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Supplementary Figure Legends

Figure S1: Histological classification of murine mammary tumours. (A) EO771 and
EO771.LMB primary tumours were sectioned (3 wm), stained with haematoxylin and
eosin (H&E), and compared to 67NR and 4T1.2 primary tumours. H&E stained
sections from at least two primary tumours of each tumour type were assessed by a
qualified breast pathologist in accordance with the Bloom Richardson Ellis
classification system (Elston and Ellis, 2002). Circles indicate highly pleomorphic
nuclei. (B) An overall grade was calculated dependent on tubular
differentiation/formation (score 1: >75% of tumor area forming glandular/tubular
structures, score 2: 10% to 75% and score 3: <10%), nuclear pleomorphism (score 1:
nuclei with little increase in size in comparison with normal breast epithelium with
minimal variation in size, score 2: larger nuclei with moderate variability and visible
nucleoli and score 3: marked nuclear variation with prominent nucleoli) and tumour
mitotic count determined by numbers of mitosis seen in 10 consecutive high power
fields (score 1: <9 mitosis per 10 HPF, score 2: 9-17 mitosis per 10 HPF, score 3: 18
or more mitosis per 10 HPF). Adding the scores for each parameter determined
tumour grade as follows: grade 1 - scores 3,4 and 5, grade 2 - scores 6 and 7, grade 3 -
scores 8 and 9.

Black scale bars represent 100 um. White circles denote highly pleomorphic nuclei.
Figure S2: Whole lungs were dissected from mice inoculated with the indicated

tumour lines and stained with India ink. The number of metastatic nodules on the

surface of each lung was counted. P = 0.20 (Mann-Whitney test).
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Figure S3: Experimental lung metastasis assay. EO771 or EO771.LMB cells were
inoculated into C57B1/6 mice via the tail vein. 19 days later, the metastatic burden in

the lung was analyzed by TagMan qPCR. P = 0.51 (Student's t test).

Figure S4: The cell lines indicated were cultured on plastic or monomeric type I
bovine collagen (PureCol, Advanced Biomatrix, Carlsbad, CA) for at least 2 days.
Images (x100 magnification) were generated using a Leica DM IRB inverted

microscope (Leica Microsystems, North Ryde, NSW, Australia).

Figure S5: Anchorage independent growth in soft agar. Colonies in soft agar were
stained with calcein®™ and fluorescent images generated. The number of colonies >
50 um in size were counted in three fields per well and averaged. The graph depicts
the average number of colonies per field across three wells £ SD. Differences in
colony forming ability between EO771 and EO771.LMB were not significant

(Student's t test).

Figure S6: Mammosphere forming capacity of EO771 and EO771.LMB cells in
vitro. Representative images from primary (A) and secondary (B) mammosphere
cultures from EO771 and EO771.LMB (LMB) are shown. Scale bar = 200 um. (C)
Mammospheres from primary or secondary cultures were enumerated after 10 or 7
days of growth, respectively, and expressed as the mean number of mammospheres
per 10 fields £ SEM. No significant differences in mammosphere number was found
between EO771 and EO771.LMB in either primary or secondary cultures. (D) The
graph depicts mean mammosphere area in um® + SEM for primary and secondary

cultures after 10 or 7 days of growth, respectively. The number of individual
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mammospheres measured in each condition is indicated above the bars. n/s, not

significant.

Figure S7: Adhesion of 67NR and 4T1.2 tumour cells to different substrates after
30min. Adhesion is presented as the percentage of total cell input (mean of triplicate

wells = SD of one of three representative experiments). *, P < 0.05.

Figure S8: ERo-positive human breast cancer cells (MCF7, top panels) or ERa-
negative human breast cancer cells (MDA-MB-231, bottom panels) were grown as
xenografts in the mammary glands of immunodeficient mice. Tumour sections were
stained with anti-human ERa antibody (left panels) or an isotype control antibody

(right panels). Scale bars represent 100um.

Figure S9: Distribution of eight gene expression signatures across 67NR, 4T1.2,
EO771, and EO771.LMB primary tumours displayed as heat maps. Triplicate tumour
specimens are indicated along the X axes and individual genes are shown on the Y
axes. Gene expression signatures were obtained from the following references or from
the Molecular Signatures Database
(http://www .broadinstitute.org/gsea/msigdb/index.jsp). (A) Basal epithelial (54 genes)
(Huper and Marks, 2007), (B) luminal epithelial (59 genes) (Huper and Marks, 2007),
(C) proliferation (97 genes) (Ghazoui et al., 2011), (D) hypoxia-regulated (75 genes)
(Ghazoui et al., 2011), (E) interferon-regulated (27 genes) (Einav et al., 2005), (F)
cancer invasion (64 genes) (Kim et al., 2010), (G) EMT (91 genes) (Taube et al.,

2010), (H) breast cancer stem cells (94 genes) (Creighton et al., 2009).
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Figure S10: Venn diagrams were generated from Affymetrix array data showing
genes significantly (unadjusted P < 0.05) upregulated (A), or downregulated (B) in
4T1.2 v 67NR (red) and EO771.LMB v EO771 (green). P values were determined by
one-way ANOVA using Partek Genomics Suite v6.6. 205 genes were commonly
upregulated and 220 genes commonly downregulated in both isogenic tumour

comparisons.

Figure S11: qRT-PCR data showing mRNA expression levels of MMP-3 (A), Pthrp
(B), S100a8 (C), S100a9 (D), Cd36 (E) and GlyCAMI1 (F) in whole 67NR, 4T1.2,
EO771 and EO771.LMB (LMB) primary tumours. Three different primary tumours
were analysed in duplicate for each tumour model. Thus, each data point represents
the mean + SD of 6 qRT-PCR reactions across 3 tumours. Expression levels in normal
adult mouse mammary gland (MG) were included for each gene for comparison and
set to 1. Values on the Y axis represent mRNA expression levels of the gene of
interest normalised to Rps27a. *, P = 0.05; **, P < 0.01; *** P < 0.005; n/s, not

significant.

Figure S12: qRT-PCR data showing mRNA expression levels of MMP-3 (A), Pthrp
(B), S100a8 (C), S100a9 (D), Cd36 (E) and GlyCAMI1 (F) in 67NR, 4T1.2, EO771
and EO771.LMB (LMB) cell cultures. Each data point represents the mean + SD of
triplicate QRT-PCR reactions. Expression levels in the immortalised mouse mammary
epithelial cell line NMuMG were included for comparison and set to 1. Values on the
Y axis represent mRNA expression levels of the gene of interest normalised to

Rps27a. *, P <0.05; **, P <0.01; n/s, not significant; n/e, not expressed.
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Figure S13: Kaplan-Meier survival curves (disease-free survival) for selected genes
in primary human breast cancer samples. The BreastMark database
(http://glados.ucd.ie/BreastMark/index.html) was analyzed for the individual genes
indicated above the curves for all patients (all, upper row) or in basal-like tumours
only (basal, lower row). Gene expression was measured in primary tumours using
Affymetrix microarrays (Madden et al., 2013) A median split was used to allocate
50% of tumours to the "high expression" category (blue curve) and 50% to the "low
expression" category (red curve). Patient clinical follow-up was for at least 200
months (X axes). A logrank P value < 0.05 was considered statistically significant. s,

significant, n/s, not significant.

Supplementary Table 1: Eight different expression signatures were analysed across
four murine mammary cancer models (67NR, 4T1.2, EO771, EO771.LMB) using the
R program. The Table depicts the number of genes and percentage of genes (in
parentheses) within each signature that were significantly (P < 0.05) upregulated
(UP), or significantly (P < 0.05) downregulated (DOWN) in 67NR, 4T1.2, EO771, or
EO771.LMB tumours relative to the mean expression level of each gene across all 15
tumours analyzed (see Materials and Methods). The number and percentage of genes
within each signature that were not significantly deregulated is also indicated. Yellow
highlighting indicates tumour types where > 25% of the genes within the signature
were significantly upregulated, and were thereby considered enriched for the
signature. The enriched gene expression signatures are summarised at the bottom of

the Table.
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Supplementary Table 2: Genes significantly downregulated (unadjusted P < 0.05,
n=220) in both 4T1.2 v 67NR and EO771.LMB v EO771 comparisons. P values were

determined by one-way ANOV A using Partek Genomics Suite v6.6.

Supplementary Table 3: Genes significantly upregulated (unadjusted P < 0.05,
n=205) in both 4T1.2 v 67NR and EO771.LMB v EO771 comparisons. P values were

determined by one-way ANOV A using Partek Genomics Suite v6.6.

Supplementary Table 4: Sequences of oligonucleotide primers used for SYBR-green

qRT-PCR.
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EO771.LMB

B Tubule Nuclear
Tumour Overall Grade | Formation Pleomorphism Mitosis Score |[Mitoses per 10 HPF

Score Score
67NR-A 3 3 2 3 29
67NR-B 3 3 2 3 32
4T1.2-A 3 3 3 2 15
4T1.2-B 3 3 3 3 42
EO771-A 3 3 3 3 27
EO771-B 3 3 3 3 90
EO771.LMB-A 3 3 3 3 57
EO771.LMB-B 3 3 3 3 66

Supp. Figure 1
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Supplementary Figure 10

A. Upregulated B. Downregulated
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Supplementary Table 1

Signature 67NR 4T1.2 EO771 EO771.LMB

BASAL sig-UP 4 (9%) 11 (23%) 5 (11%) 5 (11%)

BASAL sig-DOWN 11 (23%) 3 (6%) 11 (23%) 10 (21%)
BASAL insignificant 32 (68%) 33 (70%) 31 (66%) 32 (68%)
LUMINAL sig-UP 10 (18%) 15 (27%) 4 (7%) 8 (15%)

LUMINAL sig-DOWN 14 (25%) 3 (5%) 17 (31%) 15 (27%)
LUMINAL insignificant 31 (56%) 37 (67%) 34 (62%) 32 (58%)
PROLIFERATION sig-UP 6 (6%) 4 (4%) 50 (48%) 57 (54%)
PROLIFERATION sig-DOWN 61 (58%) 24 (23%) 5 (5%) 4 (4%)

PROLIFERATION insignificant 38 (36%) 77 (73%) 50 (48%) 44 (42%)
HYPOXIA sig-UP 3 (3%) 6 (5%) 28 (25%) 29 (25%)
HYPOXIA sig-DOWN 43 (38%) 17 (15%) 5 (4%) 2 (2%)

HYPOXIA insignificant 68 (60%) 91 (80%) 81 (71%) 83 (73%)
EMT sig-UP 22 (24%) 16 (17%) 16 (17%) 15 (17%)
EMT sig-DOWN 27 (29%) 13 (14%) 29 (31%) 28 (30%)
EMT insignificant 44 (47%) 64 (69%) 48 (52%) 50 (54%)
INTERFERON sig-UP 1 (4%) 3 (12%) 9 (35%) 13 (50%)
INTERFERON sig-DOWN 13 (50%) 3 (12%) 3 (12%) 1 (4%)

INTERFERON insignificant 12 (46%) 20 (77%) 14 (54%) 12 (46%)
CANCER STEM CELLS sig-UP 23 (23%) 20 (20%) 17 (17%) 20 (20%)
CANCER STEM CELLS sig-DOWN 15 (15%) 17 (17%) 18 (18%) 18 (18%)
CANCER STEM CELLS insignificant 62 (62%) 63 (63%) 65 (65%) 62 (62%)
INVASION sig-UP 13 (20%) 14 (22%) 8 (13%) 9 (14%)

INVASION sig-DOWN 17 (27%) 10 (16%) 30 (47%) 31 (48%)
INVASION insignificant 34 (53%) 40 (63%) 26 (41%) 24 (38%)

PROLIFERATION PROLIFERATION
SIGNIFICA‘;‘IE& E‘INUE Ri)éPRESSION LUMINAL HYPOXIA HYPOXIA
INTERFERON INTERFERON
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y Table 2: C de genes [with i P value of 0.05 n= 220]

Transcript Cluster ID Gene name Gene Symbol Ref Seq ID. Unadjusted P value (4T1.2 vs 67NR) Adjusted P value (4T1.2 vs 67NR) Ratio (4T1.2 vs 67NR) Fold Change (4T1.2vs 67NR) | Unadjusted P value (LMB vs EO771) Adjusted P value (LMB vs EO771) Ratio (LMB vs EO771) | Fold Change (LMB vs EO771)
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0354565 ENSHUSTO0000054950 / Pgap  post GP ttachment to proteins 1// 111/ 24 Pgspt ENSMUSTO0000051550 ocors225 ooaEss os76s500 EREEET) oosi2883 D270 Gez7sen0 5539800
10555218 N\ _020286 // Tspan2 /] tetraspanin 32/ 7 FS[7 69,0 1 // 27027 /] NW_001125¢ Tepana2 _o2028¢ ootesses o 161130 os76640 “L73at700 oo07606 0s357610 0rsien 251500
10071545 015753 /] 2602 i ingr «2//2CLIj 241361/ € ) 015753 00307572 [GE os7S8730 7354500 oozsiest 062910 s7s0080 FEreT)
10500235 M_007435 // Abed. /] ATP bind I famy  (ALD), member 1//X5] Abed1 007435 0oos7s86 oosrizrs o720 7353700 ootizss Os628710 =T 171100
10036841 NN_008345 /] 110rh / intereukin 10 receptor, bet // 16 G336 63.11 /] 1 iors 008345 oorassos 01012890 os737980 7427700 oota728s 05772810 0sa1s8i0 1876700
Toatosse iM_005817 /] Cast /] calpastatin /] 13 C1/] 12380 /] ENSMIUSTO0000085525 // Cos. Cast _0oss17 00050255 R os673090 627100 oonise3z 05233400 7636830 3054200
Toasaaio 030555 // Nbea / neurobeachin /3 C|328.9 1 // 26422 /[ ENSMUST00000025% Nbe 030595 00007225 0227535 ose35890 o 033169 0618630 07893650
10598848 NNI_185317// PHELG /7 PHD finger protein 16 /X AL3 /] 382207 /1] ENSHMUSTO0000 Phiss 159317 0028570 as: 05632000 7755700 05966630 06669620 53300
1002152 N_005025 // b/ retinoblastoma 1 // 14 D3] 14 41.0 /] 19645 /1] ENSHUSTO00 RoL _00s026 00000772 oo0s0z75 5050 015100 042505 x os3230%0 2013500
i0as0ssa 001037526 /] OTTMUSGOO00010173 /7 prediced gene, OTTMUSGO0000010173 // 4 E1 GTTIMUSG00000010173 001037526 00007140 0z2s852 0558950 021400 oo176877 05851120 06479910 5433500
10510167 NM_001037526 // OTTMUSGOO000010173 // prediced gene, OTTMUSGOB000010173 // 4 E1 OTIMUSG00000010173 NM_001037526 0o00i07 0186108 05512880 8135300 00262520 05977220 06420970 5573000
1053797 001083625 [/ AX220484 f €ONA saence AK220484 /] 16 AL/ 381157 /// ENSMIUS 20884 001083628 3 002415 05495800 15195700 00243277 05966630 08907090 12270
10594104 016765/ Smads ] MAD homolog 3 (Drosophi) /] — 1/ 17127 /1] ENSMUSTO000 016765 oo21ai: 01325560 05493430 15203600 00133598 05778020 06967110 353200
10517165 NM_080559 /7 $h3bgrl // heank st prta 3/ Shibgrls 080558 oo196725 01267200 05430200 “Lsa15500 [ 6177 08718480 1475100
10356932 mmsw OfErtise /DA semen, G L, EXATO ol 6, e/ £ Dierdeaze 8023051 003271 01355010 osansen “Lsazsion 00302228 077370 0anms0 23655400
10371220 NM_01030¢ /7 T Grats 010302 oosatea7 01655210 05332250 a0 ooatseo 05966630 0707309 Laizei00
T0as2500 o G520t o i s 113 L 058 A TG0 inds 028810 00020082 EUEEY 05332080 BT ooiss0is Oses1120 0531100 0832900
035037 N_02882 1/ paar ] progestin a member Vil /] 15 ] Paqs 02820 ootios2s e 02360 9064500 ooatiass 05966630 saisen 11300900
10577100 M 001024504 / Deur /] D a Deunier 00102 [T 077100 “Lomsa0 00use2 06350810 0755970 132310600
1033920 OorseEss 01126800 05122050 19521900 Oougsaze 99500 G20 20310500
1050207 ENSHAUSTOO0GHDA9189 ] At T e The 3 metalopeptisee ool s ENSMUSTON000045185 ooorse3s oomsssis [T “Los7aion Oonaizse Os36230 07936030 2600800
FEZ) NM_0332465 /] Ca9% /] CO96 antige // 16 85 ] 84544 /[ ENSWIUSTO0000023336 /] & oo 032165 oozra281 01507280 os033850 “Lssss00 ocaiseis 05966630 07a030 3505500
10521667 NM_005763 //Bst1 [/ bone. S83[5250 /7 121 Bt 005763 oottsers ooss6s22 05030700 S577900 Ooi9287 0209300 06097400 00100
T0a11611 N_D10870 /] NaipS // NLR famil, 3p0ptosis nhbitory protein 5./ 1301113 55 oS 010870 0o0ss180 oos30291 os007130 Ss71500 oossiITy 06350840 07asa1i0 33300
1059421 ENSHUSTO0000063858 // ENSMIUSGO0000052145 / precicted gane, ENSIUSGO0000052173 ENSMUSG00000052143 ENSMUSTO0000063858. ooos3171 ooga7s7Ss 05001460 5554200 (e 0se58630 7580140 2531100
A 2552 DDl et bl by, membe 4113151767 Dnappt 025526 0co0s028 ootssen2 oas1e 20737100 ooz7isst Os0rses0 06a0iz80 Se1ac00
1056785 7 Lot ] inker foractvation of T cells 17 73/ 16757 /1 ENSMUS Lt 010685 0035876 01862310 0as00570 2 0405800 00273650 Oc015650 0G50 1594500
10409857 I 75908 SRR e 45O et TS G T 53048624 178098 ooorsezs oors0s12 0877280 20503200 0ons2805 05362340 263810 2101000
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31053 = 051460 [XEEET) 852810 0598100 138556 05778020 05865590 7048500
10466659 M _016266 /7 Gda /] /75115 155 v ] 534 1 ENSMUSTOmE Gaa NM_010266 730 00750915 4815320 0767000 E 05163010 06224430 6065700
10604175 NM_172930 ] Far70a // family with sequence similarity 70, member A// X A3:3 /] Fam703 NM_172930 013256 00310698 391 1100800 0416374 06296050 07557280 3232300
10579958 M _008357 // 1135 //inerleukin 15 // 8 C218 38.0 cM // 16168 /// ENSMUST0D000C s NM_008357 28: 00155197 4535470 2 0248056 05966630 07654350 2996500
0502050 ENSMUSTO0000029652 // Al // alpha-kinase 1 /3 H1 // 71481 /// AK173191// & AlpkL ENSMUSTO0000025662 0006765 00219542 4530160 2074300 0320168 06144630 06566140 5225600
10435948 NM_026439 /] CcdeB0 /] 1665/7678% [/ EN Cedcs0 X 0413847 01896720 4248850 2477700 0210825 05966630 06081640 24
10542214 NM_010654 // Kid // kilercel lectin bfamily 0, member 1// Kird1 NM_010654 254: 00567751 4330540 1 0177135 03851120 07158590 3891600
10343830 — = 0329630 01677690 4318800 3154600 0425358 06296050 07057030 4170300
10561008 N _001039185 /] Ceacam. Igen-related cell sdhesion moleer Ceacamt N _001039185 0031759 00185275 4267050 3435400 062151 05233400 0447550 2341600
10561854 N 025548 / Tocb /7 tbulin foding 177 817/ 66411 /] ENSMUST0000 Toch NM_025548 00185342 4264730 200 06254130 09028630 1075900
052820 NM_001159557 /] Cd36 /] CD36 antigen // 5 A3[5 2.0 cM // 12491 /// NM_001159558 N _001159557 0225129 0137189 4237860 3596800 35847 06185970 03520580 8404400
10546454 NM_175314 // Adam // 2 disintegrin-Tke and metallopeptidase (reprolysin type Adamisd NW_175314 0054454 00636816 4107420 4346200 0126129 05737140 06268850 5901200
458576 1016753 1 i Tt 3 113 316 M ] 1705 1 ENSMUSoooooosss [ NM_016753 017708 00360116 0991 4395300 0152350 0813830 028632320 1584400
10344240 = el 01482370 4055010 4660800 232 0.4852670 06815520 4672400
10420308 W01 /7 G [/ grantyme 8 /[ 7 B3 14 05 653317 SISMUSTI00000s Garb N 013502 0122915 00988317 026250 4836800 0171895 03851120 06286250 5507700
10576639 NWM_008737 // Nrp / neuropilin 1 //8 €18 73.0 ci/ 18186 /]] ENSMUSTO0000021 Nrp1 NM_008737 512 00618542 3 5819800 0160759 osm21840 odsa 4389600
014359 N DTSETS ) ot St meml ey i 1 27 A53 7 s 7% Drahcs N _013811 0234520 01389050 3812420 6230000 0368101 06187790 06845600 4507500
10587383 M _153098 /7 Ca103 /] CO109 antigen /7 9 1/ 235505 /// ENSMUST00000093812 /] 10¢ NM_153098 0010659 00278675 180 6796500 B34 05362380 05625610 7775200
10546432 1318 M reprolysin type Adamiss N _175314 0183259 01223250 3684670 7139500 0311069 06052170 06742470 a831400
10559837 R 60355/ Vs [ vometonsel 3, eceptor 27 AL /176289 /W 0013 Vmn2r29 NR_003555 0007751 00234139 36010 7523 14 06296050 07927130 2614900
10479950 e BT eages 7 Cogbp? N_001110231 0002242 0013648 3602010 7762300 1521 04796000 05127150 9501000
1034101 = 0005591 00199281 3489110 oot 0223856 05966630 07569270 3211300
10518147 N -016325 1 P /] odapants /7 EL/] 14726 /] ENSWIUSTOO000030317 1 P Pdpn N 010329 026204 00410359 3352070 9832300 15 03925780 03710270 6952200
10560744 'NM._203489 /] Vird15 / vomeronasal 1 receptor, D15 /7 A3 /209824 /J/ NV_206¢ Virdis NM_203489 0000625 00072656 3263050 0646100 0266428 06007050 08378820 1934900
408850 NM_OOI111324// Nedd / neural precursor cel evelopmentally down-t Nedds. N_001111324 0001160 00057488 30503 2358500 0286212 06032510 06934800 4120000
10510261 W _001014397 // OTTMUSGO0000010673 // redictd gene, OTTMUSGO0000010673 // 4 E1 GTTMUSGO0000010673 NM_001014357 0002927 00156983 2942470 3961500 o 05233400 06813740 676200
10392522 NM_153145 / Abcasa [/ ATP- b-family A (ABC), member 8a // 1 beata 153145 0001875 00123505 2901650 4363100 0262584 05977220 05176460 0857400
10458663 IM_009468 // Dpysl3 /] 3/718 63 // 22240 7] WWI_00113 Dpysh3 NM_009468 0006472 00213673 216510 1211500 0000672 0253910 048719480 1468600
0551393 NM_007434 // Ak2 /] thymoma vral B1[765 cM// 11652/ ) NM_007434 0003332 00167552 2356870 2429200 0315035 06102110 05560880 7582800
10603953 . 010406338227 /et gene, 8127 X/ 0271/ . 015 382277 NM_001040663 0003054 00162041 2192580 5608300 0021973 04852520 06598100 5155000
aizs36 NM_001001183 // Tmem201 04/ 17453/ 40753 [N Tmem204 NM_001001153 050382 00614993 21513% 5633200 0153889 03813830 04556420 1547100
10483439 NM_001081088 // rp2 // low den Lp2 NM_001081088 00060121 2160280 5865 0056018 05233400 06807670 4685900
10462237 1416 // Smarca? ]/ SWI/SN related, maix ass Smarcaz o141 0000802 00080514 2147100 6572500 075645 05357610 06615210 5116700
10414265 o, o191 oS EA A I SO TS g 15 € A T 45305036 14RK NM_029131 0000028 00018498 2123 646100 217319 0596630 07200830 3887300
057832 NM_001005863 // Mitust uppressor 1//8 Ad // 102103 /// tus NM_001005863 0000071 00028875 211539 7272600 33070 06144630 08716370 1472700
10550782 'NM_030736 // Vird14 / vomeronasal 1 receptor, D14 //7 A3 // 81011 /// NM_00112 Virdis NM_030736 0000154 00038303 2084330 7977000 0258384 0597500 08093630 2355400
10565153 N1_013686 [/ Hegiro3 / Jated protein 3//7 0 g3 V013856 000005 00026675 1907490 2420500 0209625 05966630 08010520 2083600
10583870 NM_028472 // Bmoer // BV UELY/ e/ Bmper NM_028472 22: 00136569 1725750 7945700 0313465 06097130 07520000 3207900
10566934 G552t Tyt g v eceptor1//772 Lyvet M _053247 0025938 00171810 1 1786400 58567 065140 05216200 9170500
10521759 178804 //Sit2 ] it nume\ezz(Dmsupmva)//saa//zossz J// ENSMUSTa0 Stz NM_178804 2125 00132884 1170620 5424800 0151857 05813830 06645500 5047600
012025 N _010374 /] G /] gransyme  // 14 C3114 20.5 /] 14943 /] ENSMIUSTOD00002 Ga M _010374 0245082 01435250 0575 1078300 oas1622 06354770 02504570 9527000
10357870 i 054071/l T epeat /1 E41174 Prelp NM_054077 234 00048500 0692924 2067000 0029540 05001020 06930520 4426100
10410534 M_011782 // AdamisS /] a disimtegin-ike and metallopeptidase (reprolysin type amt NM_o11782 0002570 omsiL 0795736 5670000 0213854 05966630 05146010 932500
10603962 msmm ENSMUSG00000073266 / predicted gene, ENSMUSGO0000073266 /] — 1/ 1 ENSMUSGO0000073266 573 0000025 00018498 61312 5930000 0245412 05966630 08081650 2373700
10603973 NSMUSTO0000101657 / RP23-98M14.2 /] novel protein simiar to Xir-related, meio =T ENSMUSTO0000101657 0000025 00018498 o6a1312 5930000 02asa12 05966630 08081650 2373700
10603984 TS5 ENSHUSSOO0007 3558 e e ENSVOSGETRROOP 3687 = 77T ENSMUSGO0000073266 573 0000025 00018498 0641312 5930000 0245412 05966630 08081650 2373700
060395 AKIST371 /] ENSMUSGO0000073266 // predicted gene, ENSUSGO0D0D073266 //—// 1 ENSMUSG00000073: 1573 0000025 00018498 061312 5930000 02asa12 05966630 08081650 2373700
10604006 LSOO /B2 6141 ol et smir it ko RP23 9BM142 ENSMUSTO0000101657 0000025 00018498 0641312 5930000 0245412 05966630 08081650 2373700
10604017 AKIST371 /] ENSMUSGO0000073266 // predicted gene, ENSMIUSGO0D0DO073266; ENSMUSG00000073: 1573 0000025 00018498 061312 5930000 02asa12 05966630 08081650 2373700
10604021 T NN RT3 etcred e NSO e~ // ; ENSMUSGO0000073266 AKI57371 0000025 00018498 0641312 5930000 0245412 0596630 08081650 2373700
10599058 AKIST371 /] ENSMUSGO0000073266 // predicted gene, ENSMIUSGOD000073266// ENSMUSG00000073266 AKIS7371 0000025 00018498 61311 5930000 02asa12 05966630 08081650 2373700
10599060 T N Moo 30 edcres e M RGOMTROT e T T ENSMUSG00000073266 1573 0000025 00018498 0641311 5930000 0245412 0596630 08081650 2373700
0559062 ENSMUSTO0000101657 // RP23-98M14.2 to Xir-related, meio =T ERSVUSTO0000101657 0000025 00018498 61311 5930000 02asa12 05966630 08081650 2373700
10599073 ENSMUST00000101657 // RP23-98M14.2 o Xrrelated, meio RP23 9BM14.2 ENSMUSTO0000101657 0000025 00018498 0641311 5930000 0245412 0596630 08081650 2373700
59903 ENSMUSTO0000101657 // RP23-98M14.2 // move protein similar to Xr-relted, meio SBM14.2 ENSMUSTO0000101657 0000025 00018498 I 5930000 02asa12 05966630 08081650 2373700
10599105 ST ] hUSCObOTaI ] it s, INSAUSCIOON Tt | T ENSMUSGO0000073266 573 0000025 00018498 1311 5930000 0245412 0596630 08081650 2373700
10456276 NM_028946 // Nhedic /] Nas/Hs exchany e hedc1 02z 10000085 00030958 0626452 9615000 0470207 381170 07161730 3563100
10599064 NM_001109970 // RP23 1100111 // Xi-elat 11001% NM_001109970 0000435 00061110 0568523 5894000 0364612 6187790 07871180 2704600
059507 = 110011, NM_001109970 0000316 00054732 0565378 6873000 0335189 6144630 08050080 2022200
10599107 rrelat 110011 NM_001109970 0000316 00054732 0565378 873000 0335189 6144630 046050080 2102200
60396 = 110011, NM_001109970 0000316 00054732 0565378 6873000 o331 6141630 08050080 2122200
10603967 rrelat 110011 NM_001109970 0000316 00054732 0565378 873000 0335150 6144630 08050080 2102200
10604008 = 110011, NM_001109970 0000316 00054732 0565378 6873000 0335150 6141630 08050080 2122200
10599096 rrelat 110011 NM_001109970 0000 00057263 7 6000 72: 6350840 08079570 2376900
0603 = 110011, NM_001109970 0000343 00057263 oa97538 0986000 oaa7257 6350840 08079570 2376900
10603986 rrelt 110011, NM_001109970 0000231 00048383 0462691 6127000 0390473 6222000 08057210 2011300
10604023 relat 110011 NM_001109870 0000231 00048383 462691 6127000 0390473 6222000 08057210 2011300
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y Table 3: Ci p- genes [with

P value of 0.05 n= 205]

Transcript Cluster ID Gene name Gene Symbol | RefSeqID | Unadjusted P value (4T1.2vs 67NR) | Adjusted P value (4T1.2vs 67NR) | Ratio (4T1.2vs 67NR) | Fold Change (4T1.2vs 67NR) | Unadjusted P value (LMB vs EO771) Adjusted P value (LMB vs EO771) | Ratio (LMBvs EO771) | Fold Change (LMB vs EO771)
FUEE VL_GT0805 1/ Vimp3 /] e metalopeptiosse 3775 A119 L0 7 17552 I N i W GT0865 000085 (e 7 7000 o0z [T 3000 530600
Tousesis 201362/ Cedets /. 16 62 //381175 /1] € [y 201362 00000888 00084006 3553700 3553700 00346355 Os172700 6183200 6183200
Touess M 054045 // 052 Sl 180 ; iz 054045 00008155 00263034 2308500 Z308500 Gowreior Osss1120 5929900 S929900
0836519 01413 /7 Robot /7 Drosophial /16 C3.1 /19876 1] Robot 019413 00003404 ooteon6z o 509900 Oo3ss9n1 06172700 aatas00 aatas00
Toaga%1 VL 016866 /5139 TE20/5P51 homolog (yeast // S0 V016566 00000076 00030097 2389200 Z389200 50 039257 1521000 1521000
To5923% 011445 /50917 /] 17795/ 20686 1] ENSMUST por o145 000023 G0138606 07800 707800 00i260% 06296870 2811500 2811500
Tossioar 01306 // Adarmiss /2 G in e Boamsg 013906 oo0z9z1 Ooies8se 2063300 0 O0124250 os7 717300 717300
Towaa V013650 /7 10038 // 5100 calcum bindingprotein A8 clgranul A) /7371 100 013650 o0062405 00688022 os32000 om32000 Oouzs02z osra 282800 282800
Tos90892 026655 / Cep57 [/ 1152 [/ 74360 /] EN5MUST0000003 Ceps7 026665 00000027 oo0imass 37700 771200 O00876% 05362340 108500 108500
10608637 - - 00012699 00504055 35847500 3042500 00742561 05966630 5635900 5635900
10363173 010288 /7 Gial. Tpha 17710 64110250 M/ 14605 Gor 010788 o000s7a7 oots6108 51003600 50 25 03777900 4341200 a3i1200

350 009367 // Tefoz v beta 2/ 5111015 // T Tanz 009367 o006 oozser2r 31031900 1031500 ooz os737180 Tr4800 Tr64800
10358668 NM_001024720 // Hmen1 // hemicentin 1 // 1 G1 // 545370 /// ENSMUST00000074783 Hmenl NM_001024720 0.0100491 0.0887058 3.0641600 16( 0.0166779 0.5851120 6174200 6174200
Tosss9 178753/ Cebet // domains 1 /118 E17/ 32 Cober 178793 00005365 Oo1ss353 7813700 7812700 00053967 5362880 7233000 7253000
0343565 Go150835 01246000 So75000 s975000 022453 05966630 S772000 S772000
10549200 NI_O11444 7 o5 /] SRV-bor contaning gene 5 /] € G316 635 o // 70678 /7 WOT 5o W oTi G0000975 o o0sBazE Ses1500 sao1st 0001570 03629660 777300 a777300
Tosase97 BCI06181// 3010003L21R0K /7 RGN cONA 3010003021 gene /6 G3 /109163 /17 NN SOT000L2IR Bcioo1eL ooor72s oossa76E S289500 5289500 00187037 osEr7510 1088100 08810
037758 NM_009235 /] Sox1 // SR box containing gene 15 //1 B3] 11390 I /20670 ] 35 009235 00000176 00042368 aso1800 ass1800 0028235 03966630 O8a7100 o8a7100
FEST 0085326 /] Prkgz /] SBissiomm kg2 008526 o000375 Oomsan21 S0s300 3015300 Oo1s9575 Ose8630 T634200 1634200

10430400 NNM_130859 // Card10 // caspase re ‘member 10 // 15 E1// Card10 NM_1: 0.0000160 0.0039896 185 1518500 0.0381616 06199630 1291200 1291200
ToazaisT SO0 | Dt proi 20 1715 02 /7239510 [/ ohiz0i 001 o003 oots25z 1509100 1509100 ooz 05737140 1350500 1350500
10529957 ovisTononso1 [ ot 16 125 7565/ 70693 oriz ENSMUSTO0000030571 G003 G031067 0653600 S350 0370998 61877 5426100 26100
Toasss7 21305 /] Seco1a2 /1 se) /[ 2AL /57723 Seco1az oy 00034935 00509763 0327400 0327400 O owzses 03501510 1492200 1492200
10354432 NMJJD!SZ /I Myolb // myosin m//] CL1[1248cM 17912 /] ENSMUSTO000004€_ Iyolt NM_010863 0.0008345 0.0243952 0297800 0297800 0.0166058 0.5851120 7285200 7285200
o510 L6377 e v it e nd ) gL 008377 oo0iEs oo37190 201900 o19200 0010 Oe22e0 2354700 2354700
T03a7ast I 009526 // Wnt ] vinglesselted MMV integraionse 6 // 1 C3 /224201 Vints 009525 i w0130 20051300 JE Gotsa026 0813830 159500 159500
To323599 Ok 15753 i i 5 75 33 1T R 7 SHGOO07357 717 Watnz 016762 G0012038 o078 5 950 [RYGE ose87a 7567500 7567500
031720 Gowreos 01200290 9506200 5506200 OouEs07s osEr7510 535 5350
Toaos Y3856 IO AGN coA TO0RG 4 5 6 T T 1 TGO NETETY oo0r2aaa 0001602 S220200 s220200 00440364 T 1736200 1736200
10553403 'NM_001146049 // Htatip2 // HIV-1 omolog (human) // 7 Htatip2_ NM_001146049. 0.0004063 0.0183113 9111100 9111100 0.0273066 0.6015850 2018300 2018300
0465035 175400 7 Sephs /1 st Trooet 7 v Sephst v 175400 a0072553 00408017 500500 o5 o156 059665630 641400 641400
10373857 NM_001035302 // G120 [/ ene model 129, (NCBI) /3 F2.1 1 229599 /1] BC132471 Gmiz9 001033307 Go0zsies IR 5500 549400 Go301800 05077060 995800 595800
Tosseezz NM_O13554 /] Mbd1 / meth-CpG bindng domain protein /] 18 £2118 450 M /] 013594 Goorssez oos9771 328600 328600 00020306 oasszs20 T7asa00 T7asa00
Towa073 030172 /] 26100216210k AIKEN cONA 251002121 gene 1/ 12 1/ 72767 [/ € FETIITEIS 030172 00080014 oo7es9s5 8273100 s272100 Oowsaz1 05778020 300 300
10487453 'NM_016902 // Nphp1 // nephronophthisis 1 lle) homolog (human) // 2 F3 // 5 Nphpl NM_016902 0.0101284 0.0889153 8132400 8132400 0.0425481 0.6296050 3760500 3760500

o6 At ot 1 /712 G /19363 /] 05206 Rads 11T 009014 00009331 oozs77o0 52200 st Oouaias 06350840 1503900 1505900
10396956 016814 // pen 1201/t [ ENSMUSTE e vo18s1a o003 ootz 7993200 7993200 ovssas2 05362340 1256600 25650
057285 e & s 10 homalog & (Chiamydomons] Tophiob [ v Oo0reaz Oosess1e BE 7862300 0027008 R0 2526300 2526300
039 00844505 0181800 o 7709900 0017560 052960 3160000 5000
T 00080865 oorsiss 708300 7a08300 o027z 050 Sais300 Sai8300
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10397575 NW_172544 // Noxn3 /] neurexin Il // 1202112 45,0 cM // 18191 //] ENSMUSTO00000 N3 NM_172544 0476138 2053030 2517300 2517300 0033632 5103550 2675800 2675800
10594825 'NM_022026 // Aqp // aquaporin 9 //9 D /] 64008 //] ENSMUSTO0000074465 // AapS AapS NWM_022026 0219558 1343070 2454800 494800 0325958 6144630 110841 1198400
10507580 NM_133852 // Loo1.// L-amino acid oxidase 1// 4 D2.1 // 100470 //] ENSMIUSTO00C Laot 338 0338348 1700150 2469100 469100 0370077 6187790 1848700 1848700
10493690 ENSMUSTO0000029548 // Nup2101// nucleoporin 210-like // 3 F2 // 77595 Nup2100 ENSMUST00000029548 0072844 0761196 2458200 458200 0050017 5362340 3992000 3992000
10521136 NW_001081102 // Whsc1 // Wol-Hirschhorn syndrome candidate 1 (human // 5 B1 /7 Whsel X 0056026 0624297 2450700 450700 0088559 5362340 2025000 2025000
10396278 NW_026102 /] Daam1 /] dishevelled associated activator 1712 Daam1 NW_026102 0046071 0587162 2405200 405200 045036 6430890 1631300 1631300
10570585 - 0055020 0638978 2402000 10200 0030137 1020 1851500 1851500
10502375 'NM_008642 // Nittp // microsomal triglyceride transfer protein /7 3 G313 66.2 ity NW_008642 0117946 6430 2367000 2367000 0368218 6187790 1612800 1612800
10550022 NM_133948 /] Pipd /] PCA and SFRS1 interacting protein 1 // 4 C3 // 101739 //] Psipt N 133948 0005501 0205357 2231400 2231400 0035854 5103950 1521900 1521900
10564169 AF241256 /] Snord116 /] small nucleolar RNA, C/0 box 116 cluster // 7 CI7 25.0 ¢ Snord116 F241256 0230070 1374540 2230500 2230500 0285367 6032410 2550600 2950600
10446986 NM_015800 // Crim.// cysteine BVIP regulator 1 (chordin like] Crim1 015800 0452016 2088600 2225600 2225600 0032958 5103990 1685400 1685400
10496077 NM_027907 /] Agrt211 /] alanine glyoxyla 2ike1//3G3 g2l 027907 0363929 1767500 2213800 2213800 0016389 4825080 0607900 0607900
10361007 'NM_026796 // Smyd2 // SET and MYND domain containing 2 // 1 H /] 226830 /// ENS Smyd2 1026796 0408162 1884240 2212900 2212900 0342217 6172700 2211900 2211900
10457382 'NM_153086 // Gid4 // gap juncion protein, delta 4 // 18 A1 /] 225152 //J ENSMUS Gida 153086 0336691 1694830 2200100 2200100 0494127 6430890 0987900 0987900
10461856 NM 008137 // Gal4 // guanine nucleotide binding protein, aipha 14 // 19 ABI15 Gna1d 008137 0168781 1172790 2168500 2168800 0155827 5813830 2639400 2639400
1047207 NW 212433 // Fbx03 // F-box protein 3 // 2 €2 // 57443 /{/ NM_020593 /] Fixo3 1 Fbr03 212433 6oL 1468310 2109700 2109700 0045122 334 1569100 1569100
10359446 BC138375 // AIBAB100 /] expressed sequence AIBA8100// 1 H2.1 /] 226551 //] ENSM AIB38100 138375 0451227 1998720 2061500 2061500 0053660 5233100 1635000 1639000
10427661 - 0013679 0316233 2053400 2053400 0085057 5362340 2110300 2110300
10410148 NV 001081129/ Cntnaps /7 e 3 // 13 63 7/ 23868 Cotnap3 NV_001081125 0082408 0806418 2031700 2031700 0347180 6172700 1258800 1258800
10521383 NM_007418 // Adra2c /] adrenergic receptor, alpha 2c // 5 B2[5 20,0 cM // 11553 Adrazc NWV_007418 0395531 1852160 2012700 2012700 017295 5966630 0901900 0901900
10359422 NM_007453 // Prcx6 // peroxiredoin 6 // 1 H2.11183.6 cM // 11758 /// ENSMUSTOC Prosé NW_007453 0437698 1964750 1996900 1596900 0251687 6047360 1236600 1236600
10540507 'NM_008210 // H3f3a // H3 histone, fomily 34 // 102.3 // 15078 //] BCO83353 // H X 0470108 2039680 1993500 1993500 0173517 5851120 0691600 0691600
10386741 ENSMUSTO0000074908 // 3110043A19RIk // RIKEN cONA 3110043A19 gene // 1182 /1 3T10043A19RK__| ENSMUST00000074908 365 1873190 1959700 1959700 0063170 334 78 1407800
10438189 'NM_144852 // SIc7ad /] solute cartier family 7 (cationic amin acid transporter, Sicrat 144852 0348129 1723970 1892900 1892900 0218423 5966630 2164200 2164200
10517058 NII_001083516 // 1810019/16Rk // RIKEN cDNA 1810019)16 gene // 4 02.3 /] 630731 T810019/16Rk M 001083516 0301141 1595320 1885500 1885500 0i02122 6253770 1257100 1257100
10591210 NM_146558 // OIfr866 // olfactory receptor 866 // — // 258551 /// ENSMUST00000 i85 M 146558 0025165 0465222 1682500 1682500 0035488 5103990 10461¢ 1046100
10554180 BC116191 // Zicd // zinc finger protein of the cerebellum 4 //9 E3.3[9 610 cM Zich Ci16191 0124328 9384 1859600 1859600 0082483 5362300 1053000 1053000
10373660 NM_126777 // OIfr818 / olfactory receptor 818 // — // 258773 /] ENSMUSTO0000 Oif818 M 146777 0261747 1472200 1842600 1842600 0158054 5813830 1566000 1566000
10538571 'NM_053231// Vircl /] vomeronasal 1 receptor, C1// 6 B3 // 113858 /// NM_134185 Vircl M 053231 0053865 0632626 181061 1810600 0355343 6172700 1235100 1235100
10358631 'NM_001024720 // Hmen1 // hemicentin 1// 1 G1 /] 545370 /// ENSMUST00000074783 ] Fimen NM_001024720 0151771 1105820 1810200 1810200 0248210 6350840 0358900 0358900
10437737 NM_025546 // Rsi11// containing 1/7 16 B1 // 66409 //] EN Rol1dL NW_025546 0327685 1672130 1810200 1810200 048754 6350840 0673500 0673500
10534253 NW_001081462 // Gt2ird1 // general transcription factor I I repeat domain-cont Gif2ira1 NM_001081462 0441150 1973850 1801600 1801600 0122261 5737140 3599800 3599800
10408367 NMi_008232 // Hgit /] i factor-like 1// 13 A3.1 // 15192 HagfiL NW_008232 0201378 1282040 775200 775200 0018878 4852520 1927500 1527500
10358336 - 0175408 1194750 753200 753200 0413185 6296050 1580200 1580200
10477495 'NM_001012392 /7 U46068 // cONA sequence U4G0G8 // 2 H1 // 228801 /// NWI_153418/ 45068 NV_001012382 0434138 1954130 726600 746600 0000120 1067480 1877900 1877900
10564159 AF241256 /] Snord116 // small nucleolar RNA, C/0 box 116 cluster // 7 C17 25,0 ¢ Snord116 AR1256 0279570 1530940 733300 733300 0378411 6190170 2204200 2204200
10503374 - 65304 2027730 709600 709600 0482236 4172 1164200 1164801
10601545 - 0434569 1955360 1681900 1681900 0046514 5233400 1807100 1807100
10560270 NWI_008718 // Npas1 // neuronal 1777 A217 40 M7/ 18142 Npast NW_008716 0413704 1896550 1672100 1672100 0339938 6166390 1665800 1665800
10460631 NW_009045 // Rela // v-rel Rela NM 009045 0317343 1641900 1651500 1651500 0377885 6190170 1435700 1435700
10473270 — - 0327779 1672580 1606900 1606900 0459086 6351460 203900 2043500
10584386 NWI_146806 /7 OIfr143 /] olfactory receptor 143 /] — /] 258802 /] ENSMUST00000 Offria3 M 146806 0122221 84748 1594200 1594200 0243650 5966630 0959700 0959700
10471298 NM_001150634 // Batal // HLA-B associated transcript 2-ike // 2 8 // 227723 //] Bat2l NV_001159634 0064942 0703273 1580900 1580900 0252056 5966630 1493200 1493200
10510957 NWI_172990 /] Panké /] J 42 ][ 265614 /] ENSMIUSTO00D003 Panké. M 172990 0120578 0977278 1467800 1467800 0304256 5077970 1789300 1789900
10861713 NM_146684 // OIfr1440 // olfactory receptor 1440 /] — // 258679 /// ENSMUST000 Offr140 M 146634 0489931 2084230 1452900 1452900 0229882 5966630 1837000 8371

10461818 NM_146636 // OIfr1487 // olfactory receptor 1487 /] — // 258629 /// ENSMUST000 Oifr1487 M_126636 0398115 1859130 1450900 1450900 0303615 6077970 1653900 1653900
10368997 'AK048022 /] C130030K03Rik /] RIKEN cDNA C130030K03 gene // — // 320644 CI30030K03Rk AK048022 0345038 1717750 1406200 1406200 0039365 5169010 1765800 1765800
10521088 ENSMUST00000101353 // ENSMUSGOD000073044 / predicted gene, ENSMUSGO0000073044, _[ENSMUSG00000073044_ENSMUST00000101353 0056937 0651580 1352100 1352100 0494772 6431660 1585100 1585100
10416110 'NM_001034881 // EG432870 // predicted gene, EG432870 // 14 D114 // 432870 /1] € 6432870 NM 001034881 0232150 1381480 1268700 1268700 0075418 5357610 1496700 1496700
10452625 T - 0370319 785330 1022200 1022200 0021480 852520 1875700 1875700
10338558 T 149110 1058350 0958700 0958700 0055793 5233400 10568 1096800
10489422 V008435 /7 Kens1 /7 K+ valtage-gated channel, subfamiy 5,1 // 2 H3 // 16538 [ KensT NV_008435 0228289 1369170 0599500 0599500 0048196 5233400 2466500 2466500
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Supplementary Table 4: Sequences of oligonucleotide primers used for gRT-PCR

Gene Forward Sequence Reverse Sequence
Pthrp 5' TTC GGT GGA GGG GCT TGG CC 5' CGG CGG CGC AAG TCT TGG AT
S100a8 5' CAC CAT GCC CTC TAC AAG AAT G 5' TCA CCA TCG CAA GGA ACT CC
S100a9 5' GGA AGC ACA GTT GGC AAC 5' TCC AGG TCC TCC ATG ATG TCA
Egfr 5'CTG TCG CAA AGT TTG TAA TG 5' GAATTT CTA GTT CTC GTG GG
MMP-9 5' CCA GAC ACT AAA GGC CAT TCG A 5' TCC CAC TTG AGG CCT TTG AAG
Rps27a 5' GAC CCT TAC GGG GAA AAC CAT 5' AGA CAA AGT CCG GCC ATC TTC
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