Clinical Validation of a Rapid Automated Lymphoma Next-Generation Sequencing
Panel

Michael Krigstein, M.B.B.S.}, Emily Jude, M.B.B.S.}, Aleisha Jaffrey, B.Med.Sc.},
Stephen Bye, M.Sc.!, Bin Wang, M.B.B.S., Ph.D.}, Min Ru Qiu, M.B.B.S., Ph.D.}? and

David Ma, M.B.B.S., M.D.}%®

'Department of Molecular Pathology, St Vincent’s Hospital, Sydney, Australia; St Vincent’s
Clinical School, University of New South Wales, Sydney, Australia; ®St Vincent’s Centre for

Applied Medical Research, Sydney, Australia



Supplemental Data Table S1. Regions omitted (referring to hgl9) from the target region

browser extensible display file

Omitted region Gene Amplicon region (amino acid region)
chrl:27022895-27024031 ARID1A  whole exon 1 (1-379)
chr18:60985755-60985841  BCL2 exon 2 region (20-49)
chr9:21974714-21974752 CDKN2A exon 1 region (25-38)
chr16:3820757-3820822 CREBBP exon 14 region (877-898)
chr2:25505373-25505484 DNMT3A exon 4 region (92-129)
chrl3:41239850-41240139 FOXO1  exon 1 region (71-166)
chr6:393098-393193 IRF4 exon 2 region (1-14)
chr6:393308-393443 IRF4 exon 2 region (62—72)
chrl2:49444975-49445061 KMT2D  exon 11 region (802—-831)
chrl2:49427504-49427640 KMT2D  exon 40 region (3,619-3,656)
chr19:19256606-19256831 MEF2B  whole exon 9 (295-369)
chr6:44233161-44233299 NFKBIE non-coding region
chr1:120457945-120458041 NOTCH2 exon 34 region (2,435-2,467)
chr10:89623871-89624007 PTEN non-coding region
chr6:134491943-134492066 SGK1 whole exon 13 (442-471)
chrl6:11349164-11349264 SOCS1 exon 2 region (24-58)
chr6:138200056-138200166 TNFAIP3 exon 7 region (492-528)




Supplemental Data Table S2. See Excel spreadsheet

Supplemental Data Table S3. Most common amplicons not reaching 350x coverage

Target region Amplicon name Gene Amplicon region
chr3:187462528-187462666 BCL6_noncoding_1.1.129615 BCL6 Non-coding region
Two amino acids at the
chr6:134494553-134494675 AMPL7171101076 SGK1 end of exon 6 and the
intronic region
NOTCH1 3’ untranslated
chr9:139388859-139388944  AMPL7170098969 NOTCH1
region
chr9:139389308-139389412 AMPL7170097609 NOTCH1  Small part of exon 34
chr9:139399225-139399355 AMPL7170360450 NOTCH1  Small part of exon 26
chr13:73350160-73350253 AMPL7171416736 DIS3 Start of DIS3




Supplemental Data Table S4. Recurrent false-positive calls requiring optimization

Variant Approach
ARID1A ¢.3428 3429del p.(GIn1145AspfsTer47) Blacklisted
ARID1A ¢.3249del p.(GIn1145ArgfsTerl16) Blacklisted
ARID1A ¢.3428 3430del p.(Gly1143_Prol144delinsAla) Blacklisted
ARID1A c.3429_3430del p.(GIn1145AspfsTer47) Blacklisted
BCL2 c.234_235del p.(Gly79ArgfsTer73) Blacklisted
BCL2 c.234del p.(Gly79AlafsTerl7) Blacklisted
CARD11 ¢.863delinsGAG p.(GIn288ArgfsTer79) Blacklisted
CARD11 c.862del p.(GIn288ArgfsTer79) Blacklisted
DIS3 ¢.1767delinsAT p.(Tyr590LeufsTer3) Blacklisted
GNA13 ¢.243_244del p.(Glu82GlyfsTer19) Blacklisted
NFKBIE c.310del p.(Alal04ArgfsTer2) Blacklisted
SF3B1 c.2228del p.(Leu743TrpfsTerb) Blacklisted
SGK1 ¢.696_697delinsAG p.(Lys233Glu) Blacklisted
SOCS1 ¢.490_491del p.(Alal64ProfsTer88) Blacklisted
SOCS1 ¢.490del p.(Alal64ProfsTer4l) Blacklisted

ARID1A ¢.2590G>T p.(Gly864Cys)
ARID1A ¢.3999_4001del p.(GIn1334del)
ARID1A ¢.4699C>T p.(Pro1567Ser)
EP300 ¢.2548G>A p.(Gly850Arg)
EP300 ¢.6028A>G p.(Met2010Val)
KMT2D c¢.11933T>A p.(Leu3978Ter)
KMT2D ¢.1987T>C p.(Ser663Pro)

KMT2D ¢.1367C>T p.(Ser456Leu)

13% threshold

119% threshold

5% threshold

6% threshold

10% threshold

10% threshold

5% threshold

7% threshold




NOTCHL1 c.7244_7246del p.(Pro2415del) 5% threshold
NOTCH2 c.7401G>T p.(Met2467l1le) 5% threshold

TET2 c.4779C>A p.(Ser1593Arg) 10% threshold




Supplemental Data Table S5. Calls missed during reproducibility assessment

Variant

First replicate

Second replicate

SAMHD1 NM_015474.4:c.427C>T

p.(Argl43Cys)

SAMHD1 NM_015474.4:¢.1608G>C

p.(GIn536His)

DNMT3A NM_022552.5:¢.2128T>A

p.(Cys710Ser)

DNMT3A NM_022552.5:¢.2478+2T>C p.(?)

TNFAIP3 NM_001270507.2:¢.1423_1429del

p.(Alad75SerfsTerll)

TP53 NM_000546.6:¢.375+5G>A p.(?)

Not called (2% in binary

alignment map file)

Not called (2% in binary

alignment map file)

Called at 2.7%

Not called (2.6% in

binary alignment map

file)

Called at 3.2%

Called at 3.3%

Called at 3.1%

Called at 3.1%

Not called (2.2% in
binary alignment map
file)

Called at 3.8%

Not called (1.6% in
binary alignment map
file)

Not called (1.54% in
binary alignment map

file)
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Supplemental Data Fig. S1. Recurrent artifacts KMT2D c.1987T>C p.(Ser663Pro), NFKBIE c.310del p.(Alal04ArgfsTer2), and SGKI

€.696_697delinsAG p.(Lys233Glu) are recognizable upon simultaneously assessing multiple samples from the same run on Integrative

Genomics Viewer.



