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DNA from Nails for Genetic Analyses in Large-Scale
Epidemiologic Studies
Janneke G.F. Hogervorst, Roger W.L. Godschalk?, Piet A. van den Brandt’, Matty P. Weijenberg”,

Bas A.J. Verhage', Leonie Jonkers'?, Joy Goessens', Colinda C.J.M. Simons’, Joris R. Vermeesch?,
Frederik J. van Schooten?, and Leo J. Schouten’

Abstract

Background: Nails contain genomic DNA that can be used for genetic analyses, which is attractive for large
epidemiologic studies that have collected or are planning to collect nail clippings. Study participants will more
readily participate in a study when asked to provide nail samples than when asked to provide a blood sample.
In addition, nails are easy and cheap to obtain and store compared with other tissues.

Methods: We describe our findings on toenail DNA in terms of yield, quality, genotyping a limited set of
SNPs with the Sequenom MassARRAY iPLEX platform and high-density genotyping with the Illumina
HumanCytoSNP_FFPE-12 DNA array (>262,000 markers). We discuss our findings together with other studies
on nail DNA and we compare nails and other frequently used tissue samples as DNA sources.

Results: Although nail DNA is considerably degraded, genotyping a limited set of SNPs with the Sequenom
MassARRAY iPLEX platform (average sample call rate, 97.1%) and high-density genotyping with the Illumina
HumanCytoSNP_FFPE chip (average sample call rate, 93.8%) were successful.

Conclusions: Nails are a suitable source of DNA for genotyping in large-scale epidemiologic studies,
provided that methods are used that are suitable or optimized for degraded DNA. For genotyping through
(next generation) sequencing where DNA degradation is less of an issue, nails may be an even more attractive
DNA source, because it surpasses other sources in terms of ease and costs of obtaining and storing the samples.

Impact: It is worthwhile to consider nails as a source of DNA for genotyping in large-scale epidemiologic
studies.

See all the articles in this CEBP Focus section, "Biomarkers, Biospecimens, and New Technologies in

Molecular Epidemiology."

Cancer Epidemiol Biomarkers Prev; 23(12); 2703-12. ©2014 AACR.

Introduction

Nails contain genomic DNA that can be used for genetic
analyses, which is important for large epidemiologic stud-
ies that have collected nail clippings at baseline and for
future epidemiologic studies that consider collecting nails
as a DNA source for genetic analyses. The DNA in nail
clippings (keratinous tissue) originates from germinal
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matrix cells in the nail root. During nail growth, these cells
differentiate into nail plate and are filled with keratin. In this
keratinization phase, the cells undergo programmed cell
death, which results in considerable DNA fragmentation
(1). Once the nail root cells are keratinized (and the DNA
fragmented) during nail growth, the keratin tissue probably
protects the DNA from further damage because keratinous
tissue makes the DNA less accessible to oxidants and does
not contain water. Water in samples leads to DNA damage
through hydrolytic deamination of cytosine (1).

Nails are easy and cheap to obtain and store compared
with other tissues such as blood or saliva samples. Moreover,
study participants are likely to be more willing to particip-
ate in a study in which they are asked to provide nail sam-
ples than when they are asked to provide a blood sample.

In a previous publication, we described the use of toe-
nails as a source of genomic DNA for genotyping a limited
set of 10 single-nucleotide polymorphisms (SNP; ref. 2).
We concluded that DNA could be successfully isolated
from 20-year-old toenail material from the Netherlands
Cohort Study on diet and cancer (NLCS) at a higher
success rate compared with buccal swabs, and that we
could successfully genotype 10 SNPs simultaneously, by
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means of multiplex PCR amplification and single base
extension. Importantly, 20-year-old toenail DNA per-
formed just as well as DNA from freshly clipped nails,
as expected because of the keratinous tissue protecting the
DNA from further damage.

Since our previous article on DNA from toenails, we
have explored the further possibilities for using toenail
DNA for other genetic analyses. In the era of genome-wide
association studies, 10 SNPs are a limited number and it is
important to know how well toenail DNA performs in
arrays focused on determining many genetic markers at
once.

In the present article, we report on the yield and purity
of DNA from nails, the application of toenail-derived
DNA in the Sequenom MassARRAY iPLEX for the geno-
typing of SNPs (3), and the application of toenail-derived
DNA in the HumanCytoSNP_FFPE-12 DNA Array
(>262,000 genetic markers) after restoration with the Infi-
nium HD FFPE DNA Restore Kit (4). We discuss our
findings together with findings from other studies on nail
DNA and we compare nails as a source of DNA to other
frequently used sources of DNA.

Materials and Methods

Toenails

The toenails used for the studies described in this
article originate from NLCS. The NLCS is a prospective
cohort study, which started in 1986 and includes 120,852
subjects ages 55 to 69 years (5). At baseline (1986), the
cohort members completed a self-administered food-
frequency questionnaire on dietary habits and other risk
factors for cancer and approximately 90,000 (~75%)
participants provided toenail clippings in a small paper
envelope, which were collected initially with the pur-
pose of determining selenium status. The envelopes
with the clippings have since been stored (>25 years)
in a basement with no climate control, without any
further treatment of the nails.

DNA isolation

For theisolation of the DNA used in all the pilot studies
described in this article, the DNA extraction protocol of
Cline and colleagues (6) was chosen as the standard
protocol, with some adjustments (2). To remove possible
nail polish, nails (15 mg) were twice soaked in acetone for
10 minutes and dried. Exogenous material was removed
by incubating the nails in 200 uL 1% SDS/25 mmol/L
EDTA and 1 uL 20 mg/mL proteinase K for 1 hour. The
nails were then rinsed three times in MilliQ and incu-
bated in 200 uL of 2 mol/L NaOH on an automated vortex
overnight to dissolve the nail material. The solution was
neutralized by adding 100 pL of 200 mmol/L Tris (pH,
7-8) and 34.5 uL of 11.6 mol/L HCL. Diluted NaOH was
added to redissolve the precipitates. Next, an equal
volume of phenol/chloroform was added to the neutral-
ized sample, mixed for 10 minutes by inversion, and
centrifuged at 19,000 xg for 15 minutes at 4°C. The

aqueous top layer was transferred to a clean tube and
DNA was precipitated by adding 1/10 volume (35 uL) of
3 mol/L sodium acetate (pH, 5.2), 2 volumes (700 uL) of
95% ethanol and 1 uL 20 mg/mL glycogen overnight at
—20°C. DNA was pelleted by centrifugation at 19,000 xg
for 30 minutes at4°C, washed once in 700 uL 75% ethanol,
centrifuged at 19,000 x g for 15 minutes at 4°C, after which
the supernatant was removed and the pellet dried and
resuspended in 100 uL 10 mmol/L Tris-HCI (pH, 8).

Currently, we have isolated DNA from toenail clip-
pings of more than 21,000 NLCS study participants,
among which are samples of controls (1 = 3,856) and of
various cancer case groups with 20.3 years of follow-up:
head and neck (n = 507), esophageal (n = 359), stomach
(n="795), colorectal (n = 3,560), pancreatic (n = 544), lung
(n = 2,593), melanoma (isolation in progress), breast
(n women = 2,512; n men = 31), endometrial (n = 434),
ovarian (n = 400), advanced prostate (n = 1,016), invasive
bladder (n = 845), renal cell (n = 585), and brain (isolation
in progress) cancers, and lymphatic malignancies (isola-
tion in progress).

Results

DNA vyield and purity

DNA yield and purity of the toenail samples was
assessed using the NanoDrop 1000 Spectrophotometer
(Thermo Fisher Scientific). The average yield of DNA
obtained from the toenails using the protocol described
above was 393 + 873 ng/mg toenail (average + SD). It
should be noted that the spectrophotometrically assessed
amount of DNA is not only human DNA, because bacte-
rial and fungal DN A may be present in the nail material. In
addition, phenol used for isolation of the DNA has its
absorption peak at 270 nm, which, to some extent, carries
over to absorbance at 260 nm, and also the absorption peak
of proteins at 280 nm overlaps with absorption at 260 nm.
Thus, the amount of true human DNA in the toenail DNA
samples may be overestimated to varying degrees when
assessed with the NanoDrop.

The average A260/A280 ratio of the toenail DNA sam-
ples was 1.5 £ 0.2, which is lower than the ratio of pure
double-stranded DNA (i.e., ~1.8). This could be due to
contamination of the samples with proteins (e.g., keratin)
and phenol.

The average A260/A230 ratio of the samples was 0.7 &
0.5, substantially lower than the ratio of pure double-
stranded DNA, which is ~2.0. This could indicate that
the toenail DNA samples are contaminated with organic
compounds and salts used for DNA isolation such as
EDTA, sodium acetate, ethanol, and glycogen. We have
tried to purify the isolated toenail DNA samples using
GlycoBlue Coprecipitant, but this led to considerable
losses of DNA. As shown later in this article, toenail DNA
rendered good results in the genotyping assays that we
have applied so far and, therefore, we have not yet studied
other ways to purify the toenail DNA with high DNA
recovery.
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Other studies have also determined DNA yields from
nails, but their protocols for DNA extraction and techni-
ques to quantify DNA yield were different from those that
we used. Klassen and colleagues (7) obtained a yield of 9.9
+ 1.7 ng/mg fingernail DNA, using a fluorescence meth-
od to quantify DNA, which specifically assesses double-
stranded DNA. Using a commercial DNA extraction kit,
Park and colleagues (8) obtained a yield of 68.7 ng/mg
finger or toenail using NanoDrop to quantify DNA, but
only 2.9 ng/mg nail when using PicoGreen. When they
used NanoDrop, fingernails had almost two times more
DNA yield than toenails, but with PicoGreen, the yield of
toenails was slightly higher than that of fingernails. Also
using a commercial DNA isolation kit, Tanigawara and
colleagues (9) obtained 25 to 50 ng/mg fingernail as
assessed spectrophotometrically. Using a protease
derived from musk melons, Yoshida-Yamamoto and col-
leagues (10) achieved yields up to 250 ng/mg fingernail
using phenol-chloroform extraction and NanoDrop to
quantify DNA, which is comparable with what we
observed. The average A260/A280 ratio of their melon-
based protease-treated DNA samples was slightly better
than the ratio of our samples, namely 1.7. This can be
explained by the fact that the protease from the musk
melon has a higher keratinolytic activity than proteinase K
(10). When these authors used proteinase K to digest
protein, they achieved a DNA yield of 60 ng/mg nail,
which corresponds exactly to the yield that Kaneshige and
colleagues (11) had for fingernails also using proteinase K
digestion. Nakashima and colleagues (12) obtained 100 ng
DNA per mg of nail using crushed fingernail clippings.
Matsuzawa and colleagues (13) obtained enough DNA
froma 1 x 10 mm piece of fingernail to do at least 500 PCR
reactions requiring 5 ng each using finely crushed finger-
nail clippings and a commercial DNA extraction kit.

In conclusion, the yield of DNA from nails seems to vary
according to the protocol by which DNA was isolated. The
method that we have used, as described in this article,
seems to have the highest DNA yield. In addition, DNA
yield varies according to the method by which it was
quantified. Most studies have used NanoDrop and the
yield across the studies varied from 60 to 393 ng/mg nail.
PicoGreen only measures double-stranded DNA, where-
as single-stranded DNA is also suitable for PCR and
genotyping. Both NanoDrop and PicoGreen are not spe-
cific for human DNA, and NanoDrop in addition mea-
sures RNA, nucleotides, and protein at 260 nm.

Therefore, we recently tested the amplification of a 596-
bp sequence in the cytochrome P4501A2 (CYP1A2) gene
and a 197-bp sequence in the myeloperoxidase (MPO) gene
in a qPCR analysis in 30 toenail samples. Input toenail
DNA was 2 ng as determined by NanoDrop. Human high-
molecular weight DNA was obtained from A549 cells and
a calibration curve was obtained by 10-fold dilutions of
2 ng to 0.002 ng DNA. We determined threshold cycle
numbers of the toenail DNA samples, and the amount of
amplifiable DNA in toenail DNA was then determined by
using the calibration curve. The starting toenail DNA

Nail DNA for Genetic Analyses

amount for the PCR of MPO as derived from the calibra-
tion curve was only 0.021 & 0.006 ng, which equals
approximately 1% of the spectrophotometrically deter-
mined input DNA. Because toenail DNA is highly frag-
mented, we expected the production of the CYP1A2
amplicon to be less effective compared with the MPO
amplicon. Indeed, amplification of the 600-bp product
resulted in 0.006 £ 0.001 ng input DNA, which is only
approximately 0.3% of the amount that was expected
spectrophotometrically. These results are in line with data
from Park and colleagues (8), who measured only a
fraction (~3%) of the DNA yield that they measured with
NanoDrop when they used PicoGreen. Thus, when using
nail DNA for genetic analyses, it is important to take into
account that NanoDrop overestimates the amount of
amplifiable DNA (>200 bp) in the samples and that more
DNA should be used than what is required for a certain
assay when DNA concentration is quantified with Nano-
Drop. However, using the PicoGreen method to assess the
amount of sample needed to meet input DNA require-
ments for a genotyping assay probably leads to an over-
estimation of the amount of sample needed because sin-
gle-stranded DNA is also useful for genotyping. Thus,
when setting up a study using nails as DNA source for
genotyping, it is best to first test what the optimal amount
of input nail DNA for that specific assay is.

Length of fragments and PCR success rate of toenail
DNA

Toenail DNA is highly fragmented. We investigated
DNA fragment length of our toenail samples with agarose
gel electrophoresis. Most of the fragments appeared to be
<200 bp, as shown in Fig. 1, but larger fragments were
present.

1,000
800
600
400

200

Figure 1. Five random toenail DNA samples on agarose gel (1.5%), 60
minutes, 100 V.
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Cancer Epidemiol Biomarkers Prev; 23(12) December 2014

Downloaded from cebp.aacrjournals.org on September 22, 2021. © 2014 American Association for Cancer Research.

2705


http://cebp.aacrjournals.org/

2706

CEBPFOCUS

Table 1. Call rates in each quadruplicate analysis and overall (n samples = 82)
Call rate Call rate Call rate Call rate Average call

SNPs quadruplo 1 (%) quadruplo 2 (%) quadruplo 3 (%) quadruplo 4 (%) rate (%)
Sample call rate, 98.7 (63.3-100) 97.7 (0%-100) 99.5 (80-100) 98.8 (76.7-100) 98.7 (73.3-100)

average (range)
rs1695 98.8 98.8 98.8 100 99.1
rs6670 98.8 95.1 98.8 97.6 97.6
rs727479 97.6 97.6 100 97.6 98.2
rs743572 96.3 93.9 97.6 96.3 96.0
rs822396 97.6 98.8 98.8 98.8 98.5
rs1019731 98.8 96.3 98.8 98.8 98.2
rs1056836 98.8 97.6 98.8 98.8 98.5
rs1062935 98.8 97.6 98.8 98.8 98.5
rs1076160 98.8 97.6 100 98.8 98.8
rs1501299 98.8 97.6 98.8 97.6 98.2
rs1799941 100 97.6 100 100 99.4
rs1801278 100 98.8 100 100 99.7
rs1801282 100 98.8 100 100 99.7
rs1805097 95.1 95.1 98.8 95.1 96.0
rs1877926 98.8 97.6 98.8 100 98.8
rs2132571 98.8 97.6 100 100 99.1
rs2132572 100 98.8 100 97.6 99.1
rs2241766 98.8 97.6 100 100 99.1
rs2672890 100 98.8 100 100 99.7
rs2854744 96.3 98.8 100 98.8 98.5
rs2994329 100 97.6 100 100 99.4
rs4684847 98.8 98.8 98.8 100 99.1
rs5742678 97.6 98.8 100 97.6 98.5
rs6444175 98.8 98.8 98.8 96.3 98.2
rs7014346 100 97.6 100 98.8 99.1
rs7208536 97.6 96.3 100 98.8 98.2
rs7874234 100 98.8 100 100 99.7
rs10505477 100 98.8 100 98.8 99.7
rs12584136 98.8 98.8 100 100 99.4
rs9890502 100 97.6 100 98.8 99.1
rs2471551 Failed
rs2854746 Failed
rs8063461 Failed
2n one sample in this quadruplicate analysis, none of the 30 SNPs were called, probably explained by absence of DNA in the well.

Over the course of DNA isolation of the >21,000 NLCS
toenail samples, we have performed a PCR analysis on 618
random samples (1-2 samples per 48 isolated samples to
monitor isolation quality) to determine the presence of the
earlier mentioned 596-bp and 197-bp CYP1A2 and MPO
amplicons. Amplification of the 596-bp fragment was
successful for 85% of the samples and amplification of
the 197-bp fragment for 80% of the samples.

There are few observations from other studies on
DNA fragment sizes in nails. Park and colleagues (8)
were able to produce amplicons of 100-, 200- and 400-bp
sequences in the nuclear b-actin gene for 62.5%, 22.2%,
and 16.7% of the samples, respectively. These seem low
percentages compared with our results. This difference

may be explained by differences in washing and extrac-
tion methods used, resulting perhaps in increased DNA
fragmentation or increased presence of PCR inhibitors
in the DNA samples of Park and colleagues, or by the
fact that analyses were done on different DNA seq-
uences. Klassen and colleagues were able to generate
a 456-bp amplicon of RYR2 gene exon 97 in 66% of the
fingernail DNA samples, more than twice as often as for
formalin-fixed paraffin-embedded (FFPE) tissue DNA
samples. Amplification of 911- and 969-bp PCR pro-
ducts in fingernail DNA samples was unsuccessful. In
the majority of fingernail samples they tested, Yoshida-
Yamamoto and colleagues (10) were able to amplify a
286-bp fragment of the ESRX gene.

Cancer Epidemiol Biomarkers Prev; 23(12) December 2014
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In conclusion, our study and other studies have
shown that toenail DNA is considerably fragmented to
sizes generally <200 bp, but larger fragments are present
and can be amplified in part of the samples, probably
depending on the protocols used to isolate the DNA
from the nails and the specific genomic regions of
interest to be amplified.

Toenail DNA for genotyping

Study on Sequenom MassARRAY iPLEX SNP genotyp-
ing platform. For this pilot study on using Sequenom
MassARRAY iPLEX technology for SNP genotyping, 82
DNA samples from toenails of prostate cancer cases from
the NLCS were used. Thirty-three SNPs (as listed in Table
1) in the insulin-like growth factor pathway genes were
determined. SNP genotyping analysis on 100 ng of toenail
DNA (as measured with NanoDrop) was carried out by
Sequenom in Hamburg using the MassARRAY iPLEX
SNP genotyping platform (Sequenom; ref. 3). Four ali-
quots from each of the 82 DNA samples (100 ng each, as
measured by NanoDrop) were taken and genotyped.

Genotyping of two SNPs (rs2471551 and rs2854746)
failed because primers were not adequate. In addition,
we excluded the results of one additional SNP (rs8063461)
because this SNP was frequently called in water samples,
which was probably caused by self-extension due to
formation of a hairpin or extension due to a primer-dimer
formation with another primer (please note that the anal-
ysis is based on a multiplex PCR reaction).

Table 1 shows the average and range of the sample call
rates for each quadruplicate analysis and the average call
rate across the quadruplicate analyses. The sample call
rate was high, with averages ranging from 97.7% t0 99.5%.

SNP call rates fluctuated slightly across quadruplicate
analyses and ranged from 93.9% to 100% (Table 1).

Table 2 shows the reproducibility of the SNP call rates
across the four repeated analyses, which ranged from
98.8% to 100%. On 11 occasions, there were differences
in alleles (heterozygotes called as homozygotes) between
quadruplicate analyses residing in three samples in total.
After exclusion of samples below a sample call rate
threshold of 95%, only two discrepancies (each in a dif-
ferent sample) remained out of a total of 9,643 calls that
were made (~0.02%).

In conclusion, DNA from toenails enables genotyping
using Sequenom’s MassARRAY technique with good
sensitivity and reproducibility.

Further experience with the Sequenom MassARRAY
iPLEX SNP genotyping platform. The Sequenom
MassARRAY iPLEX platform has so far been used in three
large NLCS genotyping projects on gene—environment
interactions (containing sets of 24, 20, and 30 SNPs (all
with minor allele frequency > 10%) and 6,230, 2,872, and
4,238 samples, respectively) and three more such geno-
typing projects are ongoing. For these three projects,
Sequenom genotyped 7,635 unique toenail DNA samples
on the MassARRAY iPLEX platform. Articles describing
the results are published (14) and in preparation.

Nail DNA for Genetic Analyses

Table 2. Reproducibility of SNP genotyping
across quadruplicate analyses (n samples = 82)

Samples with Samples with Samples with
calls in at least the same the same
2 quadruplicate genotyping genotyping

analyses (n) result (n) result (%)
rs1695 81 80 98.8
rs6670 81 80 98.8
rs727479 81 81 100
rs743572 80 80 100
rs822396 81 81 100
rs1019731 81 81 100
rs1056836 81 81 100
rs1062935 81 81 100
rs1076160 82 82 100
rs1501299 81 81 100
rs1799941 82 82 100
rs1801278 82 82 100
rs1801282 82 82 100
rs1805097 81 81 100
rs1877926 81 81 100
rs2132571 82 82 100
rs2132572 82 82 100
rs2241766 82 82 100
rs2672890 82 82 100
rs2854744 82 81 98.8
rs2994329 82 82 100
rs4684847 82 82 100
rs5742678 82 81 98.8
rs6444175 82 82 100
rs7014346 82 82 100
rs7208536 81 81 100
rs7874234 82 82 100
rs9890502 82 82 100
rs10505477 82 82 100
rs12584136 82 82 100

In each of these projects, the genotyping was successful:
average sample call rates were higher than 95% (overall,
97.1%). Of note, 95.5% of the samples had a call rate >90%
and 92.3% had a call rate >95%. Seventy-one of the 74 SNPs
that were determined across the three projects adhered to
Hardy-Weinberg equilibrium. In one of the projects, 23
samples of toenail DNA were compared with 23 samples
of paraffin-embedded normal tissue DNA samples from
the same NLCS participants. The genotype concordance
(of 30 SNPs) between the two types of samples was 99.1%.
Using data from the three projects, we have investigated
whether the A280/A260 and A230/A260 ratios affected
the sample call rates. Table 3 illustrates the average call
rates for strata of the A260/A280 and A260/A230 ratios
and the percentage of samples that passed sample call rate
thresholds of 95% and 90%. Average sample call rates and
the percentage of samples passing sample call rate thresh-
olds were slightly lower for lower 260/A280 and A260/

www.aacrjournals.org
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Table 3. Average sample call rates and percentages of samples passing 95% and 90% sample call rate
thresholds, stratified by different A260/A280 and A260/A230 ratio cutoffs
Percentage of Percentage of
Average samples with sample samples with sample
Samples, n (%) call rate, % call rate >95% call rate >90%
A260/A280
<1.8 6,083 (96.7) 97.3 92.8 95.7
>1.8 209 (3.3) 97.2 95.2 96.2
<1.5 3,134 (49.8) 96.9 91.6 95.0
>1.5 3,158 (50.2) 97.6 94.2 96.4
A260/A230
<2 6,276 (99.7) 97.3 92.9 95.7
>2 16 (0.3) 88.0 87.5 87.5
<1.0 5,359 (85.2) 97.2 92.6 95.4
>1.0 933 (14.8) 97.8 94.9 97.4
<0.75 4,110 (65.3) 97.0 92.1 95.0
>0.75 2,182 (34.7) 97.9 94.5 97.0

A230 ratios. However, despite the relatively low purity
ratios, toenail DNA renders good results with the Seque-
nom MassARRAY technique. For other genetic analyses,
the purity of the toenail DNA may be more crucial.
Therefore, it would be worthwhile to test DNA purifica-
tion methods with a high DNA recovery.

Pilot study on Infinium HumanCytoSNP_FFPE-12
DNA chip. The Infinium HD FFPE DNA Restore Kit
was originally developed to restore degraded DNA in
FFPE tissues in preparation for use with the Infinium HD
FFPE Assay (4). The Infinium HD FFPE Assay gives
results for 262,739 genetic markers: selected tag SNPs
that provide comprehensive coverage of the genome. For
Infinium platforms, Illumina recommends fragment sizes
of >2 kb. To test if samples are eligible for restoration, the
Infinium HD FFPE Quality Control (QC) Kit is used. The
QC Kit provides primers and DNA template for a real-
time PCR using standard instrumentation and reagents.
Extracted FFPE samples that pass the QC test (i.e., do not
cross a certain PCR cycle threshold) are suitable for
restoration using the restore kit.

We tested whether toenail DNA could be restored with
this restore kit as well. We selected 29 prostate cancer
samples from the NLCS study, from which 24 samples
(83%) were eligible for restoration based on the QC test.

After restoring, we prepared the 24 toenail DNA sam-
ples for genotyping with the lllumina HumanCytoSNP_
FFPE-12 DNA Analysis Kit, through which DNA is
purified and whole-genome amplified. The chips were
prepared and analyzed at the Genomics Core at Leuven
University using the Illumina iScan reader and the iScan
Array Scanner.

The average sample call rate of the 24 toenail DNA
samples was 93.8%. Nineteen of the 24 samples (79%) had
a sample call rate greater than 90%, whereas two other
samples had a call rate very close to 90% (Fig. 2). This
percentage is comparable with the percentage of FFPE

samples that passes the threshold of >90% sample call rate,
as reported in the Illumina product description leaflet of
the HumanCytoSNP_FFPE DNA Restore Kit (4). The
average SNP call rate was 93.8% across the 24 samples,
with a SD of 9.8%. Of the total of 262,739 SNPs, 0.01% (n =
28) could not be called at all. Forty-two percent of the SNPs
called 100%, and 69%, 82%, and 96% of the SNPs had a call
rate greater than 95%, 90%, and 75%, respectively. It
should be noted that we have overestimated the amount
of input DNA that was used in this assay, because Nano-
Drop was used to quantify DNA and we did not yet have
theresults of the qJPCR experiment that showed that only a
fraction of spectrophotometrically determined DNA in
toenails is amplifiable (>200 bp) human DNA. The results
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80%
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Figure 2. Sample call rates of 24 toenail DNA samples genotyped with the
llumina HumanCytoSNP_FFPE-12 DNA Array.

Cancer Epidemiol Biomarkers Prev; 23(12) December 2014

Cancer Epidemiology, Biomarkers & Prevention

Downloaded from cebp.aacrjournals.org on September 22, 2021. © 2014 American Association for Cancer Research.


http://cebp.aacrjournals.org/

2709

(2]
(O]
[
mw (abed Buimojjo) ayy uo penuiuoy)
MV (ou 4o
m SOA SOA SOA SOA ON SOA s9A) U01309||00 paJslSIUIWLPE-}8S
nm (61) :@0ualeRy (61) :90ualBleYy (22 ‘61) :seouUalaley (61) :@0ualB)0y (2) :20uai)ey
m i 9/ 08 2.-19 e G/ (%) uonedioiued Joy oel esuodsey
m (++ 10 ‘4 ‘— ‘— —) uonos|00
T - + + + - = + + JO (SSeUaAISEAUL JO SWIS} UI) 8se]
z
(++ 40+ ‘== )
salpnis d1bojolwapids
- + + - = - = ++ ouelpad Joy Aljigelns
(g “1€) :seouaiey  (pg ‘0E) :seoualaley (pg) :@0ualalRy (gg) :@0uaiayey (+ 40 —) BuidAousbh
ot + + + + ¢, juanbasqgns pue YO\ 4o} AljIqenns
(1€) :@ouaiv)0y (02) :@0ouatBley (72 ‘02 ‘6) :seouaIeRY (g€ ‘0g) :Seousiajey (6) :20uBIBjY (6) ‘:@0UBIR)RY (+ 40 ‘“—/+ ‘=) (a% £2<) ¥YNA
- - —/+ + + - yBrem Jenosjow-ybily sureuon
(o€ ‘62 (62 ‘ve ‘€2 (82 ‘ve ‘ee (%)
(1L€) :ooualoy ‘02 ‘6l) :SeouUaleley ‘12 ‘Bl) :seoualeey ‘L2 ‘6l) :Seousleey (61) :@0UalB)0y (L1) ‘,:e0usieley uoneoyldwe juswbely dg-00g
f 00+-0 00L-€¢ 0018 (0[0] 8 00+-08 Ajeyewixoidde jo ayes ss900Ng
(02) :oousieyey (6) ‘,:@0UBI8)0Y
1 ¢ é a4 ge< a3 g¢< dg 00z sezis Juswbel) YNQ o Awiofey
(61) :@0UalBlRY (12 ‘61) :seouaiey (12 ‘6)) :Seousaiaey (1) :00uaIB)Y I RIVEIETE S|
¢ 0 20 6’180 7L L0 0€2v/09¢v
(L2-¢2 (se-¢€e
(22) :oouauel@y (02 ‘61) :S@oUBIBlRY ‘1 2-61) :soouaieey  ‘Lg-61) :Seouaisey (L2 ‘61) :Seousaisiey (01) ‘,:e0usie)ey
8t L'1-6'0 0c-L't 6'k-G'I 8t L= 08¢Vv/09¢vY
Awind yNa
(y2) :@0oualalRy (y2) :oouaijy () :o0uaisYy
¢ N2 L 89-7¢ 76 12 (%) YNQ uewny sbejusoied
(6) :@0UBIB)OY (9z-c2 (R4
912110} Yum (02 ‘61) :seoualeley ‘L 2-61) :soousleey (GZ-81) :Seousieey (£1) :eousisgey  ‘0L-8) ‘,:S80UBlBlEY
Jrey/Bri 67 1-G0°0 pJeo/b1i 9g-¢ ysniqg/Bri zg-¢°1 qu/bM g2—40 Jw/6m 09-0g  Ireu Bwy/Bri $°0-£0°0 SHun Jad paih yNQg uesiy
S8|01]|0} YUM Jrey 9—-¢ pJeo | saysniq/sdems g-| Jw 02— Jw GL-¢ oW 08 (syun) Junowe uoos||00 [ealdA
9|21j|0} YHUM JieH  pJed (v1d) sishjeuy ysniqoiho  ealjes/ysem Yinon pooig SlleN
1o} ABojouyoa] 1seq /dems |eoong
S||99 |eoong
sbumas Apnis od1bojoiwepide ul YNQ 1O $82In0s pasn Ajjuanbaly usiayip Jo uosuedwo)  a|qel

Cancer Epidemiol Biomarkers Prev; 23(12) December 2014

Downloaded from cebp.aacrjournals.org on September 22, 2021. © 2014 American Association for Cancer Research.

www.aacrjournals.org



http://cebp.aacrjournals.org/

CEBPFOCUS

5 5 on the Illumina HumanCytoSNP_FFPE-12 DNA chip
o % § gﬁgt have been even better if we had used more input
% é é This pilot study shows that the HumanCytoSNP_FFPE
hs g 8 array works for toenail DNA samples. However, in a more
H 2 2 elaborate study, the reproducibility and accuracy of the
R B g genotyping of nail samples through this array should be
I+ f;’ s investigated. In this more elaborate study, more input
55 2 _% DNA should be used and it may be preferable to call the
- E g % samples based on internal clustering, so on the clusters of
5’2 8 = the nail samples. In the pilot described in this article,
E E g ﬁ calling was done based on a standard clustering of FFPE
E 2 é’ g samples provided by Illumina.
. - Lo
o E g \+‘ n 2 % Toenails as a source of DNA as compared with other
c 5 o sources
f)/ ﬁ '% For large-scale genetic epidemiologic studies, it is of
o 2 g E interest to know how different tissues as a source of DNA
o 8§ 3 § 3 compare with regard to various aspects. Not only the
% K S . © E quantity and quality of DNA is important, but also the
n S|2g -g £ ease of obtaining and storing samples, and participation
2 (] § % | g s rates of study participants are variables to take into
% azl> & '_*; < %orgiiderition when Ch}czosing one tis;lclleffor the other.
=) able 4 shows various characteristics of different sources
'%} E ? E é of DNA. This table is not an exhaustive summary of the
= o 2L 5 literature.
'g % % 2 % In terms of DNA quantity and quality, blood is the
g g S _% % optimal source of DNA. However, drawing blood is
a £ 5 0= invasive and cannot be performed by study participants
; é ‘ °, % % g themselves. Thus, asking to provide a blood sample will
< N g a reduce participation rates and it will make large-scale
% "3 *qé) £ studies, especially of a geographically disperse popula-
— 594 4 tion, difficult, if not impossible, in terms of logistics and
8 ?, g fE § associated costs. DNA yields from non-blood sources of
Q S8 E - DNA (buccal cells, hair, and nail) vary greatly between
% 5 S'EB ﬁ S L sources, depending on collection methods, storage con-
e 8l Eg 2 & ditions before DNA isolation, and DNA extraction meth-
8 C g k] '-g 8 ods. Nevertheless, of the non-blood DNA sources, mouth
9 e é g g wash or saliva samples probably render the highest yield
> = g o = ® of hux.nan DNA of the.highést quality, both in terms of
‘qc: S 3 % % s DNAlmtegrlt}i ;nd I:iu:'ltyi Dllslz.id;antatges of mpl;tﬁ wa.iﬁ
> Ee 225 8 samples are the relatively high costs associated wi
g % é g 8 S 5 obtaining the samples (transport costs) and the problem
= 2| + Sz g _g = of obtaining mouth wash samples in pediatric popula-
5 zZ| + + 2= 9@ 8 5 tions. Compared with the other sources of DNA, obtain-
E & 59 g ; ) - ing nails is least invasive and most suitable for use in
% s o é’. 5 (_g. © o % pediatric studies, and together with hair samples, nail
‘5 23 o \8. a 2 §¢% 2 samples entail the lowest costs for obtaining and storing.
c E E g a 8 E 5 2 > On the other hand, isolating DNA from nails is more
_8 o é Iz % % < E t @ laborious than isolating DNA from blood samples or
g § € 7T %_ i (_2 g % '§> ":6: buccal samples, due to the washing steps for removing
c % % ; % 2 s y % _g g "_; possible nail polish and other exogenous material and the
8 25 |2 T B3 cew 2 incubation step to dissolve the nail material.
E "1l a 22203 o}
< 29 |2 F|lacsigo z 8
e o 3 1IER 1= (<§ @ % § g S > vera ISCussion
A S I T 22a0a386 The pilot studies described in this article add to our
previous findings (2) that nail clippings are a good source
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of DNA for genetic analyses, despite the fragmented
nature of the DNA (mostly <200 bp) and the relatively
low purity. Toenail DNA samples proved well suited for
genotyping of a limited set of SNPs on the Sequenom
MassARRAY iPLEX with good call rates and reproduc-
ibility. After restoration with the Infinium HD FFPE DNA
Restore Kit, toenail DNA showed satisfactory call rates on
the Illumina HumanCytoSNP_FFPE-12 DNA high-density
array (>262,000 markers). Good results using nail DNA for
high-density (HD) genotyping were also obtained by
others. Nakashima and colleagues (12) have genotyped
five fingernail samples on the Affymetrix GeneChip
Human mapping 250K Array, obtaining an average
sample call rate of 94.8%. When they compared nail
samples with blood samples, the concordance rates for
homozygotes and heterozygotes were 99.8% and 98.8%,
respectively. They did not observe differences between
fresh clippings and >5 year old clippings stored at room
temperature, which once again shows that nail DNA
does not degrade when nail samples are stored at room
temperature for extended periods (2). Oikawa and col-
leagues (15) have genotyped 11 fingernail DNA samples
with the Affymetrix GeneChip mapping 10K 2.0 array
optimized for FFPE tissue samples. The average sample
call rate was 92.5%, which was comparable with the
average SNP call rate (93.8%) in our pilot study using
the Illumina HumanCytoSNP_FFPE-12 DNA Array.

Nakashima and colleagues and Oikawa and colleagues
isolated DNA from frozen and crushed nails, whereas we
lysed nails with NaOH before DNA isolation. We have
compared DNA yield and fragment sizes of both prepro-
cessing methods (10 samples) and we obtained better
results for lysed nail method than for the freeze/crush
method (results not shown). Using the latter method, we
did not observe DNA fragments with a size of >200 bp,
which we did observe for the lysed nail method, whereas
the DNA yield was not meaningfully different between
the two methods. Therefore, we speculate that nail DNA
obtained through lysis of nails might lead to even better
results using Affymetrix GeneChip mapping arrays than
nail DNA obtained with the freeze/crush method.

Our toenail DNA was also tested on the Illumina Vera-
Code platform combined with Illumina GoldenGate
genotyping, but the call rates were too low for meaningful
analyses (results not shown). Possibly, toenail DNA does
not contain enough DNA fragments >200 bp, as required
for this technique, this technique is relatively sensitive to
the low purity of the toenail DNA samples or not enough
input DNA was used. [llumina advises to quantitate DNA
by PicoGreen, but we used NanoDrop to quantify DNA.
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