Supplementary Table 1

PCR primers and probes for droplet digital PCR

Fluorescent reference probes have a 5’ HEX label and a 3’ lowa Black quencher
Fluorescent mutant probes have a 5 FAM label and a 3’ lowa Black quencher
Variant nucleic acids within the probes are indicated in lower case.

p.C420R mutation

PCR forward primer: AGATACTAGAGTGTCTGTGTAATCA
PCR reverse primer: CCTTTTGGGGAAGAAAAGTGTT
Fluorescent reference probe: CCATGCCAATGGACaGTGTTCC
Fluorescent mutant probe: CCCATGCCAATGGACQGTGT

p.E542K mutation

PCR forward primer: CAGCTCAAAGCAATTTCTAC
PCR reverse primer: CACTTACCTGTGACTCCAT
Fluorescent reference probe: CTgAAATCACTGAGCAGGAGA
Fluorescent mutant probe: CTaAAATCACTGAGCAGGAGA

p.E545K mutation

PCR forward primer: CAGCTCAAAGCAATTTCTAC
PCR reverse primer: CACTTACCTGTGACTCCAT
Fluorescent reference probe: CTGAAATCACTgAGCAGGAGA
Fluorescent mutant probe: CTGAAATCACTaAGCAGGAGA

p.H1047R mutation

PCR forward primer: AACTGAGCAAGAGGCTTTGG
PCR reverse primer: TGTGTGGAAGATCCAATCCA
Fluorescent reference probe: TGCACaTCATGGTGGCTGGA
Fluorescent mutant probe: TGATGCACQTCATGGTGGCT

p.H1047L mutation

PCR forward primer: AACTGAGCAAGAGGCTTTGG
PCR reverse primer: TGTGTGGAAGATCCAATCCA
Fluorescent reference probe: TGCACaTCATGGTGGCTGGA
Fluorescent mutant probe: TGCACITCATGGTGGCTGGA




Supplementary Table 2:
Sequences of the smMIP probes provided by Drs. Joe Hiatt and Jay Shendure to cover the PIK3CA coding sequence
There are 51 separate probes. The string of “N” nucleotide within each individual probe represents the random bar code site.
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GAATGCCTCCGTGAGGCTACCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTATATGTAAAACTTGCAAAG
GTCACTATCATTCCATTTGGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGCTTCTTGAGTAACACTTAC
GGCAACCGTGAAGAAAAGATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCTTCAAGATGAATCTTCTTA
GGTTGAAAAAGCCGAAGGTCCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATATTTTAGAAAGGGACAAC
ACAGGACTTCCGAAGAAATATTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCCCTGTTTGCAAAAAAAA
GATCTTTAACCATATCAAATTCCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAATTCTGGTGAAGATTCT
GCAGTCTTCTACCTGTGTCTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATTCACCTCATAGTAGAGCA
GTAATTGCTGAAGCAATCAGGACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAGATGGTGATTGCATCTA
ACACAGTCATGGTTGATTTTCACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTCATCACATCCACACAC

. ACATTGAGGATGAGTATCTGTACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTAGAATATCAGGGCAAGT
. ACTGTTTTACAATGCCATCTTACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGAAAAACCTTACAGGAA

. CAACATCAAATTGGGCATCCTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTTATAACCCAAAGGGATT

. GTAAAGTCAAATGCTGATGCTTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCATTTCCACAGCTACACC

. CACGTAGGTTGCACAAAGAACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNACCATCTGAAAACATACTAC
. AGTATATAGATTTATATTTCCCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAGTGTATACATTAGTATAT

. GTCACATAAGGGTTCTCCTCCCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCCAGGCTGGTCTAAAAAAA

. CGACTTTGCCTTTCCATTTGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGATTTGTAGGAGTCATTTA

. GCACGAGGAAGATCAGGAATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTGTGAAAAAATTCAATCAG
. GCTTTGAATCTTTGGCCAGTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAAGTGTTTTGAAATGTGTTT

. CCAGATACTAGAGTGTCTGTGTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCTGCCATAAAAAATATCT

. ATTGAAGAGCATGCCAATTGGTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTTTATGGCAGTCAAACC

. GGGAACTTTACCACACTGCTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCCTAAATCCACAGATTATAA

. CAAAGCAATTTCTACACGAGACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTTCTGTAAATCATCTGTG

. GCTAGTCTGTTACTCTGTAAAATACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTCCATTTTAGCACTTA

. GAATTTACATGATTTTTAAACTACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTTTCTATGGAGTCACA

. CCCAGGTAAATGTATGTTTGAGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCCTTTTGAACAGCATGCA

. ATTTGGGTAGAATTTCGGGGACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATTTATGTGGACTTTCTGA

. AACTTCTGGACTGTAATTACCCCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTAAGGCAGTGTTTTAGA

. ATCTTTTACCAAGCAATACACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAATTAAATACTGAGAAAGTT

. CCTTTTAAAAAACCTACTGCACTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGTGCTTGGAAAAATATT
.ACTTTTTCTTTTGGCATTTAAAGTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGGCCATGCAGAAACTG

. CCCAATCCTTTGATTAGTCAATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCCAGCCAAACATAAACAA

. GTCGTGCATGTGGGATGTATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGTTTAGCAAAGATTATTTGT

. ACCTCTGGCTAACTGTTTTATTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGTTTCATCCTTCTTCTCC

. GGTCCTTGGAATCAAGCAGATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNACTTAACTGACATTCTCAA

. CCTCAGGTACTTTCTTGGGGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCTTACTGTGACTATCCTTTT

. CCTAGTTGATGAGCAGGGTTTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATGAGAGAGAGAAGCATAA




38.
39.
. GGCAACCTGTATGTTGAAAGTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGGCATTAAATGGTGATAC
41.
. GCTTGAAAGGTGCACTGCAGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTCATTTAATTGTAAACGTGT

. GCCTTTGCACTGAATTTGCACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNACAGACTCATCTAACAAAAA

. GTGAAAGACGATGGACAAGTACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATACTACTCATGAGGTGTT
. GCTACACAGTATCCAGCACATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNATGCAGATACAAAATGTCT
46.
47.
. ATGTTGGCTGGGTGTGGTGGTTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNAGGAGCCCAAGAATGCAC
49.
50.
51.

GRES

CATCTTTAAAAATGGGGATGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTACCTAGTAAAGTTTTTAAC
CAACCACAGTGGCCTTTTTGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCTGTGTATAAAAAGATAGCT

GTATCACCATTTAATGCCACAGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTTCAACATACAGGTTGCC

GGTTATAAACGAGAACGTGTGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGTTTTGGTGTTCTTAATT
ATCCAAAAAGTGTCCAAAATCTATCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNCGAGCTCACCTCTCAA

GCCAGAACTACAATCTTTTGATGCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNGCTCCAAACTGACCAAA
CCAGAGCCAAGCATCATTGAGACTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGTCCAGCCACCATGATG
GGATTCCACACTGCACTGTTCTTCAGCTTCCCGATCCGACGGTAGTGTNNNNNNNNNNNNTGGAGTATTTCATGAAACAA
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