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utility of next-generation sequencing in the evaluation of the

posterior polymorphous corneal dystrophy 1 locus
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Purpose: To identify the genetic basis of posterior polymorphous corneal dystrophy 1 (PPCD1) using next-generation
sequencing (NGS) of the common PPCD1 support interval, in which Sanger sequencing failed to identify a pathogenic
mutation.

Methods: Enrichment of the portion of chromosome 20 containing the common PPCD]1 interval was performed on DNA
extracted from an affected and an unaffected member of a family previously linked to the PPCD1 locus. NGS using the
Roche 454 Titanium platform was performed, followed by computational analysis using NextGENe Software.

Results: NGS of the selectively enriched chromosomal 20 region between markers D20S48 and D20S190 produced over
400,000 DNA sequence reads with an average of 350 bases for each of the two DNA samples. Alignment of the DNA
sequence reads with the reference sequence from the National Center of Biotechnology Information (NCBI) resulted in
over 119 million matched bases per sample. Approximately 68,000 DNA sequence variants were identified in the common
PPCD1 support interval in the affected individual, which was approximately twice the number of sequence variants
identified in the unaffected individual. In both individuals, approximately 0.5% of the identified variants mapped to the
13 known and 16 predicted genes in the PPCD1 support interval, including 16 of the 17 (94%) variants previously identified
by Sanger sequencing in the 13 known genes. In both individuals, the variant not identified by NGS was located in a
region of inadequate coverage.

Conclusions: NGS identified all of the exonic sequence variants that were previously identified by Sanger sequencing in
known genes in adequately covered regions of the common PPCD1 interval, although the pathogenic variant is yet to be
discovered. Given adequate coverage of a selectively enriched chromosomal region of interest, NGS represents a useful
technique to screen for sequence variants in candidate gene loci that has multiple advantages over previously employed
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techniques for mutation discovery.

Since the introduction of DNA sequencing in the mid-
seventies by Frederick Sanger [1], the sequencing
methodology that bears his name has enabled researchers to
make significant discoveries and advances in all branches of
biology and medicine, including the sequencing of the human
genome [2]. While Sanger sequencing has been considered
the gold standard for accuracy in generating sequencing data
for over three decades, the development of new sequencing
methods that are less expensive, less laborious and generate
significantly more information in considerably less time have
challenged the supremacy of Sanger sequencing in recent
years. These new methods are termed next generation
sequencing (NGS), characterized by massive parallel
sequencing that produces up to a million reads in one run. NGS
has been employed for varied applications including
resequencing of the human genome [2,3], whole genome
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resequencing for evolutionary studies [4,5], de novo
sequencing of bacterial genomes [6], quantifying of rare
transcripts [7], identifying alternative splicing and sequence
variation [8], single nucleotide polymorphism (SNP)
discovery [9], and targeted resequencing of specific genetic
loci [10-12].

We have recently reported the absence of coding region
mutations in the positional candidate genes mapped to the
common posterior polymorphous corneal dystrophy 1
(PPCD1; OMIM 122000) interval [13]. Although screening
of the exonic and intron/exon boundary regions for each of
the known and predicted genes in the common PPCD1 interval
using Sanger sequencing did not reveal a pathogenic mutation,
convincing evidence indicates that the causative mutation(s)
for PPCDI lie(s) within the 2.4 ¢cM region between markers
D20S182 and D20S139 that includes 13 known and 16
predicted genes (build 37.1) [13]. Given the fact that Sanger
sequencing may miss low frequency sequence variations
[14], and in light of reports of the successful application of
NGS to identify causative mutations in candidate regions of
interest [11,12,15], we sought to determine the utility of NGS
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TABLE 1. PRIMERS USED FOR SEQUENCING OF ADDITIONAL GENES MAPPED TO COMMON PPCD1 INTERVAL IN BUILD 37.1.

Gene Exon Forward primer
LOC100270804* 1A gcgtggtaatgtggctttgtace
1B actcgetectteccgeaaatgta
1C ctcectgacagacactggectta
1D aagcggatgacctgtgttcactc
1E agagggtcctgtcatccattgaa
LOC100287054 1 gctgttgctgaccagggtgt
2 caaaaggacacagaggtgaactgg
3 cacaacattgttccacggtctca
4 ctggaggggagagggagagaag
LOC100287095 1 gettgtgectccagaccagaat
2 ttaaaattgcccaaaacccaagg
PETI117 1 ctatgcteggcetctegattget
2 aactgggtatttggaatctgaaa

Tm Reverse primer Tm Product size (bp)
(YO (YO

68.1 tcaacagtaaacgctgcacatcc 68.1 558
71.4 ttcttttcagtcgacacatgcaa 66.6 592
68.6 ggctacaaagagecccttettga 68.4 552
68.6 cggtcetgaggtagggctacagt 68.4 527
67.8 ccgaactgtaccaaactcatgtge 68.4 695
67.7 aggctettctcecteecttgaat 68.2 299
67.8 ccatgaccaaccgatgetgt 68.3 486
69.1 gcagacagggceagcectcaag 69.7 398
68.6 agtagcgccgagaaatecgttac 68.1 395
68.7 ccaccttggectcecaaa 68.4 300
68.0 tcacccacgtgegatatttctte 68.9 661
68.7 accgegggggaaagacac 69.6 384
62.3 tgatcaagtttaaaaggacagtgacca 67.2 394

*The 2017 bp exon of LOC100270804 was amplified and sequenced as 5 overlapping segments.

in identifying the genetic basis of PPCDI1 following
enrichment of the region of chromosome 20 containing the
common PPCD1 interval.

METHODS

The researchers followed the tenets of the Declaration of
Helsinki in the treatment of the subjects reported herein. Study
approval was obtained from the Institutional Review Board at
the University of California, Los Angeles (UCLA IRB #02—
10-092-11).

Patient identification/DNA collection and isolation: The
diagnosis of PPCD was based on established, previously
published criteria [16]. A peripheral blood sample was
collected from an affected and an unaffected member of a
family previously linked to the PPCD1 locus, and DNA was
isolated using a commercially-available kit (Flexigene DNA
isolation kit; Qiagen, Valencia, CA).

Sanger sequencing of newly annotated genes in the
common PPCDI interval: We have previously reported the
results of Sanger sequencing of the genes mapped to the
common PPCD1 interval (build 36.3) [13]. In the most recent
build (build 37.1), four additional genes have been mapped to
this interval (LOCI100287054, cytochrome c oxidase
assembly factor-like [PETI17], LOC100287095, and
LOC100270804) and one gene that appeared in the previous
build (36.3) was removed (LOC100130062). Therefore, using
DNA from the same two affected and unaffected individuals
that were the source of DNA in our previous report [13], we
performed PCR amplification of the coding regions of the
recently annotated genes using custom-designed primers
(Primer 3;Table 1), and Sanger sequencing as described
previously [13].

Sequence capture and enrichment of common PPCDI
interval: A 4.8 Mb region between D20S48 and D20S190 that
contains the 2.4 ¢cM PPCDI common interval region was
selected for enrichment by the Roche-NimbleGen SeqCap
Service Workflow. A custom Sequence Capture 385K Human

Array was designed and manufactured by Roche NimbleGen
(Madison, WI). A total of 385,000 unique, overlapping probes
were designed across the PPCDI target region (Chromosome
20: 17,000,000— 21,258,707; NCBI build 36.1, hg18). The
targeted region was tiled so as to avoid capturing repetitive
DNA fragments. Approximately 10 pg of genomic DNA was
fragmented by sonication to a size range of 300-500 base
pairs. The fragmented DNA was purified (AMPure XP
system; Agencourt Bioscience Corporation, Beverly, MA)
and analyzed on an Agilent Bioanalyzer 2100 (Agilent
Technologies, Santa Clara, CA) according to the
manufacturer's instructions. The fragments were then ligated
to universal gSel3 and gSel4 adapters (Roche NimbleGen)
with T4 DNA Ligase. Small fragments (<100 bp) were
removed with the use of AMPure Beads (Agencourt
Bioscience Corporation). The resulting library was hybridized
to the custom 385K array with the use of the NimbleGen
Sequence Capture Hybridization System. Hybridized DNA
from the PPCD1 target region was washed and eluted with the
use of a NimbleGen Wash and Elution Kit according to the
manufacturer's instructions. The eluted sample was amplified
by ligation-mediated PCR with the use of primers
complementary to the sequence of the adaptors.

Next-generation sequencing: The selectively enriched
samples were then sent to Agencourt Bioscience Corporation
for NGS on a 454/FLX Genome Sequencer platform (Roche/
454 Life Sciences, Brandford, CT) using the GS FLX
Titanium service.

Sequence assembly and analysis: Sequence data
generated by the 454 Genome Sequencer was assembled using
NextGENe Software (SoftGenetics, State College, PA) and
aligned to the chromosome 20 reference sequence (NCBI
build 37.1). Each sequence aligned to a particular genomic
region is known as a read, with the number of reads at a certain
region being referred to as coverage (Figure 1). The sequence
data was analyzed on an Intel i7-920 processor based
computer with 12 GB RAM. For the initial analysis that was
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Figure 1. Illustration of pericentromeric region of chromosome 20 to which PPCD1 has been mapped, demonstrating multiple sequence reads
that identify a mutation in the gene LOC100270804. The common PPCD1 interval is shown within the NimbleGen sequence capture target
region as a solid black bar. The bar below it is the tiled region showing breaks where the sequence capture was blocked to prevent binding of
repetitive DNA sequences. Also depicted are genes mapped to the common PPCDI interval, including LOC100270804, in which a G>T

sequence variant in exon 2 is identified in the heterozygous state.

TABLE 2. NEXT-GENERATION SEQUENCING DEFAULT PARAMETERS RUN WITH AND WITHOUT APPLICATION OF CONDENSATION TOOL AND
BEST ADJUSTED PARAMETERS.

Parameters Default A Default B Best adjusted
Condensation tool Yes No No
Alignment

Seed number 30 30 35

Move step 5 5 10
Matching base percentage 80% 80% 85%
Mutation filter (mutation percentage) 20% 20% 25%
Mutation score (optional) Not applied Not applied Applied, score=5

performed, the default filtering parameters were used with the
Condensation Tool (Table 2, Default A), a proprietary
software tool that employs depth of coverage to lengthen reads
and statistically discount instruments errors (such as
homopolymer errors and base call errors caused by
pyrosequencing). The data was subsequently analyzed using
the default filtering parameters without the Condensation
Tool (Table 2, Default B). Data analysis included determining
the total number of identified variants, the number of coding
region variants in all positional candidate genes, and the
number of exonic sequence variants identified in the known
genes in the common PPCD1 interval, which were compared
to the exonic sequence variants identified in the same genes

by Sanger sequencing. The filtering parameters were then
adjusted to increase the sensitivity of the software to detect
sequence variants in regions with coverage of >5 reads
(defined as adequate coverage) until all exonic variants
identified in the common PPCDI1 interval by Sanger
sequencing were also identified by NGS (Table 2, Best
Adjusted).

RESULTS

Sanger sequencing of newly annotated genes in the common
PPCD] interval: Sanger sequencing of the newly annotated
genes in the common PPCDI interval (build 37.1) revealed
two novel and three previously described SNPs in
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LOC100270804 (no variants were identified in
LOC100287054, PET117, or LOC100287095). Two of the
three known and both of the novel sequence variants in
LOC100270804 were present in both affected family
members but not in either unaffected family member that was
initially screened. (Figure 1 and Table 3) Screening of nine
additional affected family members, nine additional
unaffected family members and seven unaffected spouses
revealed that the minor allele of each of these four SNPs was
present in each of the affected family members and absent in
each of the unaffected family members and six of the spouses.
The spouse in whom the minor allele of each of these four
variants was identified is the same individual in whom the
minor allele of three of the four SNPs that we have previously
reported as segregating with the affected phenotype in this
family were identified [13]. However, none of these SNPs was
considered disease-causing as each was identified in
unaffected control individuals.

Sequence capture and next gemeration sequencing of the
PPCDI common interval: Greater than 400,000 reads were
obtained from each of the two DNA samples that were
captured and sequenced, with an average read length of 350
bases. Approximately 80% of the reads mapped to the human
genome, 35% of which mapped to the selectively enriched
common PPCDI1 interval, and about 20% of the reads did not
match to the genome due to one or more factors, including the
stringency of alignment settings. Alignment of the DNA
sequence reads with the NCBI reference sequence resulted in
at least 119 million matched bases from each sample. The
average sequence coverage of the common PPCDI1 interval
was 28 fold for the affected individual and 19-fold for his
unaffected son. Sequencing coverage of the 29 known and
predicted genes (build 37.1) in the common PPCD1 interval
varied significantly for the affected and unaffected
individuals, ranging from zero to 70 fold.

Sequence analysis using default parameters with
Condensation Tool: Using the default parameters with
Condensation Tool (Table 2, Default A), 430,175 matched
reads were obtained in the affected individual’s DNA sample.
A total of 67,599 DNA sequence variants were identified in
the common PPCD1 support interval, of which 0.46% (311)
were in the coding region of the 13 known genes. In the
unaffected individual’s DNA sample, 370,400 matched reads
were obtained, containing 27,448 DNA sequence variants in
the common PPCDI1 support interval, of which 0.56% (154)
were coding region variants in the 13 known genes.
NextGENe software was not able to distinguish intronic from
exonic variants in the predicted genes as the entirety of the
predicted genes was considered to be part of the non-coding
sequence.

To determine the sensitivity of NGS, the sequence data
generated by Sanger sequencing was compared to sequence
data generated by NGS to determine what percentage of the

© 2010 Molecular Vision

exonic sequence variants identified in the 13 known genes and
16 predicted genes in the common PPCDI1 interval with
Sanger sequencing of the affected and unaffected individual’s
DNA were identified with NGS. Eleven of the 17 (69%)
exonic sequence variants previously identified by Sanger
sequencing in known genes were identified in the affected
individual with NGS. While two variants (¢.52 54delCGC in
SLC24A3 and ¢.846T>C in C200rf72) were not reported due
to insufficient coverage (less than 5 reads), four variants were
not identified by NGS, even though they were located in
regions of adequate coverage. Of the 28 exonic sequence
variants identified in the 16 predicted genes, only 5 (17%)
were identified by NGS. Nineteen of the remaining 23 variants
were not identified due to insufficient coverage, while four
were located in regions of adequate coverage but were not
identified.

In the unaffected individual, NGS detected 14 of the 17

(82%) exonic variants identified by Sanger sequencing in the
13 known genes mapped to the common PPCD1 interval. Two
of the three unidentified variants were located in regions of
adequate coverage, while the other variant (c.52 54delCGC
in SLC24A43) was not reported due to insufficient coverage.
Of the 25 exonic sequence variants identified by Sanger
sequencing in the 16 predicted genes, only two (8%) were
identified by NGS. Nineteen of the remaining 23 variants were
not identified due to insufficient coverage while four were
located in regions of adequate coverage but were not
identified.
Sequence analysis using default parameters without
Condensation Tool: Using the default parameters without the
Condensation Tool (Table 2, Default B), 429,484 matched
reads were obtained in the affected individual’s DNA sample.
A total of 67,986 DNA sequence variants were identified in
the common PPCD1 support interval, of which 0.53% (357)
were coding region variants. In the unaffected individual’s
DNA sample, 370,627 matched reads were obtained, in which
34,419 DNA sequence variants were identified in the common
PPCD1 support interval, of which 0.54% (185) were coding
region variants. In both the affected and the unaffected
individual, 94% (16/17) of the exonic sequence variants
identified by Sanger sequencing in the 13 known coding
region genes mapped to the common PPCDI interval were
identified by NGS. In both individuals, the variant not
identified by NGS was ¢.52_54delCGC in SLC24A43, which
was located in a region of inadequate coverage. The other
identified discrepancy between Sanger and NGS was the
identification of the known SNP ¢.1410 G>C (rs6075337) in
C200rf12 in the heterozygous state by Sanger sequencing and
in the homozygous state by NGS. Manual re-analysis of the
reads generated by the NextGENe software revealed coverage
of 34 reads at this base, with guanine present in 2 reads and
cytosine present in the remaining 32 reads. Due to this 1:16
ratio, NextGENe software identified this variant as
homozygous.

2832


http://www.ncbi.nlm.nih.gov/snp?term=rs6075337
http://www.molvis.org/molvis/v16/a303

© 2010 Molecular Vision

2829-2838 <http://www.molvis.org/molvis/v16/a303>

5 16:

2010

ision

Molecular Vi

+ (01230 X
(012901
(owoy) X

(owoy) X

(owor) X

(om100) X
N

(owoy) X

N

(owoy) X
(owoy) X
(owoy) X
(owoy) X
(owoy) X
(0a339y) X

(o101 X
(012321]) X
N
(0a339y) X

(03330y) A
pajdagEun)

(owoy) X
(owoy) X
(o12301) X

(owoy) X

(owory) X

(oxa101) X
N

(owor) X

(oxa101) &

(0a339y) X
(0a339y) X
(owoy) X
(owoy) X
(owoy) X
(0a339y) X

(oxa101) &
N
(omna) &
N

(o101 X
PPV

[ Z=91008
+(owory) X
€1=0100%
(o10101) X
G7=9100§
(owory) X
07=3.102§
(owoy) X

[Z=9100§

(owory) X

[ Z=91008

(013301 X
N

R [=9100S

(owoy) X

N

22 p=0100G
(owoy) X
*N
*N
*N
*N
*N
6=2100S
(01391 &
#% (=9100§
(01991 &

N
[7=9103S

(0a330Yy) X

(01310y) A
paydageun

97=9100S
(owoy) X
67=9102S
(owor) X
G7=9100%
(o10101) X
LT=3102S
(owoy) X

G7=9100%
(owor) X
G7=9100§
(013301) X
N
€7=9100S
(owoy) X

L [=9100§
(ox10) &

*N

#N

*N

*N

*N

*N
*NHQFOow
(omna) &

N
§[=0100§

(omna) &

N
G7=91008%
(o130y) X

P3PV

Surouanbas 1o3ueg

Surouanbas uoneIUIS-)XIN

LEESLO9ST

y0S€e09st

[S0S€09s1

8E6E8Y ST

YOvLYLTST

8I¥9LTIYST
Y61S0TIST

€6150TIst

€081 119st

COV8YLEST
€ov8YLEST

[6055¥78¢ST

89LISSTIST

€1CesLst

8YYELTTST
a1 NS

nogoLyneTd
$KDL9TsK) d
nopneTd

oxgogndd

01d1{L0igd

[eAQOSEIY d
01d6Ly01d°d

A1D00vIBA"d

L6014y Ld

s£)187sADd
3aysgIsAa)y-d
nageeIndTd
savizrayrd
[EA9TTIEA d
Ao9rrreAd

dsyzgzdsy-d
alIs9zry L d
skyg1108°d
VNYOI1W UIpod-uoN

no1gInod
3ureyd pre ourwy

I<HOIPID
D<LI108
I<LO¥™
J<L687
sa3uey) oN
saguey) oN

I<LETCTD

L<D66¥172
L<OLEYI™D

D<L6611
sa3uey) oN
saguey) oN

V<DLTED
saguey) oN

L<DeEr8
ID<LESE™D
I<LSIP
D<DT9¢D
D<O8pED
O<LLYED
O<L9¥8°
L<OY6L™D
L<Vep™
V<186

V<DEYS™
a3uryd IpNodINN

(TS1810 NN 21340070
(FrEr00100 NN
8TEPPOOIN
(FEPE00 NN €ETANZ
S60L87001D01

(9€5020 AN) dZddSD
B L111dd
(SL6000 DN) 1dST'1dY

(072120 WN) TIOAO
$S0L82001D0'1

(081100 ON) €dVIALL

(TSI810 AN TL31002D
(sv0£00 AN)
LIQUONS

(LTTTsT AN SXNS
(bagjaa) suan

(SDN) DNIONENOES
NOILVYANAO-IXAN Af QLVYANTD VIVA NI INVIVEY ¥IFHL ANV '/ € aTing 40 [(qDdd NOWWOD FHL NIHLIM SANID H1VAIANYD NI ONIONANOES YFONVS A8 QAIIINAAI SV SINVIIVA SONANOAS ¢ 9718V ],

2833


http://www.ncbi.nlm.nih.gov/nuccore/23111046
http://www.ncbi.nlm.nih.gov/snp?term=rs2273448
http://www.ncbi.nlm.nih.gov/nuccore/94818667
http://www.ncbi.nlm.nih.gov/snp?term=rs753213
http://www.ncbi.nlm.nih.gov/nuccore/18491021
http://www.ncbi.nlm.nih.gov/snp?term=rs11551768
http://www.ncbi.nlm.nih.gov/snp?term=rs28455091
http://www.ncbi.nlm.nih.gov/nuccore/172088084
http://www.ncbi.nlm.nih.gov/snp?term=rs3748493
http://www.ncbi.nlm.nih.gov/snp?term=rs3748492
http://www.ncbi.nlm.nih.gov/nuccore/40807462
http://www.ncbi.nlm.nih.gov/snp?term=rs6111803
http://www.ncbi.nlm.nih.gov/nuccore/198042016
http://www.ncbi.nlm.nih.gov/nuccore/258679432
http://www.ncbi.nlm.nih.gov/snp?term=rs1205193
http://www.ncbi.nlm.nih.gov/snp?term=rs1205194
http://www.ncbi.nlm.nih.gov/snp?term=rs41276418
http://www.ncbi.nlm.nih.gov/snp?term=rs2747404
http://www.ncbi.nlm.nih.gov/nuccore/134142818
http://www.ncbi.nlm.nih.gov/nuccore/142383122
http://www.ncbi.nlm.nih.gov/snp?term=rs1883938
http://www.ncbi.nlm.nih.gov/nuccore/18491021
http://www.ncbi.nlm.nih.gov/snp?term=rs6035051
http://www.ncbi.nlm.nih.gov/snp?term=rs6035042
http://www.ncbi.nlm.nih.gov/snp?term=rs6075337
http://www.molvis.org/molvis/v16/a303

© 2010 Molecular Vision

2829-2838 <http://www.molvis.org/molvis/v16/a303>

5 16:

2010

ision

Molecular Vi

N
(0x3399) X
N
N

N

(01939y) X
(01939y) X
(0a939y) X
(01939y) X
(01939y) X
(01933y) X
(01933y) X
(01939y) X
(0x3399) X
(0a939y) X
(01939y) X
(owroy) X
(01939y) X

(0x3399) X

(012021 X
N

(012021 X
N
N
(01939y X
(0x3399) X

(QLELDA

pajddyyeun

(01930y) X
(0x3399) X
(013399) X
(0x3399) X

(0x3399) X

(01939y) X
(01939y) X
(01939y) X
(0x3399) X
(0x3399) X
(01939y) X
(01939y) X
(01939y) X
N
(0x3399) X
(0x3399) X
(owroy) X
(0x3399) X

zZzZ zZz Z

(ox339y) X
(owoy) X
(01339y) X
(owot) X

P3PV

N
LT=9103S

(0x3399) X
N
N

N

0=3.100§
(01939y) X
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N

*N
17=9100S
(o130y) X

N
8=9100g
(o130y) X
N
*N
G=3.102§
(013399) X

=N
€ 1=0100S

(012101 X

pajddyyeun

G7=9100§
(0x3399) X
T{=9100§
(0x3399) X
$1=9100§
(0x3399) X
97=9.102§
(ox3399) X
€1=9100§
(0x3399) X

$7=9100§

(01939y) X
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N
=N

=N
N
N

N

N

=N
TI=9103§

(01339y) X
=N
ONHOHOom
(owoy) X

P3PV

Surouanbas 1a3ueg

Surouanbas uoneIdudF-3xaN

9€€9100881

0TETITLST

1€860€ ST

69€180981
C8ESLOYST
89CI809s1
£60CE19sT

0LT180981
[LT1809sT
Y60TE1981
SE6YTITIST

9TSELTTST

051€209¢st

26060081

[LISSOTST

aI dNS3dI

SIXSH8psATd
saygppsay-d
€TxXxy6zInd “d
AD18141D°d

J9sgsoag-d

Xzouro-d
13S98¢0.ag d
eIvsLEreAtd
nIIsrereA-d

STXSJ3aviprsay-d
LEXSJBaVyI8ay-d
STXsJdavipno-d
6EXSISATOpTsATd
6EXSISATOYTsATd
sky6czard
sy Ld
ety Ld
SIH6Y U d

Savy91day-d

uD68HSIH'd
SM9THIEA'd

na700reyd d
RINP9TTEA D
u[99ssay-d
ervopoig-d
STXSIAO9T181v"d
rogzyLd

Jueyd poe ourwry

VVOVVRPHIET 09¢€T
V<DEHET
DSuI989 $89
L<OEPS™

L<OULI
saguey) oN

L<ObLTD
L<D9STIT
D<LPTITD
D<OEP6™
€] vvvvodnpogL 97L™
vvvvodnpogL 97,
VSurfzL
VRPOTL™D
VRP6IL™D
V<I9IL™D
1<DS§99
D<V$99'd
D<VLIP™
saguey) oN

D<V8p

D<OLIYID
V<D9LTI™

O<L86II™
V<D06v™
V<OLI17?

D<D9€1
sa3uey) oN
VIPPIYED

D<VOr8™
saguey) oN
Jgueyd apnodpNN

$080L7001DO'T
(LSS1914V) ZL0DdSH
(020000 DN)
8SE€TET001D0'T

(918400 ON) LAVXNA
(078080 NN 1AL
Fs66£6 INX)
68L88£D0'1

($867€0 AN €IS

(S6T100 DN) Id61SdH
(909900 N) 6dded
(9£6000 DN) £d1TTdH

(99900 N) A€410d
(6€0100 ON) dLLNDD
(bagyaa) suan

‘(SON) ONIONENOES
NOILVYEANED-LXEAN Af AILVYANED VLVA NI HONVYVEddY WIAHL ANV [/ ¢ aTing 40 [qDdd NOWWOD GHL NIHLIM SENED SLVAIANYD NI ONIONINOES ¥IONVS A€l QHIILNAAL SY SLNVIIVA SONENOAS "¢ 918V ],

2834


http://www.ncbi.nlm.nih.gov/nuccore/198042045
http://www.ncbi.nlm.nih.gov/nuccore/33598951
http://www.ncbi.nlm.nih.gov/snp?term=rs1055171
http://www.ncbi.nlm.nih.gov/nuccore/169646238
http://www.ncbi.nlm.nih.gov/nuccore/24119165
http://www.ncbi.nlm.nih.gov/nuccore/172088161
http://www.ncbi.nlm.nih.gov/snp?term=rs2009092
http://www.ncbi.nlm.nih.gov/nuccore/114520590
http://www.ncbi.nlm.nih.gov/snp?term=rs36023150
http://www.ncbi.nlm.nih.gov/snp?term=rs2273526
http://www.ncbi.nlm.nih.gov/nuccore/NR_015432
http://www.ncbi.nlm.nih.gov/snp?term=rs12624935
http://www.ncbi.nlm.nih.gov/nuccore/126507089
http://www.ncbi.nlm.nih.gov/nuccore/222418682
http://www.ncbi.nlm.nih.gov/snp?term=rs6132094
http://www.ncbi.nlm.nih.gov/snp?term=rs6081271
http://www.ncbi.nlm.nih.gov/snp?term=rs6081270
http://www.ncbi.nlm.nih.gov/snp?term=rs6132093
http://www.ncbi.nlm.nih.gov/snp?term=rs6081268
http://www.ncbi.nlm.nih.gov/snp?term=rs6075382
http://www.ncbi.nlm.nih.gov/nuccore/224589812
http://www.ncbi.nlm.nih.gov/snp?term=rs6081369
http://www.ncbi.nlm.nih.gov/nuccore/6841381
http://www.ncbi.nlm.nih.gov/snp?term=rs41309831
http://www.ncbi.nlm.nih.gov/snp?term=rs7262320
http://www.ncbi.nlm.nih.gov/snp?term=rs80046336
http://www.molvis.org/molvis/v16/a303

© 2010 Molecular Vision

Molecular Vision 20105 16:2829-2838 <http://www.molvis.org/molvis/v16/a303>

*G< JO 0109S [[B0 UonEINW

& 90npoid 03 JUSIOIINSUL SeM Jnq ‘(Spedl )7 pue § UdamIaq) JuelieA AJ1juopl 0} djenbope sem 08eI0A0)) 44 "SON Aq (SPBAI G UBY) $S9]) PAIoA0D A[ojenbape jou sem
e[} UOISaI © Ul PaIeoO] ANS ‘CI/007D JO 01+°] Joquinu oseq Je duIso}£)) Yam SpPedl Z¢ pue SUIUEN.) © Yiim speal g pajensuowop Surouonbasal uoneiouasd-jxou £q
pare1ouas saouanbas Jo Jurpeal [enuey ‘snogAzowoy se Jurouonbasal uoreIduag-1xou £q pue snog4zo193oy se Surouonbas 103ueg Aq payNUSPI NS, "(SO1UNDIJOS)
o1eMJOS INADIXON £q suorSor Surpoo-uou se paopIsuod souoS pojorpard ojeoipur smol papjog dNS Peynuepl SON [[& 10] popraoid sI 0100S uoneInjy

(ouroy)
(outoy)
(outoy)

(om0 &
(om101) &

N
N

N
pajddgyeun

(owtoy)
(ouroy)
(o1m0) &

N
(om10) &

(om10) &
(om10) &

(01939y) X
PNV

€7=9100S
(owoy) x
G[=9100S
(owoy) x
$7=9100S
(owoy) x
L 1=9100§
(01194) &
*N

N
N

N

pajddgyeun

Q7=9100%
(owoy)
0€=9100S
(owoy)
97=9100S

(o1230H) X

N
=N
07=9100S
(oxa307) A
G7=9100§
(oxa307) A
61=9100§
(01939y) X
P3PV

Surouanbas 195ueg

Surdudanbas uoneIIUIZ-)XaN

6LT06LEST
8LTO6LEST
19206LEST

L9L69S TSI

6€8ESOIST
PEBESOIST

[LTEYLYSST
a1 ANSHaI

oMIgrzolrd
noggrgnoTd
elvegrerv-d

SISSTEAd
[opg13ry-d

19566014°d
Typggryy d

n9pndTd
Jdgueyd proe oury

saguey) oN
I<L¥$9d
V<D6£90
V<D69¢™

V<Dg9I
*JDOIPPYS TS0

L<DG6C
L<DGSTd

D<D8ETD
J3ueyd IpnodpdNN

(T96LILT00 NX)
$920€1001D0'1

(689020 AN €VHTOTS

(€878LT AN) 6310070
(SOLSTLTI00 NX)
96+871001D0T
(bagyaa) suan

*(SON) DNIONENOES
NOILVYANTD-1XAN Af QELVIANED VLVA NI HONVIVEY ¥IEHL ANV '€ aTing 40 [qDdd NOWWOD FHL NTHLIM SANID HLVAIANYD NI ONIDNANOFS YFONVS A8 QHIAIINAAI SV SINVIIVA GONANOAS ¢ 918V],

2835


http://www.ncbi.nlm.nih.gov/nuccore/310124498
http://www.ncbi.nlm.nih.gov/snp?term=rs56743271
http://www.ncbi.nlm.nih.gov/nuccore/50263054
http://www.ncbi.nlm.nih.gov/snp?term=rs1053834
http://www.ncbi.nlm.nih.gov/snp?term=rs1053839
http://www.ncbi.nlm.nih.gov/nuccore/31563525
http://www.ncbi.nlm.nih.gov/snp?term=rs1569767
http://www.ncbi.nlm.nih.gov/snp?term=rs3790261
http://www.ncbi.nlm.nih.gov/snp?term=rs3790278
http://www.ncbi.nlm.nih.gov/snp?term=rs3790279
http://www.ncbi.nlm.nih.gov/nuccore/NR_024564
http://www.molvis.org/molvis/v16/a303

Molecular Vision 20105 16:2829-2838 <http://www.molvis.org/molvis/v16/a303>

In the affected individual, 28 exonic sequence variants
were identified by Sanger sequencing in the 16 predicted
genes that map to the common PPCDI interval, 9 (32%) of
which were identified with NGS, while the remaining 19 were
not identified due to insufficient coverage of the four genes in
which the variants were identified (prothymosin, alpha
pseudogene 3 [PTMAP3], ribosomal protein L21 pseudogene
3 [RPL21P3], ribosomal protein S19 pseudogene 1
[RPS19PI], and double homeobox A pseudogene 7
[DUXAP7)). In the unaffected individual, 25 exonic sequence
variants were identified by Sanger sequencing in the 16
predicted genes, 6 (24%) of which were identified by NGS,
with the remaining 19 sequence variants not identified due to
insufficient coverage of the same four genes that were
insufficiently covered in the affected individual.

Similar percentages of exonic sequence variants were
identified in both known and predicted genes with NGS
compared to Sanger sequencing in the affected (25/45; 56%)
and unaffected (22/42; 52%) individuals. The 20 remaining
sequence variants were located in the same five genes in each
individual, with 19 of the 20 variants common to each
individual.

Sequence analysis using best adjusted parameters without
Condensation Tool: By adjusting the default parameters
without the Condensation Tool (Table 2, Best Adjusted), we
were able to reduce the overall number of variants that were
identified while still detecting each of the exonic sequence
variants that had been identified by Sanger sequencing in the
29 genes in the common PPCD1 interval (provided there was
adequate coverage of the gene region). The adjustments that
were made were increasing the seed number (length of the
sequence that is used to match to the reference genome), the
move step (the number of bases between the seed start
positions), the matching base percentage (the percentage of
reads that need to match to the reference genome for alignment
of'the reads to the reference), and the mutation percentage (the
minimum percentage of reads in which a sequence variant
must appear before being consider a true variant). In the
affected patient, 429,393 matched reads were obtained, in
which 46,090 DNA sequence variants were identified in the
common PPCD1 support interval. One hundred eighty-seven
(0.40%) of the variants were located in the coding regions of
the known and predicted genes, representing a 48% reduction
in the number of coding region variants when compared to the
number identified using the default parameters.
Approximately one-half as many sequence variants were
identified in the 360,870 matched reads in the unaffected
individual (23,090) as were identified in the affected
individual, representing a 33% reduction compared to the
number identified using the default parameters, 0.54% (125)
of which were coding region variants.

Increasing specificity: Filter by Mutation Score: In an attempt
to increase the stringency of the sequence variants identified

© 2010 Molecular Vision

by NGS, we reported a mutation call score for each sequence
variant (Table 3). The mutation call score is a NextGENe
software-generated score based on a mathematical algorithm
that takes into consideration the level of coverage, the fraction
of reads with the mutation, the probability of mismatch
alignment, and potential false positive calls due to repeating
sequences of bases known as homopolymer errors. Although
SoftGenetics suggests a threshold mutation call score of 10,
we felt that this was too stringent for our data set and therefore
selected a threshold mutation call score of 5, which equates to
an approximately 70% chance of an identified variant being
real. Using the best adjusted parameters without the
Condensation Tool, with a minimum overall mutation call
score of 5, 9,492 DNA sequence variants were identified in
the common PPCDI1 support interval in the affected
individual, of which 0.57% (54) variants were located in the
coding regions of the 13 known genes. Each of the exonic
coding region variants previously identified by NGS using the
best adjusted parameters without the condensation tool were
still identified after applying this additional screening
criterion, with the exception of ¢.846T>C in C20orf72
(inadequate coverage, 4 reads). Using the best adjusted
parameters without the Condensation Tool, with a minimum
mutation call score of 5, 5,627 DNA sequence variants were
identified in the common PPCDI1 support interval in the
unaffected individual, of which 0.75% (42) variants were
located in the coding regions of the 13 known genes. Two
variants (c. 846T>C in C20orf72 and c.843C>T in PTMAP3)
that were identified by Sanger sequencing and were also
previously identified by NGS were not identified after the
application of a minimum mutation call score of 5.

DISCUSSION

The growing number of reports of the successful identification
of pathogenic variants in human disease genes by targeted
enrichment of a chromosomal locus followed by NGS are
evidence of the utility of NGS as an efficient, cost-effective
means to screen candidate genes [11,12,15]. While Sanger
sequencing has been the preferred method over the past
quarter-century for gene screening to identify a pathogenic
sequence variant, it is an expensive and inefficient means to
screen candidate loci that contain a moderate to large number
of genes. Therefore, we were interested in performing NGS
of a genetic region that had already been screened by Sanger
sequencing, the common PPCDI1 support interval, to
determine whether NGS could in fact identify all of the exonic
sequence variants that had been previously identified by
Sanger sequencing.

Although NGS has quickly become the preferred
technique among researchers for SNP identification, we
identified several limitations of the technology. First, to
identify all of the exonic variants in the common PPCDI1
interval previously identified with Sanger sequencing, the
filter parameters may need to be adjusted from their default
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settings. In the case of resequencing of the common PPCD1
interval, we knew what sequence variants were present in the
selectively enriched chromosomal region a priori, and thus
adjusted the filter parameters until each of the variants in
regions of adequate coverage was identified. However, NGS
will typically be used to screen regions using patient DNA
samples that have not been previously sequenced, and thus
investigators will not be able to optimize the filter parameters
in the manner that we were.

Second, NGS was effective at identifying sequence
variants only in regions in which the coverage was adequate.
Factors that affect coverage, and therefore affect the
likelihood of identifying a particular sequence variant, include
the efficacy of selective enrichment of the region in which the
variant is located, the sequencing efficiency of NGS (which
depends on the platform that is used) and the reliability of
sequence assembly and analysis [17]. A coverage simulation
that was performed to determine the quality of data that is
generated at various levels of coverage below the maximum
achieved level demonstrated that coverage of at least 40x was
necessary to achieve desirable SNP detection performance
[9]. We found that coverage of at least fivefold was adequate
to identify all of the variants previously identified with Sanger
sequencing in the genes of the common PPCDI support
interval. However, the significantly greater number of
sequence variants identified in the affected individual
compared to the unaffected individual is likely attributable at
least in part to the 15%—-20% difference in the number of
matched reads to the reference sequence between the two
samples.

Third, NGS identified many more exonic sequence
variants than were identified by Sanger sequencing,
increasing the number of sequence variants that would need
to be evaluated further by screening affected and unaffected
individuals. To reduce the number of identified variants that
represent false positives, we applied an overall mutation
quality score, in this case the NextGENe software mutation
score filter. Although the recommended threshold mutation
call score is 10, corresponding to a 1 out of 10 chance of a
variant being false, 6 of the 46 (13%) mutation call scores for
the variants that we identified were under 10, prompting us to
change the threshold to >5, which significantly reduced the
number of identified variants. However, one factor to consider
is the potential loss of real variants due to increased
stringency: in our study, one variant identified by Sanger
sequencing in the affected patient and two variants identified
with Sanger sequencing in the unaffected patient that NGS
identified using the best adjusted parameters without the
condensation tool were not identified when the mutation score
filter was applied. As the mutation call score is dependent to
large degree on the level of coverage, the failure to identify
these variants due to insufficient coverage highlights the fact
that this filter be used only in regions of sufficient coverage.

© 2010 Molecular Vision

In conclusion, we report that NGS is able to reproduce
sequencing data generated through Sanger sequencing in a
significantly shorter period of time, and with far less expense.
As the NGS platforms continue to evolve, we expect that many
of the limitations of the technology that researchers face
currently will be resolved though improved sequence capture
and sequencing methods, as well as more sophisticated
techniques of sequence assembly and analysis.
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