SUPPLEMENTAL DATA

Supplemental Table 1. KEGG NF-kB pathway genes correlating with HOXA1 expression in
breast cancer datasets. All KEGG NF-kB pathway genes that show significant correlation with
HOXA1 mRNA expression in the 12 breast cancer datasets with significant over-representation of the
KEGG NF-kB pathway. The first two column represent the NCBI gene name and ID. Column 3 shows
the dataset (details in Table 1). Columns 4 and 5 show the Correlation (R) and Significance (P)
results of a 2log-Pearson correlation test. Column 6 denotes whether high HOXA1 expression
correlates with high (positive) or low (negative) expression of the listed gene. Column 7 shows the
array probe selected as in Materials and Methods. Genes with a negative correlation are in red type.
Genes consistently correlated in = 50% of datasets are on green or yellow field (positive or negative

correlation, respectively).

Supplemental Figure 1. NF-kB pathway genes with consistent correlation to HOXA1
expression in breast cancer. Graphical overview of the NF-kB pathway showing pathway genes
with a significant correlation to HOXA1 mRNA expression as in Figure 1, but now for a total of 12
breast cancer datasets. The KEGG NF-kB pathway graph is overlaid with boxes representing
positively or negatively correlating genes only if a significant, consistent correlation was found in at
least 50% of datasets analysed. Other details are as in Figure 1 and Supplemental Table 1. The
overview shows a very consistent positive correlation with HOXA1 mRNA expression, especially for
genes acting at the cell surface (activating ligands and receptors; the upstream part of the pathway)
and for target genes in the nucleus (the downstream part of the pathway), strongly suggesting that the

NF-kB pathway is activated by HOXA1 in breast cancer cells.
Supplemental Table 2. Primers used to generate HOXA1 deletion mutants.

Supplemental Figure 2. Impact of HOXA1 on NF-kB reporter. Western Blot showing IKKa, IKKf,
p-IKKa/B (Ser176/180), p65 and p-p65 (Ser536) proteins from MCF10A cells transfected with a
FLAG-HOXA1 expression plasmid or with a negative control, and treated with TNFa (25 ng/ml) for O,
10, 15, 20, 30 or 45 minutes. Detection of $-actin was used as loading control. Bands corresponding
to detected proteins were cropped for the sake of presentation but all samples were processed in

parallel, being run together on single protein gels.

Supplemental Figure 3. Impact of HOXA1 pentapeptide insertions on activation of the NF-kB
reporter. Activity of the HOXA1 pentapeptide insertion mutants on the NF-kB reporter. Random
pentapeptide insertion mutants were called from P1 to P18 as described previously [44], each arrow
represents an insertion, with P1 and P18 as the most N-terminal and C-terminal insertions,

respectively. Results were obtained as described in the legend to Figure 2.



Supplemental Table 1 Taminiau et al.,

Gene name [GenelD __ |Dataset [R [P [Sign ____ |Probe |

BCL2 9
BCL2
BCL2
BCL2
BCL2

BCL2L1 Bos-204  |-0,236
BCL2L1 Clynes-121 _|-0,182
BCL2L1
BCL2L1 [Minn-96  [-0,385 [1,065E-04 |Negative  [212312 at |
BCL2L1
BCL2L1 Sotiriou-198  |-0,206
BCL2L1 \Wang-286_ |-0,150

29760 (Minn-96  |-0,211 |3,914E-02 |Negative  [207655 s at
29760 Sotiriou-120 0,222 |1,473E-02 |Positve ~ |207655 s at




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ |Dataset |R [P [Sign  [Probe |

ICARD11__ 84433 |Bertucci-266 0,204 [8,395E-04
[CARD11 84433 Bos-204 (0,140
ICARD11 84433  |Clynes-121
[CARD11 84433 Smid-210 0,166

CCL4L2 9560 Jonsdottir-94 (0,209 [4,339E-02 [Positive ~ |[ILMN 1716276




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ |Dataset |R [P [Sign  [Probe |

CHUK 1147 Bos-204 -0,143 |4,151E-02 |Negative  [209666 s at

CSNK2B 1460 Booser-508  |-0,137 [2,027E-03 [Negatve =~ [201390 s at
CSNK2B 1460 Jonsdottir-94 (0,329 [1,222E-03 [Positive ~~ |[ILMN 1800461




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ |Dataset |R [P [Sign  [Probe |

Bertucci-266
-0,182
Minn-96  |-0,219 [3180E-02 [Negative 200341 s at |




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ [Dataset |R [P [Sign  [Probe |

IRAK4 51135 Bertucci-266 [-0,135 [2,822E-02 [Negatve 219618 at
IRAK4 51135 Booser-508 (0,155 [4,524E-04 [Positve 219618 at

LTA  |4049 Bertucci-266 [0,183 |2,722E-03 |Positive ~ [206975 at
LTA  |4049 Booser-508 (0,257 [4,286E-09 [Positve ~ |206975 at
LTA  |4049 Jonsdottir-94 10,232 [2,427E-02 |Positve ~ [ILMN 1795464

| Jonsdottir-94 0,292
[Servant-343 |-0,124 [2,113E-02
\Wang-286 0,198




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ |Dataset |R [P [Sign  [Probe |

NFKB1
NFKB1
NFKB1

NN
J(N

Bertucci-266 [0,127 |[3,857E-02 [Positve ~ |209239 at
Booser-508 [0,136 |2,059E-03 |Positive 209239 at
Servant-343 [0,126 [1,961E-02 |Positve ~ [ILMN 1714965

i
~

90
90
90
90

Wang-286  [-0,155
791 Bertucci-266 0,128
791 [Booser-508 _[0,121
791 [Servant-343 |-0,118
792 [EXPO-351__ [0,110
792 |Servant-343 0,121

N N
N
N




Supplemental Table 1 Taminiau et al.,

Genename |[GenelD  |Dataset |R [P |sign  |Probe |
PARP1
PIAS4
PIAS4
PIAS4
PIAS4
PIAS4 0,110
PIAS4 Sotiriou-198

PLCG1 5335 Bertucci-266 [0,208 |6,537E-04 |Positve  [202789 at
PLCG1 5335 Booser-508 [0,099 [2,624E-02 |Positve ~ [202789 at
PLCG1 5335 Smid-210 0,157 |2,309E-02 |Positve  [202789 at




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ [Dataset |R [P [Sign  [Probe |

RELA 5970 Bertucci-266 [0,135 |2,746E-02 |Positve ~ [201783 s at
RELA 5970 Jonsdottir-94 [0,362 [3,325E-04 [Posiive =~ |[ILMN 1705266

TAB1  [10454 |Minn96  |-0,203 |4,741E-02 [Negative  [203901 at |
TAB2  [23118  |Minn-96  ]0,344 |6,096E-04 |Positive  [210284 s at |




Supplemental Table 1 Taminiau et al.,

Gene name [GenelD _ |Dataset |R [P [Sign  [Probe |

TNFRSF13C  [115650 Clynes-121 0,236 |9,016E-03 [Positve ~ [1552892 at
TNFRSF13C  [115650 Jonsdottir-94 0,219 [3,367E-02 |Positve  [ILMN 1731742
TNFRSF13C  [115650 Servant-343 [0,109 |4,326E-02 |Positve  [ILMN 1731742

TRADD 8717  |Bertucci-266 [0,189 [2,009E-03 |Positve ~ [1729 at
TRADD 8717 Black-107 0,232 [1,598E-02 |Positve  [1729 at
TRADD 8717 Wang-286  |0,197 |7,945E-04 |Positve  |205641 s at




Supplemental Table 1

Taminiau et al.,

Gene name

TRAF2

7186

Dataset

Booser-508

-0,118

7,533E-03

Negative

204413 at

TRAF2

7186

EXPO-351

-0,113

3,361E-02

Negative

204413 at

Servant-343

2,416E-03

Negative

ILMN 1691487

TRAF5 7188 Bertucci-266 |-0,130 [3,471E-02 |Negative 204352 at
TRAF5 7188 Booser-508 [-0,109 |1,405E-02 |Negative 204352 at
TRAF5 7188 EXPO-351 -0,107 |4,539E-02 |Negative 204352 at
TRAF5 7188 Minn-96 -0,216 |3,492E-02 |Negative 204352 at
TRAF5 7188 Smid-210 -0,162 |1,913E-02 |Negative 204352 at
TRAF5 7188 Sotiriou-120 (0,225 |1,363E-02 [Positive 204352 at
TRAF6 7189 Bertucci-266 (0,173 |4,555E-03 |Positive 205558 at
TRAF6 7189 Booser-508 (0,111 |1,268E-02 [Positive 205558 at
TRAF6 7189 Jonsdottir-94 10,262 [1,073E-02 |Positive ILMN 2392143
TRIM25 7706 Minn-96 0,225 [2,719E-02 |Positive 206911 at
UBE2I 7329 Booser-508 [-0,276 |2,300E-10 |Negative 213535 s at
UBE2I 7329 Minn-96 -0,290 [4,179E-03 |Negative 213535 s at
UBE2I 7329 Sotiriou-198 |-0,147 |3,877E-02 |Negative 213535 s at

UBE2|

XIAP

331

Wang-286

Booser-508

0,173

4,518E-02

9,246E-05

Negative

Positive

213535 s at

206536_s_at

XIAP

331

Servant-343

0,109

4,376E-02

Positive

ILMN_1815361

XIAP

331

-0,178

2,508E-03

Negative

206536 s at




Supplemental Figure 1
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Supplemental Table 2

Taminiau et al.,

Primer

Sequence

1

GGGGACAACTTTGTACAAAAAAGTTGGCATGAACTCCTTTCTGG

GGGGACAACTTTGTACAAAAAAGTTGGCATGTGCGGCGGCGACGACCGC

GCGGCAGCTGCCAAGGAGGGGCTCCTG

GCGGCAGCTGCCACCTTTGACTGGATG

GGGGACAACTTTGTACAAGAAAGTTGGGTAGTGGGAGGTAGTCAGAGTGTC

GGCAGCTGCCGCTTGACCCACGTAGCC

GGCAGCTGCCGCGTGGTGATGGTG

GGCAGCTGCCGCGGGCGAGCTGATCTGCACCCC

Olo|N|o|oa|B|WIN

GCGGCAGCTGCCCCCCAGACGGCTACTTACCAG

—_
o

TTAACTGCAGTCACTCACGCTTCTTCTG

HOXA1 mutants First PCR Second PCR
Primer F Primer R Primer F Primer R
HOXA 12N 2 5 X X
HOXA1ACenter 1 7 4 5
HOXA1211His 1 8 9 5
HOXA12HP 1 6 3 5
HOXA1ACtr 1 10 X X




Supplemental Figure 2 Taminiau et al.
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Supplemental Figure 3 Taminiau et al.
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