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Extract and isolate cell free polynucleotides
from bodily fluid

N 102

Tag double stranded polynucleotides with duplex
tags (“Watson” strand tag distinguishable from
“Crick” strand tag)

104

Generate sequence reads for tagged
polynucleotide strands

106

Reduce and/or track redundancy of reads to
correspond to original strands

108

Map reads to selected locus or loci in genome

\

110

Group rcads into “Pairs” and “Singlcts”:
-Pairs are reads from complementary strands of
original double stranded polynucleotides
-- Singlets are reads for which there is no
sequence read from the complementary strand of
the original double stranded molecule

112

\7

Determine quantitative measure of Pairs and

Singlets mapping to each selected locus (also

optionally read depth of paired and unpaired
strands)

114

¥

Estimate number of Unseen polynucleotides in
original population mapping to each locus

v

N\ e

Estimate number of Total polynucleotides in
original population mapping to each locus

\ 118

Estimate Copy Member Variation at each locus

Fig. 1
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Provide cell free polynucleotides from bodily
fluid of (a) a test sample and (b) a control
sample

— 802

Tag polynucleotides. Tag includes a source
identifier (test or control) and, optionally, a
further identifier (optionally with duplex tags).
Polynucleotides can be uniquely or non-uniquely
tagged

/ 804

806

Pool tagged test and tagged control
polynucleotides at desired ratio (usually greater
amount of test)

Generate sequence reads from pooled test and
control polynucleotides

/ 808

y

Reduce and/or track redundancy of reads to
correspond to original molecules

/ 810

Quantify original molecules from each of test
and control mapping to one or more genetic loci.
(Can include normalizing against a reference
locus)

/ 812

N

Estimate copy number variation at each locus as
a function of test:control comparison

— 814

Fig. 8
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