9‘?
Dl s
C p-STAT3Tw705

Adjacent tissue Breast cancer tissue

Figure S1. Protein expression levels of IKK isoforms and p-STAT3 in human breast carcinoma
tissues and cell lines (A) Quntification of data (Fig. 1C) on IKKa and p-STAT3 protein expression in
H-Ras MCF-10A and MDA-MB231 cells and normal counterpart MCF-10A cells. Actin, a protein
loading control. (B) IB analysis of IKKp and IKKy in H-Ras MCF-10A and normal counterpart MCF-
10A cells. (C) IHC analysis of comparative expression of p-STAT3 between adjacent normal and

tumor tissues of human breast cancer patients.
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Figure S2. Survival analyses based on expression of IKK isoforms in human breast cancer cohort
(A-C) The Kaplan-Meier plots showing 5-year overall survival of breast cancer patients with low and
high expression of IKK isoforms in TCGA Breast Cancer (TCGA BRCA). The survival curves were
generated by using UCSC Xena (https://xenabrowser.net).
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Figure S3. STAT3-dependent expression of IKKa in human breast cancer cell lines (A) IB analysis
of IKKa and STAT3 in MCEF7 cells transfected with si-Control, si-STAT3 (20 nM), or si-IKKa (20 nM)
for 48 h. (B) The densitometry calculations for IB data shown in Figure 3C. The band intensities were
normalized by the actin level and presented as bar graphs. **, p <0.005. (B) IB analysis of STAT3, IKK«a
and p100 proteolysis in H-Ras MCF-10A cells transfected with si-Cont or si-STAT3 (20 nM) for 48 h.
(C) RT-PCR analysis of IKKa mRNA expression in H-Ras MCF-10A cells exposed to Stattic (1 uM) for
indicated time periods (left). The band intensities were normalized and presented as a bar graph (right).
GAPDH, a loading control. ns, not significant. (D) IB analysis showing comparative expression levels
of STATS3, IKKa, p100 and its cleaved form p52 in H-Ras MCF-10A cells transfected with si-Control

or si-STAT3 (20 nM).
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Figure S4. STAT3 is not able to interact with other IKK subunits (A) MCF-10A cells were transfected
with mock or STAT3-overexpressing vectors. IP was performed with an anti- IKKa antibody. IB, with
IKKa and STAT3 antibodies. (B) IP analysis of the interaction between STAT3 and IKK subunits in
H-Ras MCF10A cells. IP, with an anti-STAT3 antibody; IB, with antibodies against STAT3 and IKKa,
[ or y. (C) The densitometry calculations for IP data shown in Figure 5F. The band intensities were

normalized by the heavy chain level and presented as bar graphs. ***p < 0.001.
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Figure S5. The original blot images of Figure 1 (a, b) Full blots corresponding to Fig. 1C and 1F,
respectively. (¢, d) The band intensity of blots in Fig. 1C and 1F was analyzed by the densitometry
readings/intensity ratio using GelPro31 and were normalized to the corresponding Actin value.
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Figure S6. The original blot images of Figure 2 (a) Full length PCR bands and blots corresponding
to Fig. 2A. (b) The band intensity of PCR bands and blots in Fig. 2A was analyzed by the densitometry
readings/intensity ratio using GelPro31 and was normalized to the corresponding GAPDH or Actin

value.
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Figure S7. The original blot images of Figures 3A and 3B (a, b) Full blots corresponding to Fig. 3A
and 3B respectively. (c, d) The band intensity of blots in Fig. 3A and 3B was analyzed by the

densitometry readings/intensity ratio using GelPro31 and was normalized to the corresponding Actin

value.
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Figure S8. The original blot images of Figures 3C and 3D (a, b) Full blots corresponding to Fig. 3C

and 3D respectively. (¢, d) The band intensity of blots in Fig. 3C and 3D was analyzed by the

densitometry readings/intensity ratio using GelPro31 and was normalized to the corresponding Actin

value.
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Figure S9. The original blot images of Figures 3E and 3F (a, b) Full blots corresponding to Fig. 3E

and 3F, respectively. (c, d) The band intensity of blots in Fig. 3E and 3F was analyzed by the

densitometry readings/intensity ratio using GelPro31 and was normalized to the corresponding Actin

value.
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Figure S10. The original blot images of Figures 4A and 4B (a, b) Full bands and blots corresponding
to Fig. 4A and 4B respectively. (¢, d) The band intensity of bands and blots in Fig. 4A and 4B was

analyzed by the densitometry readings/intensity ratio using GelPro31 and was normalized to the

corresponding GAPDH or Actin value.
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Figure S11. The original blot images of Figures 4C and 4D (a, b, c) Full blots corresponding to Fig.
4C, 4D and 4E respectively. (d, e, f) The band intensity of blots in Fig. 4C and 4D and 4E was analyzed
by the densitometry readings/intensity ratio using GelPro31 and was normalized to the
corresponding Actin, IgG or IP:IKK IB:IKKa value.
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Figure S12. The original blot images of Figure 5 (a, b, ¢, d) Full blots corresponding to Fig. 5A, 5C,
5E and 5F respectively. (e, f) The band intensity of blots in Fig. 5E and F were analyzed by the
densitometry readings/intensity ratio and was normalized to the corresponding Actin value
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Figure S13. The original blot images of Figures S1 and S3 (a) Full blots corresponding to Fig. S1B.

(b, ¢, d) Full blots corresponding to Fig. S3A, S3C and S3D respectively. (e, f) Full blot corresponding

to Fig. S4A and S4B. The band intensity of blots was analyzed by the densitometry readings/intensity

ratio using GelPro31 and was normalized to the corresponding Actin or GAPDH.



