S1: DASL Assay Reproducibility and Concordance

A

30 -

Human Cancer DASL Panel

Number of Replicates = 80

25
Avg. Pearson R = 0.963

20

15

Replicates

10

0.5 0.6 0.7 0.8 i 0.9
Pearson Correlation R?

D DASL Panel Patient Content

Replicates

30

25

20

15

10

E

Replicates

20
18
16
14
12
10

[ T N R O = (I

Breast Cancer DASL Panel

Number of Replicates = 100
Avg. Pearson R? = 0.962

0.5

0.3

0.6 0.7 0.8 . 0.9 1.0
Pearson Correlation R?

Inter-DASL Panel

Replicates = 80
Avg. Pearson R? = 0.877

0.6 0.7 0.8 0.9 1
Pearson Correlation R2

C

DASL Panel Gene Content

Breast Cancer DASL

Human Cancer DASL

Differential Genes

UpinTN Dc
_ -
, -
!
I11 (2
! \
A\ ~
N,
~




G

Expression Intensity

S1: DASL Assay Reproducibility and Concordance

Quebec: Human Cancer Panel

25000 -
20000 -
o
15000 - =
] 1 B
10000 | | o § a
— .
g8 . g g il =3
5000 1 o ¢ ==
a v &
o
0 ;
ESR1 PGR ERBB2

mTN BHER2+

JHR+

K

Expression Intensity

EMTN MHERZ2+ [OHR+

Expression Intensity

Georgia: Breast Cancer Panel

12000 -

10000 -

2000 -

6000 -

4000 -

2000 A

0 -

_E_

P<0.0062
|

P<0.0001
P<0.0001
P<0.0001

10000 -

8000 A

6000 -

4000 A

2000

0

L

ESR1 PGR

EREB2

Quebec: Breast Cancer Panel

12000 -

i

<0.0001
.0001 }

P<0.0001
P<0.0001
P=0.0062

-

P<0.00

ESR1 PGR

ERBB2

mTN BMHER2+

THR+



S2: Canonical Pathways Overrepresented in TN / Basal-like Subtypes

A QC-HCP B QC-BCP

Probes Probes
Pathway |total wupinTN P comr. P Pathway [total upinTN P corr. P
ErbB o9 7 051325 1 ErbB 75 6 03709 1
Hedgehog 42 1 0.9565 1 Hedgehog & o0 1 1
JAK-STAT 103 3 0977 1 JAK-STAT B3 2 09292 1
MAPK 195 10 03811 1 MAPK 111 8 04485 1
mTOR 39 4] 1 1 mTOR 45 0 1 1
Motch 18 1 07426 1 Motch 18 0 1 1
PI3K 6 4] 1 1 PI3K 9 0 1 1
TGF-B 58 1 05864 1 TGF-B 39 2 0.74 1
VEGF 51 4] 1 1 VEGF 48 0 1 1
wnt 77 5 0.6246 1 wWint 42 5 00048 0.0481
Total 1488 B89 - - Total 1536 101 - -
C GA-BCP D MSKCC-99

Probes Probes
Pathway [total upinTN P coir. P Pathway |[total wupinTMN P corr. P
ErbB 75 5 059612 1 ErbB 164 14 0.0768 0.7683
Hedgehog [ 4] 1 1 Hedgehog 77 9 00278 02783
JAK-STAT 63 9 03506 1 JAK-STAT 251 20 0.0719 0.7185
MAPK 111 7 09877 1 MAPK 486 23 0.B261 1
mTOR 45 2 028571 1 mTOR 89 9 00611 06112
Motch 18 (] 1 1 Notch 74 2 05404 1
PI3K 9 (] 1 1 PI3K 123 5 0.8253 1
TGF-B 39 2 029603 1 TGF-p 147 10 0.3094 1
VEGF 48 1 05982 1 VEGF 129 13 0.0289 0.2889
Wt 42 7 0239 1 Wt 257 18 0195 1
Total 1536 186 - - Total 22283 1248 - -
E UNCCH-186 F Stockholm-159

Probes Probes

Pathway |total wupinBasal P corr. P Pathway |total wupinBasal P corr. P
ErbB 152 12 04943 1 ErbB 164 6 01257 1
Hedgehog 91 13 0.0204 0.2042 Hedgehog 77 4 00755 0.755
JAK-STAT 223 13 0.8765 1 JAK-STAT 251 2 09675 1
MAPK 400 26 0.8292 1 MAPK 486 11 04239 1
mTOR 83 4 0.8862 1 mTOR Ba 0 1 1
Motch 57 2 09382 1 Natch 79 0 1 1
PI3K 119 7 08116 1 PI3K 123 5 01122 1
TGF-B 135 15 0.0207 09068 TGF-B 147 9 00036 0.0359
VEGF 122 8 07214 1 VEGF 129 3 0.5009 1
Wnt 270 32 0.0087 0.0869 Wnt 257 16 0.0001 0.0010
Total 22575 1722 - - Tatal 22283 461 - -



S3: Canonical Pathway Regulation by Subtype
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S3: Canonical Pathway Regulation by Subtype
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S3: Canonical Pathway Regulation by Subtype
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S4: KEGG Wnt Pathway Expression by Subtype

QC-HCP B QC-BCP C GA-BCP
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S5: Experimental Pathway Regulation by Subtype

A QC-HCP

Pathway Expression | Corrected P (v T}
Pathway |[TN HERZ+ HR+ HER2+ HR+
B-catenin | 0.49 009 -0.18| O664 1.7E05
E2F3 0.13 -0.26 -0.01( 0.011 0081
Mhyc 0.18 -0.15 -0.04 | 0061 0.005
Ras 0.00 0.06 -0.01| 0.292 1
src 0.10 023 0.00| 0124 0.741
B QC-BCP

Pathway Expression | Corrected P (v TN)
Pathway [TN HER2+ HR+ HER2+ HR+
B-catenin | 0.59 0.02 026 0482 8.8E-06
E2F3 0.04 -0.08 -0.01 1 1
MhyC 0.20 -0.03 008 0470 0.014
Ras -0.01 0.03 0.00| 0.845 0.987
3rc 0.23 0.14 -0.12 1 0.119
C GA-BCP

Pathway Expression | Corrected P (v TN)
Pathway [TN HER2+ HR+ |HER2+ HR+
B-catenin | 0.16 -0.13 -0.40 1 2.9E-04
E2F3 0.05 -0.10 -0.12] 0871 0.002
iy 0.09 0.07 -0.24 1 SE-10
Ras 0.00 0.00 001 1 0.383
rc -0.01 0.19 0.00 1 1
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S5: Experimental Pathway Regulation by Subtype

D MSKCC-99
Pathway Expression | Corrected P (v TN)
Pathway |TM  HER2+ HR+ |HERZ+ HF+
B-catenin | 0.27 -016 -0.04 0.310 2E-08 |[HIN | (] BN ININ
E2F3 0.02 -0.01 -0.06 0.314 0.495 E;:"FE
My 011 -0.07 -0.01 0.743 2.TE-05 Ras
Ras 0.02 -0.01 0.02 1 0.014 Beta-catenin
Src 0.09 -0.04 -0.17 0.028 0.024 M'_.I.rc
E UNCCH-186
Pathway Expression Corrected P (v Basal)
Pathway |Basal HER2+ Lum& LumB|HER2+ LumA  LumB
Beatenin | 020 004 007 -017] 0.002 1E05 2605 MR Hy III III IIIII||||| Il II-
E2F3 0.05 002 005 003 0.005 7.BE-06 0.970 :;15;3
hyc 0.21 007 016 0.04)| 6.6E-09 1.1E-18 0.001 Beta-catenin
Ras 0.01 002 001 -0.03| 2.1E-02 0.195 0.001 Ras
Src 0.05 -0.08 0.0z -0.07 0.004 0871 7.5E-03 Src
F Stockholm-159
Pathway Expression Corrected P (v Basal)
Pathway |Basal HER2+ LumA LumB [HER2+ LumA  LumB
B-catenin 0.33 -008  -010 <019 7.5E03  13E04 4.1E-05 I [l 0| [ (NN N
E2F3 002 -008 000 005 0002 0028 0003 '"é"é"t‘; catenin
Wiy 0.23 003 -006 009 0.014 7.3E-06 0.169 E2F3
Ras 0.01 005 -0.01 0.025 0.365 0.476 1 Src
Src 001 -0.06 0 -0.03| 0.827 1 1 Ras
Pathology [ Intrinsic Subtype Z-5core Expression

LI CEP tuminal 8 HR+ [ Luminal A ] I_




S6: Experimental Wnt/B-catenin Expression by Subtype
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S7: Wnt/B-catenin Expression by Classifier Type
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S7: Wnt/B-catenin Expression by Classifier Type
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Table S3: Wnt+ Patients in Meta-Analysis

Meta-Analysis

Intrinsic Subtype Path Subtype Grade Node
Data Set GEO Size | Basal |HER2|LumA |LumB | Normal |HER2+ [HR+| TN 1| 2] 3 P | N
EMC-192  GSE12276  192]- - - - - - - - - - -
EMC-286  GSE2034 286/ - - - - - - - - 0 286
Georgia GSE18539 143 (- - - 3 39 101)= = - - -
GGI-327 GSE6532  327|- - - - - - 65 145 50| 85 221
MSKCC-99  GSE2603 99 |- - - 4 47 30(- - - 54 27
Quebec GSE17650  97|- - - g8 54 24|- - - - -
STH-159 GSE1456 159 25 15 39 23 37|- - - 28 51 31{- -
UNCCH-186 GSE10886 186 54 3 62 31 3|- - - 9 45 120 82 91
UNCCH-67  GSE6128 67 22 7 13 16 9|- - - 4 1 32 29 21
UNCCH-73  GSE3165 73 18 3 22 20 4|- - - 3 27 32( 39 27
Uppsala-249 GSE4922  249|- - - - - - 68 126 55| 81 159
Wint+ 188 53 8 7 0 3 2 2 52| 2 17 52| 38 59
Wnt- 1690 66 59 129 90 50 13 138 103| 175 388 278| 332 773
Total 1878 119 &7 136 90 53 15 140 155] 177 405 330] 370 832
Overrepresentation (p) 2.20E-16  0.84 1 1 099] 079 1 6.30E-14] 1 1 3.98E-11 0.042 0.97
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