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Supplementary figure legends
Table S1. Clinical characteristics of the patients recruited for the study. Abbreviations: NST (no specific type), pos (positive), neg (negative), ER (estrogen receptor), PR (progesterone receptor), HER2 (human epidermal growth factor receptor 2).
Table S2. Primer and probe information for nuclease-based enrichment and detection with qPCR. A) Enrichment probes used for corresponding mutations. B) Primer information for mutant allele specific qPCR and the size of generated amplicons. C) Primers used for target pre-amplification. 
Table S3. Primer and probe information for dPCR duplex and triplex assays. 
[bookmark: _GoBack]Figure S1. Genomic DNA from cell lines containing PIK3CA E542K (A), E545K (B), H1047R (C) and H1047L (D) mutations were serially diluted in wild type DNA with decreasing mutation abundances 10, 5, 2.5, 1.25, 0.6, 0.3 and 0.15% (for H1047R and H1047L only). Mutation detection was performed in enriched samples and matched untreated controls by SYBR Green qPCR method with wild type blocking primer. (E) A linear regression equation has been estimated for data points obtained studying H1047L mutation. Data analysed by ΔΔCt method, where relative amplification was calculated in regards to WT human genomic DNA, and shown as mean mutant fold amplification ± SD. Due to a limited enrichment reaction volume (10 µl), all qPCR points were obtained in duplicates in three independent experiments (n=3). ***P < 0.001 compared with PIK3CA WT, *P < 0.05 compared with PIK3CA WT (Student’s t test using GraphPad Prism software). 
Figure S2. Digital PCR assay result comparison with TruSeq Illumina sequenzing panel results for frozen core tissue biopsy sample DNA from breast cancer patients. Genomic DNA extracted from tissue biopsies were subjected to dPCR and targeted deep sequencing using the TruSeq Cancer Amplicon Panel (Illumina) for comparison. Data are shown as the mutant allele fraction for each sample.
Figure S3. A) Serial dilution of T47D mutant DNA in WT DNA to study enrichment in lower mutation fractions. Mutation detection of untreated samples was compared to enriched samples and samples following a pre-amplification step before enrichment. B) – E) . Genomic DNA from cell lines containing PIK3CA E542K (B), E545K (C), H1047R (D), and H1047L (E) mutations were serially diluted in wild type DNA with decreasing mutation abundances. Mutation detection was performed in enriched samples and matched untreated controls by dPCR. A logarithmic regression curve has been applied and equation has been estimated for every mutation. 
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Table S1

ID Histology Grading ER PR HER2
B03 NST r 3 pos pos Not amplified
B10 lobular 2 pos pos Not amplified
B12 NST 2 pos pos Not amplified
B16 NST 2 pos pos Not amplified
B23 NST 2 pos pos Not amplified
ID Histology Grading ER PR HER2
1 ductal 1 pos pos Not amplified
2 ductal 3 pos pos Not amplified
3 ductal 3 pos neg Not amplified
4 other 2 pos pos Not amplified
5 lobular 1 pos pos Not amplified
6 lobular 1 pos pos Not amplified
7 lobular 2 pos neg Not amplified
8 ductal 2 pos neg Not amplified
9 lobular 2 pos pos Not amplified
10 lobular 2 pos pos Not amplified
11 lobular 2 pos pos Not amplified
12 ductal 3 neg pos Not amplified
13 lobular 2 pos pos Not amplified
14 ductal 2 pos pos Not amplified
15 ductal 2 neg pos Not amplified
16 other 3 pos pos Not amplified
17 lobular 3 pos pos Not amplified
18 lobular 2 pos pos Not amplified
19 lobular 2 pos pos Not amplified
20 lobular 2 pos pos Not amplified
21 lobular 2 neg neg Not amplified
22 ductal 3 neg pos Not amplified
23 ductal 3 pos neg Not amplified
24 ductal 2 pos neg Not amplified
25 ductal 3 neg pos Not amplified
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Table S2

A
Ennch:;:: e Sequence 5’-3’ Tm °C
Exon 9 Fw CTCTGAAATCACTGAGCAGGAGA 60.3
Exon 9 Rv ' GCTCAGTGATTTCAGAGAGAGGAT 61.0
Exon 20 Fw GAAACAAATGAATGATGCACATCATGG 60.4
Exon 20 Rv ' TGTCCAGCCACCATGATGTG 59.4
H1047R Fw CATGAAACAAATGAATGATGCACAT 56.4
H1047R Rv GCCACCATGATGTGCATCATT 57.9
B
Primer name Sequence 5’-3’ Tm °C
E542K/ES45K MUT Fw GGGAAAATGACAAAGAACAGC 55.9 -
E542K MUT Rv AATCTTTCTCCTGCTCAGTGATTTT 58.1 78
WT blocker (E542K site) AGTGATTTCAGAGAGAGGAT[PHO] 53.2 -
E545K MUT Rv ' TCCATAGAAAATCTTTCTCCTGCTT 58.1 87
WT blocker (E545K site) CTCCTGCTCAGTGATTTCAG[PHO] 55.3 -
H1047R MUT Fw AACTGAGCAAGAGGCTTTGGAG 60.3 .
H1047R MUT Rv TTGTTGTCCAGCCACCATGAC 59.8 71
H1047L MUT Rv ‘ CATTTTTGTTGTCCAGCCACCATGAA 61.6 76
WT blocker (H1047R site) CCAGCCACCATGATGTGCAT[PHO] 59.4 -
PIK3CA WT Fw CATTTGCTCCAAACTGACCA 55.3
PIK3CA WT Rv GATTGGCATGCTGTCGAATA 55.3 o

C
Primer name Sequence 5’-3’
Amp. Exon 9 Fw GGGAAAATGACAAAGAACAGC
Amp. Exon 9 Rv CTCCATTTTAGCACTTACCTGTGAC
Amp. Exon 20 Fw GAAAGACCCTAGCCTTAG

Amp. Exon 20 Rv CAGTTCAATGCATGCTGTTT

Tm °C Size (bp)
60.3
122
61.0
53.7
139
53.2
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Figure S1
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