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Abstract
DNA methylation is an epigenetic modification that is essential for the development and mature
function of the central nervous system. Due to the relevance of this modification in the
transcriptional control of gene expression, it is often necessary to examine changes in DNA
methylation patterns with both gene and single nucleotide resolution. Here, we describe in depth a
basic protocol for direct bisulfite sequencing of DNA isolated from brain tissue, which will permit
direct assessment of methylation status at individual genes as well as individual cytosines within a
genomic region. This method yields analysis of DNA methylation patterns that are robust,
accurate, and reproducible, thereby allowing insights into the role of alterations in DNA
methylation in brain tissue.
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Introduction
Methylation of cytosine nucleotides in DNA is a powerful epigenetic modification that
dramatically influences the transcriptional potential of individual genes. This modification,
which is conserved across vertebrate and invertebrate species, occurs predominantly at
cytosine-guanine dinucleotides (CpGs) within the genome, and involves the addition of a
methyl group to the 5′ carbon atom in cytosine’s pyrimidine ring (Holliday and Pugh,
1975). The result is a carbon-carbon bond which is incredibly strong and requires a
prohibitive amount of energy to be broken enzymatically (Wolffe et al., 1999). Methylation
of cytosines in DNA is catalyzed by DNA methyltransferases (DNMTs), which use S-
adenosyl methionine as the methyl donor (Klose and Bird, 2006). Interestingly, there are
two types of DNMTs – those that methylate DNA de novo, and those that preferentially
methylate DNA that is already methylated on one strand (and are therefore termed
maintenance DNMTs). Thus, even when methylation of one DNA strand is lost, enzymatic
reactions are in place to recognize and re-methylate the corresponding DNA strand (Day and
Sweatt, 2010). The result is that DNA methylation can be an incredibly stable and long-
lasting molecular modification. In vertebrate systems, cytosine methylation generally occurs
at cytosine-guanine dinucleotides (so-called “CpG” sites), which are underrepresented in the
genome, but tend to cluster around the promoter region of around 60% of genes (Jaenisch
and Bird, 2003). Methylation at these clusters, termed CpG islands, has long been
appreciated for its role as a master regulator of gene transcription. Thus, cytosine
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methylation tends to be at low levels in actively transcribed genes, and occurs at higher
levels in gene that are repressed.

Due to its role as a potent modulator of gene transcription, DNA methylation is a critical
component of cellular and organismal development. In fact, it is via changes in DNA
methylation that individual cells establish and maintain gene programs that ultimately
determine cell fate and perpetuate a given cellular phenotype across the lifespan and across
cell division. Additionally, recent studies have led to an appreciation for a role of DNA
methylation in both dividing and non-dividing cells within the central nervous system
(Miller and Sweatt, 2007; Lubin et al., 2008; Ma et al., 2009b; Feng et al., 2010; Ma et al.,
2010; Miller et al., 2010). DNA methylation status in the brain is dynamically altered in
response to a number of different forms of behavioral experience, and this phenomenon
generally occurs at genes that are known to control neuronal plasticity (Weaver et al., 2004;
Weaver et al., 2005; Miller and Sweatt, 2007; Lubin et al., 2008; Roth et al., 2009; Gupta et
al., 2010; Miller et al., 2010; Penner et al., 2010; Guo et al., 2011c). Although DNA
methylation was once thought to be almost irreversible once established in non-dividing
cells, it is now clear from these studies that methylation of cytosines in DNA can both
increase and decrease in response to neuronal activity. Critically, a series of recent studies
have identified a demethylation pathway that may contribute to active decreases in
methylation in the adult brain (Ma et al., 2009a; Guo et al., 2011a, 2011b). Thus, far from
being a static process, DNA methylation patterns are highly dynamic in response to
environmental stimuli within the central nervous system.

Given the importance of DNA methylation for a number of cellular processes, it is not
surprising that a number of different techniques have been developed over the last 10 years
to examine methylation levels in a given tissue. The most basic of these examine changes in
DNA methylation at a global level, permitting analysis of overall methylation differences
between unique types of tissue or between experimental and control samples. However, as
noted above, DNA methylation changes in the brain (as well as other organs) appear to
occur at specific gene targets, meaning that methods that can only assay genome-wide
methylation changes are inherently limited. Thus, additional techniques have been
developed to examine DNA methylation changes at specific gene targets. One example is
methylation dependent DNA immunoprecipitation (MeDIP), a technique that involves
incubation of DNA with antibodies that recognize methylated cytosines followed by gene-
specific PCR amplification (Weber et al., 2005). This technique has been used successfully
with brain tissue in a number of studies (Miller et al., 2010; Vucetic et al., 2010; Vucetic et
al., 2011), and is useful for interrogating altered DNA methylation within the amplified
DNA region. However, it is increasingly being understood that DNA methylation changes at
individual CpG sites can have robust consequences for the transcription of certain genes
(Lister and Ecker, 2009; Lister et al., 2009). Indeed, studies with brain tissue have reported
that DNA methylation changes following a behavioral manipulation can be incredibly site-
specific even within relatively short stretches of a single gene (Weaver et al., 2004; Lubin et
al., 2008; Roth et al., 2009; Gupta et al., 2010; Guo et al., 2011c). These observations have
led to the suggestion that DNA methylation patterns may constitute a kind of methylation
“code” in which individual modifications interact to form a complex methylation landscape
that interact with other epigenetic and non-epigenetic factors to regulate gene transcription
(Turner, 2007; Day and Sweatt, 2011).

Based on the CpG-specific nature of DNA methylation, sequencing-based methods are
increasingly being used to probe how this modification changes following experience
(Harris et al., 2010; Guo et al., 2011c). In some cases, these techniques expand upon existing
methodologies involving immunoprecipitation or methylation-selective DNA restriction
enzymes, and are amenable to gene-targeted approaches as well as massively parallel next-
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generation sequencing. Another approach, which we will detail here, involves bisulfite
treatment of DNA, which converts unmethylated cytosines in DNA to uracil in a
sulfonation-deamination-desulfonation reaction, while leaving methylated cytosines
unmodified (Frommer et al., 1992). In part due to the high fidelity of this reaction as well as
the single-nucleotide information that it allows, bisulfite sequencing has been referred to as
the “gold standard” of DNA methylation assessment techniques (Lister and Ecker, 2009;
Chen et al., 2010; Reed et al., 2010). Indeed, direct bisulfite sequencing of DNA purified
from brain tissue has been performed repeatedly in our laboratories, and represents a reliable
and relatively low-cost method for examining changes in DNA methylation with gene and
CpG-site specific resolution. The protocol described below provides a basic outline for
conducting direct bisulfite sequencing with DNA purified from brain tissue.

Strategic Planning
Prior to bisulfite conversion and sequencing, the concentration and purity of starting DNA
should be determined using a conventional spectrophotometer, Nanodrop, or similar system.
Starting DNA should be high quality, with the total amount of DNA ranging from 100ng – 5
μg. The volume (μl) of DNA required from each sample can be computed given the
concentration. PCR tubes should be labeled and a thermal cycler should be set as outlined in
the bisulfite kit in preparation for the start of bisulfite treatment. Care should be taken in
advance to perform appropriate in silico analysis required for primer design and gene
amplicon selection, based on the guidelines outlined below.

Direct Bisulfite Sequencing of DNA from Brain Tissue in Order to
Determine DNA Methylation Levels at Gene Specific Targets

Direct bisulfite sequencing for analysis of DNA methylation levels is a technique that was
developed in order to determine CpG site-specific changes (Frommer et al., 1992).
Determination of DNA methylation changes is fundamental to understanding control of gene
expression within the brain and how these changes affect neuronal activity. Neuronal
changes within the brain will inevitably be associated with prior changes in DNA
methylation; thus, DNA methylation may be an important control mechanism for all
neuronal activity (Dong et al., 2008; Guo et al., 2011c).

Direct bisulfite sequencing is an effective way to determine DNA methylation changes
within brain tissue, providing accurate and relatively quick results. Direct bisulfite
sequencing starts when DNA is treated with sodium bisulfite, which conserves methylated
cytosine while converting unmethylated cytosine to uracil. Following bisulfite treatment,
PCR amplification can be performed with bisulfite-compatible primers which target a
specific genomic region. During PCR amplification, cytosine bases which were converted to
uracil during bisulfite treatment will be converted to thymine. The PCR product is then
purified, and the resulting products are prepared for sequencing. A general schematic
diagram of the protocol is shown in Figure 1.

Materials
Isolated, purified DNA

Qiagen EpiTect Bisulfite Kit (Catalog no. 59104)

Thermal cycler

SYBR Green Supermix by Bio-Rad (Catalog no. 170-8882), or similar master mix

Nuclease-free water
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Forward and Reverse primers to amplify genomic of region of interest

ExoSAP-IT by Affymetrix (Part no. 78200)

Ethanol

Pipets and pipet tips

PCR tubes

1.5 mL microcentrifuge tubes

Microcentrifuge

Agarose

Gel electrophoresis system

Power supply for gel electrophoresis

Access to an ABI 3730 DNA analyzer

Standard DNA samples from EpigenDX (Cat no. 80-8060-PreMix)

Perform bisulfite conversion of DNA
1 Using fresh-frozen brain tissue, extract and purify DNA. The purification of

DNA from brain tissue can be accomplished using a number of accepted
methods, including the use of silica spin-columns and phenol-chloroform
extraction. The method and kit used for this procedure should be adjusted based
on the amount of starting tissue and expected yield. However, the Qiagen
MicroAmp DNA extraction kit has generally yielded good results in our
laboratory. A concentration between 500 ng to 1 μg of starting DNA for
bisulfite conversion per sample has worked well for our lab. However, bisulfite
treatments can work effectively at concentrations from ranges of 1 ng to 2 μg.
Concentration of DNA should remain consistent across all samples.

2 Bisulfite conversion can be performed using a number of commercially
available kits, although the Qiagen EpiTect Bisulfite Kit has worked well for our
lab. The first step of the kit requires thermal cycling that requires approximately
5 hours (this is where the bisulfite conversion is occurring), which we have
found best to perform overnight, as overnight holding in the thermal cycler can
be done without loss of effectiveness. In addition to using a kit such as the
Qiagen EpiTect Bisulfite kit, it is also possible to develop a bisulfite treatment
protocol of DNA within your own lab. A basic bisulfite conversion of DNA
occurs by incubation of DNA at high temperature with a low PH. The DNA
should be incubated with a high bisulfite salt concentration. It is important to
note that although many protocols are available for bisulfite conversion of DNA,
reliability of conversion of cytosine to uracil can be a problem with many
bisulfite conversion protocols. Furthermore, a significant amount of DNA
degradation may also occur during bisulfite conversion, while also being time
consuming. Many resources are available on the limitations of bisulfite
conversion protocols and how to perform your own bisulfite treatment of DNA
(Yang et al., 2006; Genereux et al., 2008). Following incubation, the DNA must
undergo purification and elution to remove salts and other impurities due to
bisulfite treatment. Purification and elution of the converted DNA can be
performed by using any standard DNA purification or clean-up protocol.

3 Following the thermal cycling to perform the bisulfite conversion, the second
part of the Qiagen EpiTect Bisulfite Kit kit involves washing, desulfonation of
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cytosines (the final step in the conversion to uracil), and purification of the
bisulfite converted DNA for downstream PCR. This is accomplished with an
EpiTect spin column. After purification, the bisulfite converted DNA samples
can then be stored for 24 h at 2–8 °C or at −20°C for at least 3 years without loss
of product.

Amplification of region of interest
4 Primer design rules for bisulfite sequencing PCR is similar to primer design for

other PCR reactions, with a few variations (see “Anticipated Results and
Troubleshooting” section for additional discussion of this topic). For primers
specific to bisulfite-treated DNA, your DNA region of interest can be analyzed
using a free web program called MethPrimer (found at
http://www.urogene.org/methprimer/index1.html). MethPrimer will determine
the presence and location of CpG islands within a given DNA sequence. Often
CpG islands will be the targets of interest for bisulfite sequencing given that the
effects of CpG island methylation on gene transcription are well understood. It
is important that you verify that you do not have any CpG sites within your
primer regions, as the presence of CpG sites within the primer can disrupt
primer binding and lead to amplification that is biased towards either methylated
or unmethylated DNA. The optimal product size is around 200 base pairs. Once
designed, primers for bisulfite-treated DNA are used no differently than any
other primer sets. Both forward and reverse primers should be used at a 10 μM
concentration.

5 Using a thermal cycler, amplify the region of interest using standard PCR. One
μL of bisulfite treated DNA per sample has worked well for us. Prepare a master
mix of 10 μL of SYBR Green Supermix (by Bio-Rad) with 8 μL of nuclease-
free water, plus 0.5 μL each of the forward and reverse primers, for a total of 19
μL of mater mix per reaction. Add 1 μL of bisulfite-treated DNA to this master
mix, for a total 20 μL per reaction. A standard thermal cycler protocol that has
worked well for us with most primers is as follows: a denaturation cycle for 5
min at 95°C; 50 cycles of denaturation for 1 min at 95°C, annealing for 1 min at
60°C, and extension for 1 min at 72°C; followed by a final extension cycle of 5
min at 72°C and termination at 4°C. Post-PCR products can then be purified or
stored at −20°C for later use.

Verification and purification of product
6 The size of the amplicon resulting from PCR amplification should be verified

prior to proceeding to ensure the correct size. For verification of product, 0.5 μL
of post-PCR product should undergo electrophoretic separation on a 2% agarose
gel, as with any standard PCR amplification. One strong band with the
anticipated product size should be present. Samples containing several bands or
primer dimers should be excluded and re-processed.

7 PCR products can then be purified using a number of different techniques. The
main consideration is removal of any unwanted salts remaining from the PCR
reaction, as well as removal of remaining primers and free nucleotides. This can
most easily be accomplished using ExoSAP-IT by Affymetrix. Treatment with
ExoSAP-IT will require at least 5 μL of post-PCR DNA product and will
remove unused primers and nucleotides. See “Support Protocols” for further
consideration of other PCR cleanup methods. Once the DNA from PCR
amplification is purified, the samples are prepared for sequencing.
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Sequencing and analysis of region of interest
8 Prepared samples should then be sequenced, with each sample being sequenced

in triplicate. A concentration range of 30–100 ng is generally suitable for dye-
terminator sequencing. Our samples are sequenced on an Applied Biosystems
3730 DNA Analyzer, which should be available to most researchers. Samples
can be sequenced with either the forward or reverse primers of your region of
interest at a concentration of 5 μM. If the reverse primer is used for sequencing,
the resulting sequencing read will actually be the compliment of the intended
DNA sequence.

9 Sequenced samples from the ABI 3730 DNA Analyzer will be returned as .ab1
files. AB1 files can be analyzed using an number of different software programs,
including either Chromas (for PC, available at
http://www.technelysium.com.au/chromas.html), ABI Sequence Scanner (for
PC, available at http://www.appliedbiosystems.com/absite/us/en/home.html),
and 4Peaks (for Mac, available at http://www.mekentosj.com/science/4peaks).
Each of these software programs automatically interprets the chromatogram data
and makes base calls determined by the results from the DNA sequencing data.
Additionally, each program allows the user to observe DNA sequences and
calculate the peak height of individual bases in the DNA sequence (see Fig. 2).

10 The sequence file should contain the exact same DNA sequence and bp length
as the intended PCR amplicon, except for locations at which methylation of
cytosines can occur. In these cases, cytosine methylation will yield two unique
chromatogram peaks that correspond to the presence of cytosine at that position
or the presence of thymine at that position (see Figure 2). As noted above,
because bisulfite treatment does not convert methylated cytosines to uracil, the
cytosine signal at each CpG location will correspond to the degree of
methylation at that site within a given sample. Likewise, the thymine signal will
correspond to the degree of cytosines that were not methylated (and were
therefore converted to uracil during the bisulfite conversion process). Further,
the relative size of these peaks will be proportionally related to the total
percentage of cytosine bases that were methylated. Therefore, methylation levels
for each CpG site within the DNA amplicon can be quantified by measuring the
ratio between peak height values of cytosine (C) and thymine (T), yielding the
basic equation for the methylation percentage to be (C/(C+T)*100). Note that
this only applies in cases where the forward primer was used for DNA
sequencing. If the reverse primer was used, the guanine (G) and adenine (A)
peak heights should be used instead, yielding the equation (G/(G+A)*100). An
example of this analysis is shown in Figure 2. In our experience, sequencing
with the reverse primer results in a cleaner chromatogram and more consistent
analysis of DNA methylation.

Confirmation of accurate sequencing
11 Each primer set used for bisulfite sequencing should be independently verified,

using DNA methylation standards to confirm the accuracy of your sequencing
data. Standard DNA samples can be ordered from commercial sources
(EpigenDX Cat no. 80-8060-PreMix for rat DNA), or created in the lab using
available CpG methyltransferase enzymes. Standard DNA samples from
EpigenDX come premixed at methylation levels of 0, 5, 10, 25, 50, 75, and 100
percent. The standards should undergo steps 1–10 alongside the samples. It is
critical that a standard curve be derived for each gene target of interest prior to
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interpretation of experimental samples. As shown in Figure 3, direct bisulfite
sequencing can provide very accurate results, but must be verified for each set of
designed primers.

Support Protocols
Alternatives for bisulfite conversion of DNA

The Qiagen EpiTect Bisulfite Kit has worked very well for us. However, many other kits are
available for bisulfite treatment of DNA as well as designing your own bisulfite conversion
protocol. Kits for bisulfite conversion are available from companies such as Applied
Biosystems, Invitrogen, Epigentek, SigmaAldrich, and Zymo among many others.

Alternatives for purification of PCR products
PCR products can also be purified by separating the entire product by gel electrophoresis on
a 2% agarose gel and then performing a gel extraction of the product. Alternatively, PCR
products can be purified with any standard PCR clean-up kit or your own protocol for DNA
purification. It is important to note that in order to have a readable, clean chromatogram
sequence, no salt or unused products from the PCR reaction should remain in the DNA
samples that are being sequenced.

COMMENTARY
Background Information

Direct bisulfite sequencing is a powerful and effective way to determine percent methylation
of individual CpG sites, along with percent methylation across multiple CpG sites. This
method allows an investigator to start determining how DNA methylation may affect
expression of a target gene of interest. Although control of gene expression is very complex,
changes in DNA methylation have been shown to correlate to changes in gene expression
within the hippocampus in vitro and in vivo due to stimuli (Levenson et al., 2006; Lubin and
Sweatt, 2007; Dong et al., 2008; Day and Sweatt, 2010). DNA methylation is another
molecular mechanism that allows neuroscientists to further understand how molecular
changes affect synaptic plasticity.

Direct bisulfite sequencing can reliably determine changes in DNA methylation within a
DNA region of interest. Nevertheless, direct bisulfite sequencing is not without limitations.
For example, direct bisulfite sequencing is not able to elucidate the difference between DNA
5-Methylcytosine and 5-Hydroxymethylcytosine. However, to our knowledge there are no
available techniques able to resolve the difference between these DNA modifications with
single nucleotide resolution. Another limitation of applying direct bisulfite sequencing to
brain tissue collected from model organisms is that a number of different cell types are
present in the CNS. The investigator is not only sequencing DNA from different types of
neurons but also glial cells, so it is not possible to examine cell-type specific changes using
direct bisulfite sequencing unless the cells are dissociated and sorted prior to DNA
extraction.

Many other techniques for determining DNA methylation following bisulfite conversion of
DNA are available and will be discussed briefly; however, the specifics are beyond the
scope of this paper. A few other common techniques for determination of site specific
changes in DNA methylation are cloning with DNA sequencing and pyrosequencing.
Cloning with DNA sequencing is only a slight modification from the protocol provided
above, with the main difference being that the region of interest is bacterially cloned prior to
sequencing. An advantage to cloning prior to sequencing is that each site from each clone
will provide either 100% or 0% methylation, making analysis fairly easy and unambiguous.
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However, cloning is an extensive process that can be expensive, and in cloning tissue from
the brain it is uncertain how many of the clones are DNA from glia as opposed to neurons.
Nevertheless, cloning with sequencing is another effective way to determine DNA
methylation. Pyrosequencing is another efficient and cost-effective way to determine site-
specific DNA methylation levels using bisulfite-treated DNA. Pyrosequencing has been
shown to have near equivalent accuracy to bisulfite sequencing; however, one disadvantage
to pyrosequencing is the need for multiple sequencing primers, as you can typically only
pick up between 2 to 4 CpG sites per each sequencing primer (Ronaghi, 2001; Reed et al.,
2010). Pyrosequencing can also be performed alongside direct bisulfite sequencing to
confirm accuracy of your DNA sequencing data. Other available techniques which will not
be discussed for determination of DNA methylation following bisulfite conversion of DNA
include Methylation-sensitive single-strand conformation analysis (MS-SSCA), High
resolution melting analysis (HRM), Methylation-sensitive single-nucleotide primer
extension (MS-SnuPE), Base-specific cleavage/MALDI-TOF, and Methylation-specific
PCR (MSP).

Anticipated Results and Troubleshooting
Bisulfite sequencing should enable reproducible, highly accurate interrogation of the
methylation status of individual CpG sites within a gene amplicon of interest. For example,
Figure 3 shows representative data obtained by bisulfite sequencing of a region of the Arc
gene, which is involved in AMPA receptor trafficking and synaptic plasticity in multiple
brain structures. We examined the DNA methylation status of 7 different CpG sites in this
gene via bisulfite sequencing using commercially available DNA methylation standards
from rat DNA. Figure 3a shows the location of the individual CpG sites in the Arc gene
relative to the gene’s transcription start site. As is evident, the selected amplicon is located
within a CpG island that straddles the start site of the gene. The resulting analysis
demonstrates that bisulfite sequencing at this site is accurate both in terms of the average
methylation level across the amplicon (Figure 3b) as well as individual CpG sites within the
amplicon (Figure 3c). Furthermore, these results are highly reproducible (Figure 3d).
However, certain problems in sequencing results can arise due to a number of potential
complications, which may be related to primer selection, DNA purity, amplicon of interest,
as well as sequencing interpretation. These will be considered below.

As with all PCR reactions, care must be taken to design primers that are optimal for your
gene of interest. Although standard primer design troubleshooting for bisulfite-treated DNA
applies as with any other PCR process, there are a number of factors that are especially
relevant to primers designed for use with bisulfite sequencing. For example, given that the
bisulfite conversion process will result in the conversion of most cytosines into thymines,
the base complexity of the resulting DNA will be reduced as compared to unaltered DNA.
Due to this fact, extra care must be taken to ensure that the primer sequence is specific for
the target of interest and does not bind to and amplify a second site in the DNA template.
Further, extra care must be taken to ensure that the primer does not contain excessively long
adenine or thymine repeats, which will reduce bond strength between the primer and DNA
template. Due to these factors, investigators should verify that the sequencing results
actually represent the region that was intended to be sequenced. Although the DNA product
size may be confirmed by electrophoresis on an agarose gel, it is possible that the sequence
might not be the intended product. Thus, it will be critical to verify the sequence
correspondence between the chromatogram and intended amplicon. Furthermore, when
using the reverse primer for sequencing, the start of the amplicon sequence will be at the end
of the chromatogram trace.

One important consideration when targeting specific genomic regions for PCR amplification
of bisulfite treated DNA is to avoid long mononucleotide repeats within the amplicon (such
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as poly As and poly Ts). Long repeats in the amplicon can cause polymerase slippage during
DNA amplification which can shift the resulting sequence and make it difficult to interpret.
A shift in the chromatogram can make locating your CpG sites difficult, and can make
quantification of DNA methylation challenging and unreliable.

It is also essential to ensure that the chromatogram resulting from bisulfite sequencing has
clean, well defined nucleotide base calls. If the chromatogram of the samples is not clean
and well defined, it is most likely due to either 1) lack of complete purification of the PCR
product or 2) insufficient DNA concentration in sequencing reaction. These problems can be
addressed by using more rigorous purification methods and measuring the concentration of
DNA prior to sequencing. Incomplete purification can lead to excessively large dye peaks,
short DNA trace lengths, or a failed sequencing reaction. Additionally, it is also possible to
use a concentration that is too high for dye-terminator sequencing and therefore causes
capillary overload when using capillary electrophoresis with sequencing.

In addition, our lab has had success with direct analysis of chromatograms as described
above and demonstrated in Figure 2 (without any normalization or data correction).
However, it is important to note that other groups have developed algorithms that help to
compensate for possible incomplete bisulfite conversion and that can also normalize the
signal noise of the chromatogram (Lewin et al., 2004). The application of these algorithms
may help to reduce variability between individual replicates and between samples, and has
been used with success in a number of publications (Eckhardt et al., 2006; Cortese et al.,
2008). Normalization of the DNA sequencing results can be a necessary step for some
primers that do not provide optimal standard curves when DNA methylation standards are
sequenced.

Time Consideration
Initial preparation and setup before start of bisulfite treatment requires about 15 minutes.
Bisulfite treatment and purification of bisulfite-treated samples requires about a day and a
half, as we recommend performing the thermal cycle run for bisulfite conversion overnight.
Following bisulfite treatment and purification, PCR amplification along with PCR product
purification requires about 3 hours. Samples are then prepared for sequencing. If sending the
samples to a sequencing core, time requirements may vary, but 3 days should be allotted for
sequencing by a core facility. Data analysis of sequencing outcomes can be very time
consuming, depending on the amount of samples and amount of CpG sites per sample.
However, allow about 20 minutes per each sequenced run for data analysis.
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Figure 1.
Schematic diagram of direct bisulfite sequencing workflow. DNA is first bisulfite treated to
conserve methylated cytosine while unmethylated cytosine is converted to uracil. During
PCR, uracil is converted to thymine and product is amplified. PCR product is then
sequenced. The methylation level of each CpG in the amplicon will result in differing peak
sizes for cytosine and thymine as read on the chromatogram.
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Figure 2.
An example of how to perform data analysis of a single CpG site with use of the forward
primer for sequencing. Chromatogram peaks for thymine (representing unmethylated
cytosines that were converted to uracil during bisulfite treatment) and cytosine (representing
methylated cytosines that were spared during bisulfite treatment) are compared to determine
the average level of methylation for each site within a given sample. The same analysis
should be applied when using the reverse primers for sequencing except methylation levels
will be derived using the ratio of adenine (unmethylated) to guanine (methylated) instead of
thymine and cytosine.
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Figure 3.
Verification of bisulfite sequencing using DNA methylation standards. A) Schematic of a
region of the Arc gene with known CpG sites (tick marks), and CpG island (gray box). The
7 CpG sites enlarged are the sites used to determine efficiency of direct bisulfite sequencing
at the Arc gene. B) Accuracy of direct bisulfite sequencing. Graph shows actual average
methylation versus expected average methylation of known quantities of methylated to
unmethylated DNA (using EpigenDx premixed DNA standards). As outlined in the text,
bisulfite sequencing resulted in DNA methylation levels that bore a significant linear
relationship to expected methylation levels. C) Actual CpG methylation for each site in the
amplified region from A, shown for each level of expected methylation (0–100%). Results
indicate accuracy of direct bisulfite sequencing across sites. D) Reliability of direct bisulfite
sequencing. Independent DNA standard samples were processed for bisulfite sequencing.
Results indicate a highly significant and robust linear relationship between two independent
replicates – an original (abscissa) and a replicate (ordinate).
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