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Epigenetic regulation of gene expression is essential for cellular
development and differentiation processes in higher eukaryotes.
Modifications of cytosine, in particular 5-methylcytosine (5mdC), in
DNA play a central role through impacting chromatin structure,
repressing transposons, and regulating transcription. DNA methyla-
tion is actively installed by DNA methyltransferases and reversed
through Tet-dioxygenase-mediated oxidation of 5SmdC to 5-hydroxy-
lmethylcytosine (5hmdC), 5-formylcytosine (5fdC), and 5-carboxy-
cytosine (5cadC). It is crucial to understand the role of these epige-
netic DNA modifications in cellular differentiation and developmental
processes, as well as in disease state mapping and tracing of 5mdC
and its oxidized forms. In bisulfite sequencing, which has been the
benchmark for mapping 5mdC for the last few decades, degradation
of the majority of genetic material occurs through harsh chemical
treatment. Alternative sequencing methods often utilize Tet-enzyme-
mediated oxidation of 5mdC to locate 5mdC and ShmdC in genomic
DNA. Herein, we report the development of novel Tet3-variants for
oxidation-based bisulfite-free 5mdC- sequencing.

Introduction

The family of Ten-eleven translocation (Tet) methylcytosine dioxy-
genases that oxidize 5-methyldeoxycytidine (mdC) in DNA, and
thus lead to gene activation, was discovered in 2009." In humans,
three Tet enzymes (Tet1-3) are known. They all use o-ketoglutarate
(0-KG) and Fe(n) to specifically oxidize 5mdC in the genome of
vertebrates to 5-hydroxymethyl-dC (5hmdC), 5-formyl-dC (5fdC),
and finally to 5-carboxy-dC (5cadC)."™ This oxidation possibility
has been recently employed to develop new sequencing methods
for 5mdC and 5hmdC,>” providing milder reaction alternatives to
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the harsh conditions that occur in bisulfite sequencing.® Map-
ping of 5mdC and 5hmdC is required to characterize the
epigenetic state of genes, which is, for example, not only the
basis for determining the age and differentiation of tissues but
is also being considered for a procedure that will enable the
detection of tumor DNA in blood samples in a process called
liquid biopsy in the future.’

For the sequencing of 5mdC and 5hmdC, Tet-assisted
pyridine borane sequencing (TAPS; method 1) was developed.
5mdC, 5hmdcC, and also 5fdC (not shown) bases in the genome
are oxidized with a Tet enzyme to 5cadC, which is followed by
conversion of 5cadC with pyridine borane to give dihydrouridine
(DHU, Fig. 1)."° For the identification of 5hmdC, 5hmdC can be
protected from Tet-mediated-oxidation through glycosylation
(=5gmdC) by B-glycosyltransferase (B-GT; method 2). Following
protection of 5hmdC by glycosylation, 5mdC is oxidized to 5cadC
by Tet treatment, and 5cadC is subsequently either converted
with bisulfite to deoxyuridine (dU) (Tet-assisted bisulfite sequen-
cing (TAB-seq))"" or it is again reduced with pyridine borane to
DHU (TAPSP) (Fig. 1)."*> The position of dU/DHU is then decoded
as “T” in the subsequent sequencing step, while 5gmdC is read
as “C”. These steps provide positional information for 5mdC or
5hmdC in the genome.

In an alternative approach called enzymatic methyl sequen-
cing (EM-Seq), 5mdC and 5hmdC are detected using two sets of
enzymatic reactions. First, Tet2 oxidizes 5mdC via 5ShmdC and
5fdC to 5cadC. 5hmdC is either present in the genetic material
or generated as an intermediate product during 5mdC oxida-
tion by Tet2, and is glycosylated by B-GT to 5gmdC. In the
subsequent reaction, the remaining dC is deaminated to dU
using apolipoprotein B mRNA editing enzymes (APOBEC,
method 3), while 5cadC and 5gmdC are protected from deami-
nation through APOBEC. The position of dU, corresponding to
genomic dC, and 5mdC/5hmdC, are next identified by sequen-
cing and comparison to a reference genomic sequence without
the need to use bisulfite or pyridine borane (Fig. 1).">**

For all these methods, modified Tet enzymes are required
for the most efficient oxidation of 5mdC. Tet enzymes derived
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Fig.1 Overview of the current 5mdC and 5hmdC sequencing methods
using Tet-enzymes for oxidation. (1) TAPS: Tet-mediated oxidation of 5mdC
to 5cadC, followed by reduction by pyridine borane (PB) of the 5cadC to
dihydrouracil (DHU), leading to the conversion of modified dC to dT in the
sequencing reaction.’® (2) 5hmdC can be identified by protection of 5ShmdC
from the subsequent Tet-oxidation via glycosylation to 5gmdC using a B-
glycosyltransferase (B-GT).2 This is followed by either conversion of dC and
5cadC with bisulfite to uracil (TAB-seq) or reduction of 5cadC by PB to DHU
(TAPSB)™ (3) EM-seq: protection of 5mdC from deamination by APOBEC
through Tet-mediated oxidation of 5mdC via 5hmdC to 5cadC and simulta-
neous glycosylation of 5hmdC B-GT to 5gmdC. This results in the read-out
of deaminated dC as dT, while 5cadC and 5gmdC are protected from
APOBEC3-mediated deamination and read as dC in the subsequent
sequencing.” (4) EMox-seq: Tet-mediated, quantitative oxidation of 5mdC
to 5cadC, which is directly read by SMRT sequencing.®

from Tetl and Tet2 that have been described can efficiently
oxidize 5mdC under the right conditions. However, achieving
complete genome-wide oxidation remains challenging due to
reaction conditions and enzyme turnover. For example, in the
EM-Seq"® method, if a Tet protein was able to convert all 5mdCs
into 5cadC, one might be able to remove the B-GT enzyme from
the mix, which would simplify the procedure.

We recently reported a high-performance Tet-enzyme, based
on mouse Tet3 (hpMmTet3), which was found to have superior
oxidation capabilities.® Moreover, we showed that following the
quantitative oxidation of 5mdCs in genomic DNA to 5cadC, 5cadC
can be directly read using PacBio high-fidelity, single molecule real
time (SMRT) sequencing, without any further chemical or enzy-
matic treatment. This Tet3-based SMRT-sequencing method was
termed Enzymatic Methyl oxidation sequencing (EMox-seq, Fig. 1,
method 4).° Herein, we report a more detailed and comparative
study of different high-performance Tet (hpTet) enzymes, all based
on Tet3, for improved 5mdC sequencing.

Results and discussion

The Tet3-based constructs are shortened versions of Tet3
enzymes isolated from mouse, human, and western claw frog
(Table S1, ESIY), sharing 84-95% sequence identity and 92-96%
similarity (Fig. 2 and Fig. S1, Table S2, ESIt). In all three enzymes,
we removed parts of the C- and N-termini as well as the low
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Fig. 2 Schematic outline of the Tet3 proteins. (A) Domain structure of Tet3
and shortened Tet3-version (“hpTet3”) used in this study. The numbering
corresponds to the full-length human Tet3. DSBH: double-stranded B-helix
domain, LCI: low-complexity insert; a-KG: a-ketoglutarate. (B) Conservation
of Tet3 homologs mapped onto the surface of the predicted structure of the
catalytic domain (residues 821-1721, without LCI) of human Tet3 (Alphafold:
AF-043151-F1-model_v4). The LCI is indicated by the dashed line. For
residues 1-825 and 1721-1795 as well as the LCI, no structure was predicted
due to likely flexibility and/or disorder of these regions. (C) SDS-PAGE
analysis of the purified hpTet3 proteins. H. sapiens hpHsTet3, Mus musculus
hpMmTet3; Xenopus tropicalis hpXtTet3.

complexity inserts (LCI) interspacing the catalytic domain. In
accordance with previous studies, the LCI was replaced by a short
15-mer Gly-Ser-linker.*" The residual proteins hpHsTet3, hpMmTet3,
and hpXtTet3, depicted in Fig. 24, start at the N-termini with a
Cystein-rich domain, followed by a catalytically competent
double-stranded B-helix (DSBH) domain. To facilitate purifica-
tion, all proteins were equipped with an N-terminal Strep-tag II
(Table S1, ESIY).

All three proteins were overexpressed in Escherichia coli and
purified in two steps by first using a Streptactin XT column
(affinity chromatography) followed by a second ion-exchange
chromatography step (for details, see the Supporting Material
and methods, ESIT). In all three cases, the result of the two-step
purification protocol was proteins with a purity of >95% in
yields of ~2-3 mg L™ of E. coli culture. Proteins with a purity of
>99% were available with a yield of ~1 mg L™" culture (Fig. 2).
For a sequence alignment of all three hpTet-enzymes and
comparison with human Tet2, see Fig. S1 and S2 and Table S2
(ESIT). To study the oxidation capabilities, we first treated a 35-
mer double-stranded oligonucleotide containing a single 5mdC
within a CpG context (3 pmol) with one of the three hpTet3
constructs (5 pg) for 1 h at 37 °C. The protein was subsequently
digested with proteinase K, and the DNA was then isolated,
followed by total digestion with a mixture of commercially
available enzymes (see the ESIT) to the nucleoside level.

We finally used our isotope dilution HPLC-coupled mass
spectrometry method'® to perform an exact quantification of
5mdC, 5hmdC, 5fdC, and 5cadC (Fig. 3A). We subsequently
noted that all three hpTet3 enzymes oxidized 5mdC with a yield
of >98%. The best proteins for the conversion of 5mdC to
5cadC were the mouse and the xenopus hpTet3 enzymes, which

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Oxidation of 5mdC by hpTet3-enzymes in synthetic and genomic DNA. (A) Principle of the LC-MS/MS-based quantification of 5mdC, 5hmdC,
5fdC, and 5cadC in hpTet3-treated dsODN/gDNA samples and structures of used isotopologs. (B) Plot of the relative percentage of the quantified
modified cytidines in the double-stranded 35-mer and (C) HEK293T gDNA following enzymatic treatment. gDNA: isolated gDNA was digested, and dC

and modified dC nucleosides were quantified. As a negative control, OD
addition of hpTet-enzymes, followed by digestion and quantification.

converted 98.4% and 98.6% of the 5mdCs to higher oxidized
compounds, respectively. Importantly, both enzymes generated
95.8% and 96.2% 5cadC (Fig. 3B and C).

We next investigated the oxidation of 5mdCs in genomic
DNA by using genomic DNA isolated from HEK293T cells. For a
control experiment, we digested the genomic DNA and mea-
sured the levels of 5mdC, 5hmdC, 5fdC, and 5cadC directly
following isolation. We found that approximately 4% of all Cs
are present as 5mdCs in this genomic material (Table S4, ESIt).
We detected other oxidized nucleosides at levels of 0.025%
5hmdC, 0.1% 5fdC, and 0.01% 5cadC relative to the total
amount of dC. These nucleosides, and in particular 5fdC, are
likely oxidized lesions that formed mostly during DNA isolation

© 2025 The Author(s). Published by the Royal Society of Chemistry

N or gDNA were incubated under Tet-oxidation conditions, but without the

and handling.”"* Some present 5hmdC has certainly an epige-

netic background. We next treated HEK293T gDNA (1 pg) with
10 pg of the different hpTet3 enzymes (1 h, 37 °C) and again
isolated and digested the DNA.

The analysis using the isotope dilution method showed that
with all three hpTet3 enzymes, >99.5% of 5mdC was converted
(Fig. 3C). Again, 5cadC was by far the dominant reaction product,
which formed in yields between 97-98%. In our hands, the
enzyme that performed the highest conversion was hpXtTet3,
with 5cadC formed at 98%, followed by the mouse and human
variant at 97.2% and 97.3%, respectively (Fig. 3C), albeit hpXtTet3
appeared to be slightly less stable compared to hpMmTet3 and
hpHmTet3 (Fig. S3, ESIt).

RSC Chem. Biol., 2025, 6, 731-736 | 733
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Fig. 4 Analysis of the oxidation byproducts 8-oxodG and 5hmdU in synthetic and genomic DNA using the depicted isotope standards for quantification.
(A) Amount of 8-oxodG per dT of ODN and gDNA, and (B) levels of 5hmdU per dG prior (control and gDNA/ODN) and following treatment with hpTet3 or

solely with reaction buffer.

Oxidation of DNA, whether it enzymatically or chemically occurs,
often generates oxidative lesions such as 8-oxodesoxyguanine (8-
oxodG) and 5-hydroxymethlyuridine (5ShmdU). A frequently over-
looked problem is that many of these oxidized side products lead to
sequencing errors. Particularly, 8-oxodG is decoded by most
polymerases as a dG and dT nucleoside because it can pair with
dA in its syn-conformation.'”*® To investigate and quantify the
amount of oxidation byproducts, we used the 35-mer double-
stranded oligonucleotide and genomic DNA to perform a deep
mass spectrometry-based analysis of the oxidation byproducts
using synthetic isotope standards, as depicted in Fig. 4. The
obtained levels were normalized against dG (5hmdU) or dT
(8-0x0dG). We detected in the experiment that the levels of
8-oxodG and 5hmdU indeed increased after treatment of the
DNA with the enzymes. For genomic DNA, we saw an increase
in the 8-oxodG level by a factor of ~2.5, from 0.07 8-oxodG/
1000 dT to 0.2 8-0x0dG/1000 dT (Fig. 4A). The 5hmdU levels
increased by a factor of x£20-45 from 0.2 5hmdU/1000 dG to
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between 4-9 5hmdU/1000 dG. Similar increases were detected
for the 35-mer double strand (Fig. 4B).

This result is very surprising because the dG-nucleosides are
typically those that are the most rapidly oxidized and are considered
to be the prime targets for oxidative damage. However, the 8-oxodG
levels only increased by a factor of approximately 2.5, while the
5hmdU levels increased 10-times stronger by a factor of about 20.
This indicates that the oxidation could be enzyme-driven. It is
possible that the hpTet3 enzymes might occasionally bind a dT
instead of a 5mdC for oxidation to 5hmdU. However, we did not
observe significant alterations of 5ShmdU levels with higher enzyme
concentrations (Fig. S4 and Table S6, ESIt). Importantly, the con-
version of dT to 5ShmdU does not change the coding potential and
hence does not interfere with sequencing except for the above-
mentioned TAPS and TAB-seq methods. Although this oxidation
only adds 4-9 5hmdU/1000 dG, even when using higher enzyme
concentrations (Fig. S4 and Table S6, ESIt) and is therefore a rather
minor side fraction, it nevertheless needs to be taken into account.

Comparison to Commercially Available Tet2

Nucleoside

[ smac
[ shmdc
[ stac

[ 5cadc

buffer buffer buffer buffer buffer buffer buffer buffer
Tet3 Tet2 Tet3 Tet2 Tet2 Tet3 Tet2 Tet3

10 g 25ug 100 ug 10 ug

gDNA neg. Control

Fig. 5

Tet2 hpXtTet3

Impact of enzyme storage on oxidation activity and comparison with commercial Tet2. (A) Comparison of storage temperature (—20 °C vs.

—80 °C) and glycerol concentration (10% vs. 25% v/v) in the storage buffer. (B) Direct comparison of 5mdC oxidation in 1 ug gDNA by Tet2 and hpXtTet3

in hpTet3- and Tet2-reaction buffer.
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In addition, we tested storage conditions such as temperature
(—80 °Cvs. —20 °C) as well as storage buffer composition (10% vs.
25% v/v glycerol) using hpXtTet3, the slightly least stable of the
three homologs. We observed that neither storage temperature
nor the change in glycerol concentration impacted the oxidation
activity of gDNA (Fig. 5A). However, for this experiment, we used
¢DNA from HEK293T cells of an earlier passage (passage 8) rather
than in the above-mentioned experiments (passage 14) and
detected that there are different levels of modified dC for this
gDNA (Table S4, ESIt). It is known that in early passages, the
characteristics of HEK293T cells more closely resemble those in
the initial immortalization state, which also includes higher
levels of epigenetic markers.'*>°

Next, we attempted to compare the new hpXtTet3 with Tet2,
which is currently in commercial use. We compared the activity
of 10 pg Tet2 or hpXtTet3 on 1 pug gDNA, either using the reaction
conditions described here or with supplied reaction buffers for
Tet2. We found that hpXtTet3 showed conversion yields of 92.5%
for 5mdC to 5cacdC, while for Tet2, the conversion efficiency was
only 28% under the reaction conditions we used (Fig. 5). We next
increased the amount of Tet2 by approximately 10-fold, and then
Tet2 also reached conversion yields of 85% (Fig. 5B). Both
enzymes showed higher oxidation activity under the buffer con-
ditions described herein. We finally used 200 ng gDNA to test the
activity of both enzymes, with 100 ng Tet2 or either 2 pg or 10 pg
hpTet3 (Fig. S6, ESIYT). In this setting, the conversion to 5cacdC by
Tet2 reached almost 90%.

Conclusions

Herein, we describe the development and investigation of three
new high-performance Tet enzymes based on the sequences of
Tet3. We found that all three hpTet3 enzymes efficiently oxidize
5mdC to 5cadC, with yields >97%. Under our reaction condi-
tions, the tested Tet2 showed significantly lower 5mdC oxidation
activity even when using 10 times higher enzyme concentration
compared to hpXtTet3. As side products in the enzymatic 5mdC
oxidation reaction, small amounts of 8oxodG and 5hmdU are
formed, at levels that, in particular for 5hmdU, cannot be ignored
in the context of TAB-seq and TAPS, which rely on the readout of
5mdC as dU or DHU, respectively. For other sequencing proto-
cols, this side oxidation plays only a minor role (if at all) because
the oxidation product 5hmdU codes in a manner similar to that
of the starting material dT. The amount of 8-oxodG does not
significantly increase, which is an important finding. Given that
Tet enzymes utilize Fe** and an o-KG to generate a highly reactive
Fe(4)—O0 species for the nucleobase oxidation, the small amounts
of oxidation side products with highly shortened proteins are a
surprise. These results, together with the high 5cadC yields, will
assist in facilitating Tet3-based sequencing.
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