Open Access Article. Published on 18 March 2024. Downloaded on 12/4/2025 11:37:52 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

' ROYAL SOCIETY
OF CHEMISTRY
Chem Soc Rev -

REVIEW ARTICLE View Article Online

View Journal | View Issue

W) Cheok for updates High-throughput DNA synthesis for data storage

Cite this: Chem. Soc. Rev., 2024, Meng Yu,?*¢ Xiaohui Tang,® Zhenhua Li,** Weidong Wang,® Shaopeng Wang,®
53, 4463 Min Li,% Qiuliyang Yu,® Sijia Xie, 2 *2°¢ Xiaolei Zuo (2 *@ and Chang Chen () *3°><f

With the explosion of digital world, the dramatically increasing data volume is expected to reach 175 ZB
(1 ZB = 10 GB) in 2025. Storing such huge global data would consume tons of resources. Fortunately,
it has been found that the deoxyribonucleic acid (DNA) molecule is the most compact and durable
information storage medium in the world so far. Its high coding density and long-term preservation
properties make itself one of the best data storage carriers for the future. High-throughput DNA
synthesis is a key technology for “DNA data storage”, which encodes binary data stream (0/1) into
quaternary long DNA sequences consisting of four bases (A/G/C/T). In this review, the workflow of DNA
data storage and the basic methods of artificial DNA synthesis technology are outlined first. Then, the
technical characteristics of different synthesis methods and the state-of-the-art of representative
Received 7th August 2023 commercial companies, with a primary focus on silicon chip microarray-based synthesis and novel
DOI: 10.1039/d3cs00469d enzymatic DNA synthesis are presented. Finally, the recent status of DNA storage and new opportunities
for future development in the field of high-throughput, large-scale DNA synthesis technology are
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1. Introduction

From ancient wall paintings to paper scrolls and books, it is
widely recognized that storing and sharing information (or
data) are essential requirements in the development of human
civilization." Moreover, the invention of hard drives in the
1970s, denoting the beginning of information age, has brought
explosive growth in data storage capabilities. According to the
report from the International Data Corporation (IDC), the
global data generated by 2025 are projected to reach a stagger-
ing 175 zettabytes (ZB), which is almost a three times increment
over the data formed in 2021 (64 ZB).>* In such circumstances,
a crisis in data storage may arise if the relevant technology fails
to keep up with demand.

Generally, data can be categorized into “hot data” (fre-
quently accessed on a daily basis, for example, logs and emails)
and “cold data” (characterized by long-term storage require-
ments, such as archives, surveillance videos, and backup files,
etc., whose significance may only be obvious over time), based
on their access frequency. Moreover, the statistics indicate that
more than 60% of all data are going to become archival so that
it is natural to observe that some “hot data” are transformed
into “cold data” eventually. Before humans established the
digital world, such cold data were stored in media such as
paper, films and later on, tapes in specific warehouses under
delicate environmental conditions (temperature, humidity, UV
light exposure, etc.) to prevent damage or degradation of the
physical form of these media. Although these cold data are
rarely needed, they carry crucial archival and evidential infor-
mation that can be highly valuable in certain circumstances
where historical investigation is expected. Currently, in order to
store (and to transfer, when necessary) these huge amounts of
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“cold data” with the growing trend, tapes and hard disk drives
are commonly utilized thanks to their advantages of low cost,
large scale, and environmental compatibility. However, these
magnetic recording siblings can only serve for merely a few
decades, while “cold data” are usually required to be stored for
50 and even more than 100 years.” In order to preserve data
integrity and mitigate the potential risk of data loss resulting
from storage device failures, it is imperative to routinely
transfer and back up data. The maintenance and periodic
transference of “cold data” to new devices gradually become
burdensome and risky in terms of data preservation. In recent
years, the development of the Cloud technique has greatly
eased the transportation as well as transfer of the big data
among devices, even remotely, while its reliability and potential
cost for long-term data storage are yet unclear. The extended
lifespan of DNA largely mitigates this need for DNA data
storage. Plus, storing massive amounts of data consumes huge
quantities of energy. According to reports, data centers con-
sumed 205 terawatt hours (TW h) of electricity in 2018 and this
number is expected to be 210 TW h in 2023 and estimated to
reach 1929 TW h in 2030.* Therefore, investigating promising
data storage technologies with higher capacity, lower cost, and
long-term stability is still an urgent essential for today’s infor-
mation society. Fortunately, it is found that DNA may be a
“game-breaker”.’

The most advanced transistor was realized by IBM in 2021,
having a size down to 2 nm with the help of the 2-nm process.’
In a digital circuit, a bit is stored by a function unit (e.g., a flip-
flop or a latch) which is made of several transistors. Thus, the
denser the transistors are fabricated on a chip, the higher
storage capacity the chip in principle will have. 3D memory
chips were developed to further increase storage capacity by
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vertically stacking multiple layers. For example, Micron released a
232-layer 3D NAND with a chip size of about 70.1 mm?* which
holds 10" bit data.'® DNA is the storage medium for genetic
information in biology. It is a macromolecular polymer composed
of deoxyribonucleotides (hereafter referred to as nucleotides).
Nucleotides are composed of phosphate, deoxyribose, and their
attached bases. There are four types of bases in DNA: adenine (A),
guanine (G), cytosine (C) and thymine (T). The sequence of these
four bases on a single nucleotide strand of DNA holds the
biological genetic information. A single nucleotide, which has a
size of about 0.3 nm, is considered the most basic unit of
biological genetic information. Currently, the digital coding den-
sity of DNA can reach max. 2 bits per base.""™> According to the
evaluation in the literature, the data density of flash can reach
10" bits per cm?, and hard drive 10" bits per cm?, while DNA up
to 10%* bits per ecm® in principle.’*2° From this perspective, a
nucleotide as the basic element for digital data storage is poten-
tially a more effective candidate compared with the transistors,
given that the size of the latter is not probable to be further
reduced unless there will be sub-nanometer, large-scale semicon-
ductor fabrication techniques. Of course, the overall capacity of
DNA storage is limited by the length of a generated DNA strand,
the number of copies required for each strand considering the
practical aspects during synthesis, storing and sequencing, as well
as the speed and throughput for DNA synthesis and sequencing,
which will be discussed in detail later in this review. Additionally,
if only the physical size is considered, DNA seems a much lighter-
weighted medium than the conventional media such as tapes or
hard disks. In this sense, the physical transfer of massive data in
DNA would be much easier. Although it still requires intense
development to facilitate an integrated and mature process flow
of DNA data storage and transfer, in the foreseeable future, it is
optimistic to predict that transferring data with DNA will be an
easier and more resource-efficient way than using the current
storage media. Besides, its high chemical stability, relatively low
maintenance cost, and almost non-commutative nature of the
format for billions of years also make DNA an excellent candidate
for storing the “cold data” of human society.'**' Given the rapid
iteration in the field of information technology as well as bio-
technology, it seems positive that DNA, the information carrier
from ancient times, would be provided a way to be compatible
with future technologies. Although the whole storage process is
currently rather complex and costly, the technical difficulties are
expected to be solved in the near future. Using DNA for data
storage is considered to be the next-generation revolution in the
storage of the “cold data”.

Furthermore, the rapid development of semiconductor tech-
nology has accelerated the iterative improvement of storage
media. Memory chips based on integrated circuit technology
have been developed for flash memory, memory cards, U-disks,
hard disk devices, etc., whose capacity and processing speed
have been greatly improved. Under this prerequisite, the combi-
nation of DNA storage with semiconductor technology is
expected to create more superb possibilities for data storage.
Similar to the data storage processes of semiconductor devices,
DNA data storage also includes encoding, writing, preservation,
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reading, decoding, etc. Compared with the data storage mecha-
nism of electronic devices, the digital data are “written” by
DNA synthesis technology to couple nucleotides one by one
according to designed sequences and then “read out” by DNA
sequencing technology. The core of this pioneering massive
data storage technology is to achieve high-throughput and
high-speed data writing and reading. To realize this, a fast
and massive data writing approach, namely DNA synthesis, is a
critical aspect of this technique.

In the field of DNA data storage, there are already a large
number of previous works on topics such as coding/decoding
algorithms,'*'7?*>* error correction mechanisms,">*%** pre-
servation methods,’®**?” and overall reviews.'>'®?%735 Com-
plementary to these articles and reviews, here, our discussion
mainly focuses on the field of hardware manufacturing that is
committed to the use of silicon-based chip technology to
develop micro and nano scale integrated chips for high-
throughput artificial DNA synthesis platforms: The history
and current situation of DNA synthesis technology are intro-
duced. Several high-throughput array-based DNA synthesis
technologies are described in detail, and the state-of-the-art
representative companies are listed. The advantages and lim-
itations of each technology are comprehensively compared
from the perspective of DNA data storage-oriented applications.
Besides, we outline the evolution of next generation enzymatic
DNA synthesis technology, as well as the new opportunities it
brings to DNA data storage, together with the semiconductor
chip technology. Finally, we analyze the performance gap
between DNA data storage and current storage devices from
the perspective of synthesis and sequencing, and propose
future directions for the development of this technology.

2. Overview of DNA data storage

The idea of using molecules to store digital information was first
proposed by American scientist Richard Feynman in a public
lecture in 1959.%¢ In the mid-1960s, Mikhail Samiolvich Neiman
and Norbert Wiener first proposed theoretically a miniature
device for storing data with DNA molecules.”*® However, the
first validated work on DNA data storage was done by Davis in
1988, who encoded the “Microvenus” icon into 28-base-pair long
double-stranded DNA (dsDNA) inserted into Escherichia coli
(E. coli).>® The maximum storage capacity of the subsequent
period was only a few tens of bytes.*™** The major breakthroughs
and real demonstrations occurred in the 2010s when Church et al.
and Goldman et al. successfully stored several hundred kilobytes
of data in DNA, taking advantage of array-based DNA synthesis
technology.'>'* Recently, with the development of high-
throughput DNA synthesis and sequencing technologies, the
capacity of digital data (pictures, books, films, etc.) to be stored
in DNA is breaking through to the MB level,>***** and even large-
scale storage of 200 MB has been achieved.*’

As mentioned above, data storage with DNA involves several
steps (Fig. 1): encoding, writing, preservation, reading, and
decoding.8‘12’18’28735
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Fig.1 Overview of the main steps of data storage using DNA. Data input: the 0/1 string of digital data is encoded into A/G/C/T base sequences
according to an algorithm (encoding). In addition to the data coding area, each strand includes primer sequences at both ends for PCR, addressing
sequences to mark positions, and error-correcting codes (ECC). The encoded DNA strands are synthesized by phosphoramidite chemistry method or
enzymatic synthesis (writing). The DNA strands are stored in vivo or in vitro (preservation). Data output: the base sequences data of the DNA strands are
obtained by DNA sequencing technology (reading); finally, the A/G/C/T sequences are retrieved into digital data according to the initial encoding

algorithm (decoding).

Specifically, “encoding” refers to the conversion of the binary
digital data (0/1) of the initial data into DNA base sequences
(A/G/CIT) arranged in specific order according to the corres-
ponding coding algorithms, such as: Huffman-code,'**® Fountain
code,”® Reed Solomon (RS) code,"*** and yin-yang code (YYC).*’
Usually, the final base sequences don’t only contain valid data
fragments, but may also include assisting fragments such as (1)
primers located at both ends of a strand. They are used for the
polymerase chain reaction (PCR) when data amplification or
random access is needed. To prevent a higher melting tempera-
ture for the PCR process and a larger loss of storage density,
the length of this region is usually limited to less than 25 nt
(nt represents the unit of oligonucleotide strand length), but
cannot be much shorter without sacrificing diversity in addresses.

4466 | Chem. Soc. Rev,, 2024, 53, 4463-4489

When storing 1 GB of data with 200 nt long DNA molecules, the
primer fraction ratio is estimated to be 6.5%."* There are encod-
ing schemes which skip the primers or only include them on one
end of the synthesized sequences®®>° while some of them may
potentially sacrifice the data storage capacity by occupying the
valuable data payload space. (2) Address fragments. They help
mark the locations of the data; (3) error correction code areas.
They are for adding logical redundancy to deal with errors such as
deletion, insertion, and substitutions that could happen during
the process of synthesis and sequencing. They play an important
role in retrieving lost sequences and correcting errors for reliable
DNA-based data storage. Normally, the length of currently synthe-
sized DNA is limited to 200 nt with high accuracy, so the total data
have to be segmented and jigsawed into a whole piece later on.

This journal is © The Royal Society of Chemistry 2024
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Therefore, the assisting regions in each segment bring a lot of
redundancy as they occupy the space for data payload (about 20 nt
at both the front and back ends), limiting the storage capacity and
also decreasing the storage density (by about 15% per address
region).>>**”! In this sense, using a long nucleotide strand for
DNA data storage would in principle ease the coding and decod-
ing, and reduce the complexity of data generation and retrieval.

Following the sequence encoded in the previous step, “writ-
ing” refers to the process of coupling base monomers through
chemical and biological reactions, resulting in the assembly
of segments one by one. The obtained single-stranded DNA
(ssDNA) fragments are known as an “oligo pool” equivalent to a
database. This is a key step in actually turning digital data into
molecular structures. The level of DNA synthesis technology
determines the overall quality of data storage.

“Preservation” usually involves the assembly of synthesized
ssDNA into more chemically stable dsDNA, which is subse-
quently purified and stored in vitro®** (in the forms of frozen
powder or solution, or capsuled in micro/nanoparticles'>*%) at
a low temperature or preserved in vivo®>**>”** (in plasmids® or
artificial chromosomes®® in bacteria, or integrated in the
genome of a living organism®” >°) by genetic technology includ-
ing transfection, clustered regularly interspaced short palin-
dromic repeat-associated (CRISPR-Cas) or recombinases
for long-term preservation.®®®" Recent research studies have
mentioned the use of ssDNA attached to the dsDNA®* or in the
storing sample®® for better data access. However, ssDNA is
prone to coil conformation due to the lack of the double helix
secondary structure, and it suffers from damage by environ-
mental conditions (e.g., temperature, humidity, UV irradiation,
oxidation, etc.) more easily than dsDNA. For in vitro preserva-
tion, although ssDNA can be stored as synthesized for up to 2
years®>®® under optimized conditions, dsDNA is still the
“safer” option when longer preservation time is expected.
Nevertheless, when using ssDNA as the data storage medium,
the technical benefits of not first having to go through the
complex process of preparing ssDNA into dsDNA may well
outweigh its disadvantages in long term stability. Owing to
the higher efficiency of DNA replication in living organisms, the
information encoded into DNA stored in vivo can be replicated
with greater accuracy and speed than through in vitro preser-
vation.?>®”"%° In addition, it has been shown that information
preserved in vivo enables dynamic data access and editing of
information with single-base resolution.’>”® However, further
investigation is still needed for better understanding and
optimizing the compatibility, stability, and functionality of
the input DNA.”®”7? In addition, specific laboratory environ-
ments are often necessary for ensuring the genetic stability as
well as the viability of the living organisms, unless considering
using the tenacious candidates.”® For DNA data storage appli-
cations, the most favorable method should be selected accord-
ing to the frequency of access to data required in different
scenarios. Generally, for DNA data storage, the amount of each
sequence of the synthesized DNA is at a trace scale, because
large-scale parallelization is needed to increase the speed and
data density of the “writing step”. In order to ensure the
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effectiveness and reliability of the data, PCR amplification
technology is necessary to increase the concentration of the
synthesized products and backup the data as well.”*7°

“Reading” means that the stored DNA molecules are extracted
by biochemical methods, and the target base sequences are
identified one by one to obtain the written coding data. DNA
sequencing technology is used to read and splice the base
sequences carried by DNA fragments in the oligonucleotide pool.
In early studies, data stored in DNA required sequencing all of the
molecules. Later on, PCR-based random-access techniques were
developed,'”* allowing random access to a portion of the data
without sequencing all of the DNA in the oligonucleotide pool. As
a new trend, array-based technologies for DNA data storage may
ease the workload for the PCR because the synthesized DNA is
confined or immobilized to the designed location on the array
and can be addressed directly via the chip. Approaches such as
spot-specified digital microfluidics,”” sequencing-by-synthesis,”®
DNA microdisks,”® and SlipChip® have contributed to a further
step towards high manipulability and rapid access. The DNA is
conjugated to the surface of the chip and is not damaged or lost
during replication, which also allows for easy access and hand-
ling, reducing the need for PCR primer selection and large-scale
PCR amplification.

Finally, “decoding” is the reconversion of base sequences
into digital data and further restoration to the original format
of the data. In the whole workflow of a storage cycle, biological
and chemical reactions take on the function of writing/
reading data.

Using DNA for data storage has several attractive advan-
tages: (1) high storage density. Considering a coding density of
2 bits per base,'® DNA would have a theoretical data density of
6 bits per nm,* given that a nucleotide is ~0.3 nm long. If we
only consider the nature of the DNA molecule and put aside the
complexity of the practical aspects including data retrieval,
1 gram of DNA can store about 4.5 x 10" GB of data given that
only a single copy of each unique DNA sequence presents the
mixture, while the current technology only stores 10 terabyte
(TB) on a 600 g HDD, which is 6 orders of magnitude
difference."”**®! For the possibility of fully retrieving the data,
to use as few as 10 copies of per sequence in the mixture would
result in a storage density of 17 EB g ','” which is still a
significant improvement compared with the current HDD.
(2) Long preservation time and durability. Under suitable
conditions (e.g., at room temperature in a dry atmosphere, or
lyophilized powder), DNA can remain stable for thousands of
years and withstand temperatures as low as —196 °C (liquid
nitrogen) and as high as 250 °C (silica).**®> As for magnetic,
silicon-based storage devices, the requirements for humidity,
temperature and magnetic fields in the environment are strin-
gent and the lifetime usually does not exceed 50 years.'®
However, long-term storage of DNA molecules also does face
some risks.®® For example, the stored data may be contami-
nated by bacteria or human DNA.®” In addition, natural DNA is
highly susceptible to degradation by microorganisms and
nuclease enzymes in the natural environment, while environ-
mental factors can cause strand breaks, hydrolytic damage and
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UV-induced cross-linking, all of which can lead to partial data
loss. Mirror-image DNA has the same storage density as natural
DNA, but also has a unique bio-orthogonality, which prevents
it from being easily degraded by microorganisms and
nucleases, and it is successfully utilized in orthogonal informa-
tion storage.®*"®*® (3) Low maintenance cost and environmental
friendliness. The inherent durability of DNA renders it highly
amenable to preservation. Compared with the regular main-
tenance of conventional long-term storage equipment which
consumes a lot of electricity, energy, and land resources, the
energy to store the DNA is almost negligible.">*** In addition,
the data stored in DNA can be easily backed up by PCR
technology. A helpful comparison of the main performance
indicators for various storage media was given by Linda C.
Meiser et al. in 2022 (Fig. 2).*" Although current DNA synthesis
methods cannot completely avoid using toxic chemicals, even
in the case of enzymatic synthesis, DNA is still a more friendly
option for data storage media compared with its opponents, as
DNA is biodegradable®® and requires less heavy metals and rare
elements for synthesis.*'

In 2020, the world’s leading enterprises including Microsoft
Research, Illumina, Western Digital, Twist Bioscience, etc.,
founded the international organization ‘“DNA Data Storage

View Article Online
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Alliance”. As the association is growing, the total number of mem-
bers has now exceeded 40. It brings together the world’s state-of-the-
art information technology, DNA artificial synthesis, DNA sequen-
cing, and integrated circuit manufacturing industries.

Their mission is to create and promote an interoperable
storage ecosystem based on manufactured DNA as a data
storage medium. The alliance launched its first version of white
paper in 2021,® outlining the background, strategy, and tech-
nical development of DNA data storage. It seems promising
that the establishment of the consortium will accelerate the
cross-fertilization and breakthrough progress of data encoding
technology, high-throughput DNA synthesis technology, and
sequencing technology, and will vigorously promote the pro-
cess of DNA data storage technology.

However, current DNA data storage technology still faces
several challenges: (1) low throughput and speed. At present,
the throughput of synthesis technology and sequencing tech-
nology is far not high enough for data storage, particularly the
synthesis technology. Enzymatic synthesis offers a higher speed
for ““data writing” compared with the chemical approach. It has
been demonstrated that the coupling time of enzymatic synthesis
can be minimized to 10-20 s, while that of the chemical phos-
phoramidite synthesis is usually in the range of 4-10 min.”"**
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Fig. 2 A comparison of the various storage methods in terms of lifetime, capacity and cost. The cost of mainstream media is derived from the average
consumer market price. The data survey was carried out during the writing period of ref. 31. Reproduced from ref. 31 with permission from Copyright

2022 Springer Nature.
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Lee et al. gave an estimate of 40 s per cycle for enzymatic synthesis,
which is six times faster than phosphoramidite synthesis. However,
this rate is still much slower than that of the state-of-the-art
electronic devices.”>°* (2) Difficult data access. Unlike conven-
tional storage devices, it is not yet feasible to access random
parts of the data or modify them in DNA molecules on a single
device. (3) Workload in large-scale data reproduction. Although
the PCR is no doubt a powerful tool for nucleic acid amplifica-
tion and is generally acknowledged to be a high-fidelity process,
it introduces bias by e.g., the GC content in the strand, which
may cause loss of the data strands containing a high GC content
during amplification. This would lead to a significantly different
proportion of the sequences when the PCR cycles are large,’>*°
and affect both data storage capacity and retrieval efficiency.
Also, it is still difficult to amplify highly repetitive sequences by
the PCR.%” (4) High complexity and costs of integration. Most of
today’s DNA data storage strategies are realized on separate
devices and locations for synthesis, preservation, replication,
and sequencing sessions, making the process complex and time-
consuming. Besides, although the average cost of sequencing
genes per TB of data in 2021 was only $0.006 (calculated based
on the production cost of sequencing one million bases, includ-
ing equipment, reagents, administration, and overhead costs),
significantly decreased from $5292.39 in 2001, according to the
National Human Genome Research Institute (NHGRI),”® the cost
of DNA synthesis is still orders of magnitude higher compared
with the cost of sequencing. According to the estimation by
Meiser et al., storing 1 MB encoded data into DNA would cost
around $800 to $5000°****! in which the cost of DNA synthesis
makes up the major proportion.'**° Yet, tape storage costs just
$16 per TB.** Antkowiak et al. had given a detailed estimation on
each step of the DNA data storage workflow in 2020.'% The high
cost greatly prevents DNA storage from becoming a commercial
product.”***1%° Nevertheless, DNA data storage is still consid-
ered to be one of the most promising long-term storage solutions
for the future, as the cost of synthesis and sequencing keeps
falling dramatically and consistently over the years.

3. DNA synthesis

Fundamentally, two methods have been developed for artificial
DNA synthesis: chemical and enzymatic. Based on these two
methods, the technological route of artificial DNA synthesis can
be divided into three generations (Fig. 3).°"°%'°"1% The first
generation is the traditional column-based solid-phase phos-
phoramidite chemistry synthesis. Owing to the development of
microchip technology, high-throughput array-based synthesis
technology based on phosphoramidite chemistry synthesis has
blossomed in recent years, which is considered to be the
second generation. Enzymatic synthesis, subsequently, could
bring the synthetic biology industry into an exciting next stage.

3.1. Chemical synthesis

The history of DNA synthesis began in the 1950s when Michel-
son and Todd published the first chemical synthesis of
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dinucleotides.'®* Subsequently, phosphodiester'®> and phos-
photriester'®® methods of oligo synthesis were developed.
In 1981, Caruthers first described the solid-phase phosphora-
midite method of oligo synthesis.'’” In this method, nucleo-
tides were covalently immobilized on a solid-phase carrier.
Phosphoramidite monomers, each carrying a base group, are
used as the synthesis unit. The monomers underwent a series
of chemical reactions to extend the nucleotide strand in a
controlled manner. So far, this is still the standard protocol
for chemical synthesis of DNA. The conventional solid-phase
phosphoramidite chemistry method consists of four cyclic
steps, which are displayed in Fig. 4.%%°%1%8

Step 1: deprotection. The 5’ end of each phosphoramidite
monomer has a protecting group (e.g., dimethoxytrityl (DMT)).
This protecting group prevents a monomer from the chemical
reaction which couples another monomer. In the deprotection
step, the protecting group is removed under certain chemical
conditions (e.g;, an acid environment created by trichloroacetic
acid (TCA)), exposing the 5’ end hydroxyl group that allows the
subsequent reactions to occur.

Step 2: coupling. The 5’ end hydroxyl group of the monomer
in step 1 couples with a newly added 5’ end protected monomer
by forming a phosphite triester.

Step 3: capping. The uncoupled 5’ end hydroxyl group of the
monomer in step 1 is acetylated in the presence of N-methyl-
imidazole to prevent unwanted coupling (e.g., strand extension)
in the next cycle.

Step 4: oxidation. The unstable phosphite triester bond
between the successfully coupled monomers in step 2 is
oxidized to the more stable phosphate by an oxidizing agent
(e.g., a mixture of I, in pyridine/H,O/THF). The strand is then
ready for the next four-step nucleotide extension cycle.

Between each reaction step, there is a washing process
commonly by acetonitrile which rinses off the excess reagents
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Nature.

to start the next reaction. By cycling the above four steps, bases
are added one per cycle in the designated order until the target
oligonucleotide sequences are achieved.

Since the 1980s, based on the aforementioned synthetic
principles, the carrier linkers, reagents, and deprotection meth-
ods used in synthesis have been continuously optimized.
Established industrial DNA solid-phase chemical synthesis
uses controlled pore glass (CPG) or polystyrene (PS) beads filled
in a synthesis column as the solid carrier for nucleotide
strands.'®>""® Automated synthesizers drive the synthesis
reagents in a unidirectional flow into the synthesis columns
by controlled air pressure or a peristaltic pump. Solenoid valves
can precisely eject milliliter (mL) and even microliter (uL) levels
of reagents. In the meantime, multiple synthesis columns are
utilized simultaneously, allowing for parallel and crossover
synthesis. After synthesis, the target products are separated
from the carrier, and the terminal protecting group is removed
under alkaline conditions. The treatment is generally concen-
trated ammonia, while liquids such as methylamine are also
used. Finally, depending on the needs of the application, direct
elution and purification steps are performed for subsequent
use. Typically, purification techniques such as polyacrylamide
gel electrophoresis (PAGE) or high-performance liquid chroma-
tography (HPLC) can effectively remove the wrong strands from
the initial products. The products within a single column
correspond to the same target sequence, namely the yield of a
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single column is between 2 nmol and 1000 nmol. In the case of
large-scale column-based synthesis, the throughput of common
automated parallel synthesis ranges from 96-1536 oligo-
nucleotide sequences.'*"*1112

Chemical synthesis methods are already well-developed and
have been industrialized for many years. However, a number of
errors may occur during synthesis: (1) deletions (0.1%). It is
caused by a failure in coupling a nucleotide when the deprotec-
tion is insufficient or the coupling efficiency is low, leading to a
missing base in the designed sequence; (2) insertions (0.1%).
This means that additional, unwanted nucleotides are added.
When the terminal-protected phosphoramidites undergo unin-
tended deprotection due to cross-contamination of the reagent
or a wrong treatment, it results in unwanted active sites on the
strand to-be-extended, leading to an insertion error; (3) sub-
stitutions (0.5%). It occurs when another base is coupled
instead of the intended base, mostly induced by reagent con-
tamination or incomplete washing between the synthesis steps.
Eventually, because of the limitation of chemical reactivity, the
usual stepwise efficiency of the chemical synthesis is only 95%-—
99.5%.'°%'"% In addition, depurination may occur during
deprotection, meaning that excess acid causes loss of purine
bases, leading to hydrolysis of the DNA strands and ultimately
to the decrease of yield and purity of the targeted products."**™"*¢
As the depurination damage may occur in each synthesis cycle,
it may accumulate as the sequence extension continues. Thus, the

This journal is © The Royal Society of Chemistry 2024
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longer the synthesis sequences, the greater the probability of
depurination would be. This greatly limits the yield of long
products by chemical synthesis as well.'*® Totally, a high error rate
leads to low yield (yield = coupling efficiency®"#™ ) where the
coupling efficiency indicates the proportion of correct monomers
added at each synthesis cycle. Clearly, the longer the strand, the
lower the yield obtained due to the accumulation of errors. A small
numerical increase of the coupling efficiency would lead to a great
increase in the yield of the full-length product. For example, when
the desired strand length is 200 nt, the full-length yield obtained by
99.3% coupling efficiency is only 24.7%, while 99.9% coupling
efficiency corresponds to 81.9%. The length of the nucleotide
strands synthesized based on phosphoramidite chemistry is usually
limited to 200 nt and no commercial product has been yet
announced to exceed 300 nt in practice without DNA
assembly.’>'"” Therefore, to synthesize a long target nucleotide
sequence chemically, the sequence has to be split into short
fragments of 50-100 bases, which are synthesized respectively,
and then assembled. At present, in addition to producing short
fragments such as primers and probes, the synthetic biology
industry has begun to explore synthetic genomes and DNA data
storage, placing higher demands on the length and quality of
synthetic DNA. There are several concerns about the practical
aspects that may hinder further industrialization of utilizing
chemical DNA synthesis for data storage. For example, phos-
phoramidite chemistry requires demanding laboratory environ-
ment maintenance (e.g., strict humidity and inert atmosphere
control), expensive reagents (e.g., phosphoramidites, whose
price is up to 81 US$ g~ '), long synthesis cycles, and generates
large amounts of hazardous waste (e.g., acetonitrile which
contaminates water and soil, pyridine and furan that are
harmful mammal nervous system) during the synthesis
process.”'® In large-scale chemical synthesis, the purchase of
raw materials, the waste stream, as well as the post-processing
(e.g., purification and assembly) all contribute to tremendous
costs that strongly limit the industrialization of DNA data
storage. Although similar cost and environmental concerns
also exist in the manufacturing industry of semiconductor
memory chips, the technical limitations of chemical synthesis
are becoming more and more critical.

3.2. Enzymatic synthesis

In biological organisms, polymerases are able to synthesize
DNA naturally, but they are template-dependent and cannot
synthesize arbitrary target sequences from a single base. Term-
inal deoxynucleotidyl transferase (TdT) is the only known
polymerase whose primary activity is to indiscriminately add
deoxynucleotide triphosphates (ANTPs) to the 3’ end of ssDNA
in the absence of a template strand, making it a natural
candidate for enzymatic oligonucleotide synthesis.**'**™'?* In
1960, Bollum first described that TdT could act as a ssDNA
polymerase.’*® It was subsequently demonstrated that TdT
could be used for template-free de novo DNA synthesis. Later
on, Bollum proposed in 1962 a theoretical model for TdT-based
DNA synthesis: TdT adds a nucleotide monomer with an acetyl
protection group at the 3’ end by coupling its 5’ end to the 3'-
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OH of the previous nucleotide. The acetyl group plays a similar
role to the DMT in the solid-phase phosphoramidite chemistry
method, which can prevent elongation of the strand and thus
realizes controlled strand extension.'**'**

A main advantage of enzymatic DNA synthesis is that it is
carried out under mild aqueous conditions which effectively
reduces DNA damage such as depurination and results in fewer
by-products, making the achievement of longer target nucleo-
tide strands possible. TdT-based enzymatic DNA synthesis has
been extensively pursued by numerous companies (a detailed
description is provided in Section 5). As reported, the coupling
efficiency of enzymatic DNA synthesis can exceed 99%, which is
comparable to phosphoramidite chemistry,"*® and a coupling
efficiency of about 99.9% calculated from the overall yield of
85% for 300 nt full-length sequences has been advertised."”® In
terms of synthesis speed, the time of coupling a single base by
phosphoramidite chemistry is about 4-10 min, while enzymatic
synthesis by the TdT-dNTP conjugate can take only 10-20 s.”9>"*
Notably, the synthesis speed of different enzymatic synthesis
pathways varies greatly.”” It's clear that enzymatic synthesis has
the potential to produce longer strands with high accuracy at
faster cycle times compared with chemical synthesis.”>"*>
Currently, the TdT-based enzymatic synthesis routes are being
enthusiastically investigated and the mechanism of the enzyme
is well studied. However, there are several issues that are
necessary to be considered carefully: how to add nucleotides
in a controlled and precise manner? What moieties are used to
modify the monomers? How much do the unreacted initiators
contribute to the deletion error rate? What is the probability of
side reactions occurring in the synthesis process? What level of
scale can be achieved for target products?'*> How to improve
the enzyme activity of the native TdT on 3’-end blocked dNTPs?
In addition, further exploratory improvements in enzyme engi-
neering and optimization of enzyme cycle reactions, etc., are
still needed for large-scale industrialization. For example,
Lu et al. demonstrated a two-step cyclic synthetic route using
an engineered Zonotrichia albicollis (ZaTdT) enzyme with an
average stepwise coupling efficiency of 98.7% for extending
single nucleotides, which has some potential applications. The
catalytic activity of this engineered enzyme was 3-fold higher
than that of the normal TdT enzyme.'*® Verardo et al.'*° from
DNA Script recently reported their approach to large-scale
industrialization of TdT-based enzymatic DNA synthesis, which
will be discussed in detail later in this review. This is a
significant step towards the industrialization and paralleliza-
tion of enzyme synthesis.

3.3. Technological development for DNA data storage

DNA synthesis technology is a key step in the process of DNA
data storage. The speed, throughput, accuracy, and cost of
synthesis all contribute to determining the availability of DNA
data storage.

There are two strategies for improving the throughput of
DNA synthesis: one is to simply increase the number of
channels for the above column-based synthesis and expand
the scale of parallel synthesis; the other is to increase the
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synthesis density and miniaturize the system as a whole.
Miniaturized array-based synthesis allows more sequences to
be synthesized in parallel in a limited space while reducing the
amount of consumed liquids. The scale of the products at a
single site in the array is much lower than that in the column.
Furthermore, array-based synthesis costs only $0.00001-
$0.0001 per base, while column-based synthesis costs $0.05-
$0.10 per base which is 2-4 orders of magnitude higher.****
Array-based DNA synthesis is oriented to the synthetic biology
field of gene splicing, library building, and other applications
that require trace level (e.g;, fmol) as well as multiple sequences.
The automation and continuous miniaturization of the instrument
further enhance the throughput of array-based synthesis, which
precisely provides a more suitable platform for DNA artificial
synthesis whose application is data storage.

Fig. 5 shows the density of synthetic arrays required to
achieve high-speed writing of large amounts of data. The total
amount of data written per unit area can be calculated using
the following equation:

C = Evpit

where C is the total writing capacities of the data, E is the
coding density of each base, v is the synthesis time per base,
p is the number of synthesis sites per cm?, 1 is the effective
nucleotide strand length and ¢ is the total synthesis time.
Assuming that the amount of data shown in the figure needs
to be achieved over an area of 1 square centimeter (cm?), and if
a base can be encoded as 2 bits, a single synthesis site
effectively encodes a nucleotide length of 100 nt, and 1 base
could be synthesized at a rate of 1 base per second, then, to
achieve TB (1 TB = 2%° B) level data writing in one day, the scale
of the array sites needs to be below the submicron level.
However, current coding density is only able to reach 2 bits

10
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Fig. 5 The relationship between the amount of data written, the speed
and site density of array-based DNA synthesis. The three curves represent
the required synthesis site density and individual base synthesis time for
writing speeds up to KB, MB, and GB levels respectively. Fixed parameters:
synthesis length of 100 nt, single base coding density of 2 bits. To achieve
high-throughput synthesis, high-speed data writing requires faster synth-
esis speeds and higher site densities.

4472 | Chem. Soc. Rev, 2024, 53, 4463-4489

View Article Online

Chem Soc Rev
per base pair."'*> What’s more, the “encoding” and “decod-
ing” steps also lead to errors. To restore the original data, in
addition to the information-containing fragments, a certain
length of data redundancy sequence needs to be added to
the synthesized DNA strand. This requires the length of the
synthetic sequence to be longer than the effective coding
sequence.’” In sum, the above description implies that a much
higher array density is required to achieve the TB level of data
per day. To achieve such high-density arrays, micro and nano-
chips based on integrated circuit fabrication are the most
optimal strategy.

Here, we aim to list and evaluate the diverse technological
routes of utilizing integrated micro and nanoscale chips for
DNA artificial synthesis. By weighing the pros and cons of each
unique route, we hope that this review could provide a basic
perspective on the trends in high-throughput DNA synthesis.

4. Array-based DNA synthesis chip

In the early 1990s, Affymetrix (acquired by Thermo Fisher)
utilized integrated circuit technology to achieve high-density,
25 nt oligonucleotide synthesis on a single chip, opening up
the route to DNA array-based synthesis technology.'**!
After decades of technological innovation, a variety of DNA
array-based synthesis technologies have been developed and
commercialized. These technologies are based on the four-step
phosphoramidite chemistry but with different deprotection
mechanisms. These are realized by involving terminal protect-
ing groups of different natures in the synthesis process, such as
pH-sensitive protecting groups,®>*'%'**™3% temperature-sensitive
protecting groups*>'****” or photolabile groups.'**'*° Several
array-based DNA synthesis methods are briefly illustrated in
Fig. 6. Each of these has its advantages and disadvantages in
terms of synthesis density, coupling efficiency, length, fidelity,
time, and cost. These parameters are also evaluation indicators
of DNA synthesis technologies. The following sections will
further describe several mainstream technologies and the state
of technological development of representative companies
employing these technologies.

4.1. Inkjet printing synthesis

Piezoelectric inkjet DNA synthesis was first proposed by
Blanchard and Hood."*' This approach loads the monomer
reagents into tiny nozzles as the “ink”, and uses an inkjet
printer, namely a microdroplet generator, to precisely deposit
reagents to the surface of a functionalized substrate to achieve
large-scale parallel synthesis of oligonucleotide sequences.'*®'*?
In brief, program-controlled nozzles move rapidly above the chip
and spray chemical reagents to specified synthesis sites one by one
according to a designed sequence as displayed in Fig. 7.'** The
inkjet system is able to deposit the required monomer type to each
site all over the entire chip rapidly in one round of injection in the
coupling step, while the steps of deprotection, capping, oxidation
and cleaning are carried out in the tiling mode through multiple
channels. Generally, a piezoelectric printhead can control the liquid

This journal is © The Royal Society of Chemistry 2024
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Fig. 6 Schematic of array-based DNA synthesis. (a) Inkjet printing synthesis. Each nozzle is equipped with a different nucleotide monomer reagent,
moving over the chip surface to deliver reagents to a designated site. (b) Thermal synthesis. The heating source makes the reaction site active for the
bases to attach to it as the reagent flows across the entire chip. The cycles of heating and extension are repeated until thousands of different nucleotide
sequences are synthesized in parallel on the chip. (c) Mask-based lithography synthesis. Different colored rectangles represent masks with different
patterns. In each exposure, light is only allowed to pass through specific areas (bright color). The black round shape represents the protecting group, and
red indicates that it is undergoing deprotection. Letters A/G/C/T represent four different nucleotide monomers. (d) Maskless digital micromirror
lithography synthesis. The bright-colored square within the dashed line area indicates digital micromirror devices (DMD) are “on”, while gray indicates
"off". When the DMD are at “on" state, light is reflected onto the substrate for deprotection. (e) Electrochemical synthesis. The bright-colored electrodes

indicate that an electric potential is applied to the appointed active spots to deblock the protecting group for further DNA synthesis process.

volume to the picoliter (pl) level. The droplets are spread on the
array substrate with a diameter of tens to hundreds of microns in
tens of microseconds. Owing to the small volume of the printed
liquids, the reagent addition time is only hundreds of milliseconds.
High-speed motors control the rapid movement of the microarray
in the front and rear directions, and tens of thousands of dots can
be printed in minutes. Additionally, 1,4-dicyanobutane (a more
viscous, non-volatile solvent than acetonitrile) is used to dissolve
the phosphoramidite monomers and the catalyst. This slows down
the solvent evaporation, thus prolonging the reaction time between

This journal is © The Royal Society of Chemistry 2024

the reagent and substrate, ensuring coupling efficiency. However,
as the nucleotide strand length extends, the surface properties of
the array substrate may change, altering the size and location of the
fallen droplets which might result in cross-contamination between
adjacent sites. Therefore, a flat chip structure can’t realize extremely
high-density load. Moreover, a large number of deletions begin to
accumulate once the strand length exceeds 50 nt.'*®

Agilent is the forerunner in commercializing inkjet printing
technology and has been a leader in the synthesis of long
oligonucleotides in the past decade. In 2001, Timothy R. Hughes
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Fig. 7 Schematic diagram of inkjet printing synthesis platform. (a) A program controls the motion of the inkjet print heads and prints trace amounts of
phosphoramidite reagents on the slide surface.!*® The slides are packed with tens of thousands of reaction chambers. Each of them can carry out a
conventional four-step synthesis of phosphoramidite chemistry. Reproduced from ref. 143 with permission from Copyright 2013 Elsevier. (b) Twist's
silicon-based DNA Synthesis platform. There are thousands of clusters on the chip, each consisting of 121 surface sites, performing different sequence

synthesis.4®

et al. first used inkjet printing technology to synthesize 25000
oligonucleotide strands with a length of 25 nt on a single 25 mm x
75 mm chip (glass wafer) with a coupling efficiency of 94-98%."**
Currently, Agilent’s advanced SurePrint platform uses a proprietary,
non-contact industrial inkjet printing process in which oligo
monomers are deposited uniformly onto specially prepared glass
slides, enabling high-fidelity, high-throughput parallel DNA syn-
thesis of up to 244000 oligonucleotide strands, simultaneously.
It has industry-leading fidelity of up to 1:2400 and allows synthesis
of long oligos of about 230 nt."**

Emily Leproust et al. (Co-Founder of Twist Bioscience) have
developed “a proprietary semiconductor-based synthetic DNA
manufacturing process” that uses a high-throughput silicon-
based platform to miniaturize the chemical reaction conditions
required for DNA synthesis. This miniaturization platform can
reduce the reaction volume by a factor of one millionth, while
increasing the throughput by a factor of 1000 and even up to
696 000. The chip synthesizes oligonucleotides on specially
treated micron-sized through-holes and uses high-speed inkjet
print heads to deliver trace amounts of reagents. The chemical
reaction size is dramatically reduced from 15 pL in a 96-well
plate to 10 pl on the silica-based platform.™**

Since inkjet printers consume a low amount of reagent and
produce relatively little waste when running, they make the
synthesis method more environmentally friendly. This chip is
stated to have the ability to synthesize 9600 genes on a single
in silico chip, meanwhile, traditional synthesis methods using
96-well plates can only produce one gene with the same length
(up to 300 nt per oligo) of physical space. Each chip contains
thousands of discrete clusters and each of the clusters contains
121™° individually addressable surfaces that are capable of
synthesizing one type of unique oligonucleotide sequence,
enabling high-throughput synthesis of millions of oligo-
nucleotide sequences in the length range of 120-300 nt with
yields exceeding 0.2 fmol. The average error rate is up to 1:3000 nt.
Twist has announced a milestone technical achievement in the
successful synthesis of 200 nt oligonucleotide strands on a chip for
DNA data storage. In 2021, twist announced its ability to synthesize

4474 | Chem. Soc. Rev.,, 2024, 53, 4463-4489

DNA on a silicon chip with sites spaced 1 micron apart. This is so
far the highest synthesis site density for inkjet printing synthesis."*”

Recently, Verardo et al. integrated an inkjet printing system
with enzymatic DNA synthesis and have achieved a synthesis
length of 21 nt with an estimated cycle efficiency of 98.9%,
while allowing for parallelization of more than 2000 sites."*’
Thanks to inkjet printing, the reagent consumption per cycle
was reduced to low quantities at the micromolar level. They
also optimized the nozzle setup to improve the printing per-
formance. Additionally, they developed a low-viscosity ink that
managed to avoid damaging the enzyme activity, and optimized
additives in the ink to prevent evaporation and minimize
secondary structure formation of the ssDNA.

At present, the synthesis of DNA by inkjet printing is the
mainstream choice for commercial products. Further increas-
ing the synthesis throughput requires reducing the synthesis
site size as well as the nozzle size. However, to ensure precise
delivery of low-volume reagents and avoid splashing during
injection, the nozzle size cannot be continuously minimized,
which limits the increase of synthesis density. Generally, in
piezoelectric printing, the droplet volume can be precisely
controlled by adjusting the drive voltage and pulse waveform
to achieve the pl level. The distribution and spacing of the
nozzles affect the uniformity and actual volume of the droplets.
When the distance is close, satellite droplets will be produced
to interfere with the neighboring sites. Surface tension influ-
ences reagent dispersion, and the viscosity of the reagents
affects the average size of droplets or even prevents droplet
generation. In addition to this, problems such as low droplet
orientation, nozzle plugging, wettability of the nozzle inner,
and the nozzle-to-substrate height are present. Developing and
maintaining smaller and more complex printing equipment
may be a challenge both technologically and financially.

4.2. Thermal synthesis

Thermally controlled oligonucleotide synthesis is based on
temperature-sensitive protecting groups. Temperature is a key

This journal is © The Royal Society of Chemistry 2024
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factor in controlling the start or end of the reaction, and it also
influences the quality of products,?*'37:1487150

Evonetix is the representative company for heat-controlled
chip-based DNA synthesis technology. Andrew J. Ferguson et al.
managed to control the synthesis process by precisely adjusting
the temperature of reaction sites, combined with a microfluidic
system. They developed silicon chips by the semiconductor
MEMS (micro-electromechanical system) technology to provide
thousands of independent temperature-controlled reaction
sites for high-throughput parallel DNA synthesis, including
error checking to improve yields and the eventual assembly of
the as-obtained dsDNA."**'*® The entire reaction processes are
carried out at the reaction sites (called “virtual wells”) in a
continuously flowing liquid system with thermosensitive
reagents. Each heating site on the chip has a diameter of
100 um and a space of 300 pm resulting in approximately
10 heaters per square millimeter.

Under the control of computer programs, thousands of
sites can be independently activated and warmed to start the
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independent DNA synthesis cycles, respectively. The closed-
loop thermal control system allows liquid in each virtual well
to reach different temperatures within the same circulation
system and avoids the thermal diffusion on each site that
happens with an array of conventional heaters. Temperature
sensors at the sites feed the actual temperature back to the
computer system, and, then, an algorithm compares it with the
target temperature to determine whether it needs to be warmed
up or cooled down. This requires very precise scaling circuitry
and algorithmic programming. To achieve both ‘“warming &
cooling” functions, the material with controlled thermal resis-
tance is installed underneath the site, which draws heat from
the site to achieve a cooling effect.’*® As shown in Fig. 8a,
firstly, the circuitry controls the generation of heat at the
activated sites. The heat transfers to the liquid above and, as
a result, the temperature-sensitive protecting groups are
removed."”” Subsequently, a new monomer can be added to
each oligonucleotide strand at the activated sites. The cycle of
heating and extension is repeated until the target oligonucleotide
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Thermally controlled strand extension process. The temperature-sensitive

protecting group is removed by heating the selected site (site 1). The protecting group may alternatively be Boc, Fmoc, Bsmoc, and more examples could
be found in ref. 137. Then, free oligonucleotide monomers are added onto the strand terminal. The cycles of heating and extension are repeated until the
desired ssDNA fragments are achieved. (b) Thermally controlled cleavage and error-correction process. Deprotection and cleaving occur at different
temperatures. The ssDNAs are released from site 3 by heating and then migrate toward partner strands with complementary base sequences which are
immobilized on site 1; the mis-matches can be cleaved by applying a precise temperature during annealing and eventually washed away with the flowing
liquid. (c) Thermally controlled assembly process. By heating site 5, the short dsDNAs are released and combined with another dsDNA (site 6) by the
principle of complementary base pairing to assemble a longer strands; Heating site 4, short-stranded DNA continues to assemble at site 6. Those
processes continue to produce desired long dsDNAs with high yield. Reproduced from ref. 103 with permission from Copyright 2023 Springer Nature.
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strands are synthesized. After that, with the help of precise flow
pumps and electromagnetic fields, the short ssDNA fragments are
selectively released by heating and are transferred to the partner
strands with complementary base sequences immobilized on
the substrate. In this way, long dsDNA can be automatically
assembled on the chip. In addition, mis-matched double strands
are identified, once the oligos are annealed because they have a
lower denaturation temperature than the desired DNA. Subse-
quently, unwanted DNA strands are removed by applying precise,
sequence-dependent temperature followed by flushing liquid
(Fig. 8b). The error correction and purification processes can
minimize polluted fragments in the product and help to provide
a higher yield. Finally, the successfully matched oligos continue to
assemble into longer dsDNA by complementary pairing at the
terminal (Fig. 8c).

It is claimed that this technology platform is compatible
with chemical and enzymatic DNA synthesis methods.
However, it also faces some challenges. For example, appro-
priate protecting groups are selected according to the type of
activating agent used in the heating step. When the activator is
acidic (e.g., trifluoroacetic acid), tert-butyloxy carbonyl (Boc) or
trityl (Trt) is mostly used. When the activator is basic (e.g., morpho-
line or piperidine), (1,1-dioxobenzo[b]thiophene-2-ylmethyloxy-
carbonyl (Bsmoc)) is preferable.”®” It is challenging to develop
highly temperature-sensitive protecting functional groups.
Another serious difficulty is how to independently and precisely
control the thermal behavior of micron reaction sites on the
chip. To ensure the efficiency of synthesis, it is important to
consider the approach that can help the generated heat dis-
persed evenly around the reaction site without conducting to the
gap region or the adjacent sites. To efficiently conduct heat,
Evonetix has developed a cooling system that consists of fluid
flowing coolant, a thermoelectric cooler, and a copper substrate
glued to the back side of the chip. Besides, there are other technical
difficulties, such as: which microfluidic system to choose and what
is the optimal flow rate? How to control the behavior of DNA under
different thermal conditions? How to manufacture precisely
assembled silicon wafer modules and avoid the risk of wafer
explosion at the weakly bonded area during heating? How to
prevent the chip from corroding when it is immersed in the strong
acid/alkali reagent at a high temperature?

4.3. Photochemical synthesis

Photochemical synthesis is realized as follows: firstly, a laser
with a specific wavelength is precisely projected onto the
selected sites of the array substrate. On the irradiated sites,
the protecting groups at the 5’ end of the nucleotides are
removed. Subsequently, a series of chemical reactions includ-
ing coupling and capping are performed in a tiling manner,
while the nucleotide strands extension only occurs on the
irradiated sites. According to the mechanism of deprotection,
there are two types of synthesis methods: photo-acids and
photo-degration.?®'3%151:132 The principle of photo-acids is
to decompose the photocatalyst by light exposure, generat-
ing acid to remove the protecting group (e.g., DMT).**'%
The photo-degradation approach, on the other hand, is based
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on direct decomposition of the photolabile protecting groups
(e.g., 2-(2-nitrophenyl)-propoxycarbonyl (NPPOC) or benzoyl-2-
(2-nitrophenyl) propoxycarbonyl (Bz-NPPOC)) caused by the
projected light.'38140:15%153 According to the optical control
system, photochemical synthesis is divided into two types,
which are mask-based photolithography (used by Affymetrix)
and maskless photolithography (used by Roche, LC Sciences),
respectively.

Mask-based photolithography synthesis refers to the trans-
mission of light through specifically designed physical masks
placed over the synthesis surface. Light is only allowed to pass
through the transparent area of the mask, and be projected
onto the substrate at certain locations.">* Affymetrix’s commer-
cial product GeneChip™ represents a mask-based photolitho-
graphic in situ synthesis (Fig. 9a).">® This technique typically
produces 20-25 nt oligonucleotide strands and more than
10° feature sites per chip. With the development of photolitho-
graphy process, the feature size of each chip has evolved from
50 um to 20 um, 18 um, 11 pm and eventually down to 5 pm on
a 1.28 cm x 1.28 cm chip in 2005.*%'® Subsequently, it was
found that a further reduction of feature size of the chip to
1 um with densities up to 1 x 10® em™> was proven to be
promising by simulation with a reasonable control of the
diffraction.'®*® However, a unique mask is needed for almost
each cycle of nucleotide strands extension. For long sequence
synthesis, the mask photolithography method requires a large
number of custom-made mask plates, which dramatically
increases the cost of synthesis.

Similar to modern projection techniques, maskless lithogra-
phy synthesis uses a programmable and addressable digital
micromirror device (DMD) instead of chrome masks (Fig. 9b).**>
The light path is reflected to the designated synthesis sites for
the deprotection reaction by adjusting the angles of each of
micromirrors.'®%%3>1%7 Roche has developed a series of com-
mercial products with densities exceeding 10° oligonucleotides
per cm? using DMD to control the angle of aluminum lenses.
LC Sciences’ pParaflo™ synthesizer uses DMD to irradiate the
photocatalyst to produce acid, followed by the removal of the
acid-sensitive protecting group DMT. Their microfluidic plat-
form delivers extremely low amounts of reagents. In a single
1.4 cm® chip that contains 4000 reaction chambers corres-
ponding density is 2857 chambers per cm? and each of them
requires only 270 pl of reagents, remarkably reducing reagent
consumption."”®'*® Plus, compared with mask-based photo-
lithography synthesis, digital photolithography synthesis does
not require expensive, specifically designed and case-sensitive
masks so that the synthesis cost can be reduced.

Photochemical synthesis method ensures that each reaction
chamber can synthesize nucleotides independently by control-
ling the light accurately, which brings great possibilities for
increasing the throughput. So far, a standard high-definition
DMD (1920 x 1080 dpi) can synthesize up to 786 432 sequences,
simultaneously.'®® The higher resolution enables more precise
control of light to reduce diffraction and cross-contamination,
contributing to a significant boost in synthetic throughput.
However, the maskless lithography synthesis method has some

This journal is © The Royal Society of Chemistry 2024
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Fig. 9 Schematic diagram of two photochemical methods of DNA synthesis. (a) Mask-based photolithography synthesis.’®> Top: Mask-based
photolithography. UV light passes through a lithographic mask that acts as a filter to either transmit or block the light from the chemically protected
microarray surface (wafer). The sequential application of specific lithographic masks determines the order of sequence synthesis on the surface. Bottom:
Chemical synthesis cycle. UV light removes the protecting groups (squares) from the array surface, allowing the addition of one nucleotide. The
sequential synthesis cycles result in multiple 25-mer probes on the array surface. Reproduced from ref. 155 with permission from Copyright 2015 Elsevier.
(b) Maskless photolithography synthesis.*> Top: DMD. The 365 nm UV light from an LED is uniformly projected onto the DMD. Digital micromirrors in the
“"ON" state reflect the light onto the surface of selected synthesis sites. Bottom: The cycles of phosphoramidite synthesis with a Bz-NPPOC protecting
group at the 5’ end that is used in this method. Reproduced from ref. 152 with permission from Copyright 2021 Oxford University Press.

other drawbacks that may diminish its corresponding efficiency,
yields, and fidelity. The physical properties of light limit the
minimum size and spacing of individual synthesis sites, hindering
further miniaturization of the synthesis system. For example, light
diffraction and scattering from micromirrors may cause loss of
contrast at pixel edges, resulting in unintentional exposure and
cross-contamination of the neighboring sites. Unfortunately, dif-
fraction is an inevitable problem in all optical systems. This limits
the gap size of pixels to the micron scale. In the case of micromirror
array, when the micromirror spacing is reduced to around 1 pum,
the average total error rate increases sharply to 21.8% per bp.">>'®
Another defect is the local flare caused by refraction along the light
path, bubbles in the solvent, or the interface between solvent and
surface. They may all lead to unintended exposure.'®* Furthermore,
high-resolution systems are more sensitive to global scattering, and
require higher complexity of the equipment which increases the
equipment size and development cost. Efforts on optimizing the
micromirror distribution, light irradiation time, capping time,
protecting groups and solvents may help enhance the quality of
photochemical synthesis.'>**¢>

4.4. Electrochemical synthesis

Multiple electrode arrays developed by micro/nanofabrica-
tion technology can be highly miniaturized, independently

This journal is © The Royal Society of Chemistry 2024

controlled as well as addressed in parallel. This offers an
exciting opportunity in DNA synthesis: when a potential is
applied to the selected electrode in a liquid environment, it
initiates a redox reaction on the reagent which creates proton
acid. The acid environment removes the pH-sensitive protect-
ing groups at the 5’ end of the nucleotide strands, making the
strands available for coupling next nucleotide monomer. Similar to
the above approaches, the synthesis cycles are repeated until an
oligonucleotide strand of target sequence is obtained.>>%%116:133163

CustomArray, now part of GenScript, developed indepen-
dently controllable microelectrode arrays based on complemen-
tary metal-oxide-semiconductor (CMOS) integrated circuit
chips. These microelectrodes are treated with a porous reac-
tion layer (sucrose) to improve the quality of nucleotides
synthesis.’®* To confine the diffusion of proton acid from the
activated electrode sites to the neighboring ones, an opposite
potential is applied to the electrodes around the synthesis sites
to trigger a reduction electrochemical reaction that produces
bases to neutralize the excessive acid.'® Their 12 K microarray
chip product has a circular electrode diameter of 44 pm and
can synthesize 12472 oligos. The 90 K chip offers synthesis
throughput of 92 918 and oligonucleotide libraries up to 170 nt
in length with an error rate of less than 0.5%, and the electrode
size is further reduced to 22 pm. On the company’s website, it is
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announced that this is the highest density commercial oligo-
synthetic chip at present, with a throughput of 8 million oligos
per chip, and the number may reach 200 billion, potentially."®®
In addition, the cost is affordable at less than $0.2 per base and
the yield of each oligo is up to 1 fmol."®*'” Their chip products
are starting to be used in DNA data storage research, which may
bring the cost of data storage down to $50 per TB.>*'%®
Similar approaches were recently studied by Microsoft
Research and University of Washington. They have achieved a
parallel synthesis of arbitrary sequences of DNA at submicron
scale, increasing the synthesis density by three orders of
magnitude compared with existing products. The electrodes
are 650 nm in diameter and the corresponding pitch length is
2 um. According to the density of electrodes, 2.5 x 10’ oligo-
nucleotide strands are theoretically synthesized in parallel on a
1 cm? area, which meets the electrode density required for data
storage speeds of megabytes per second that we estimated
in Fig. 5. In addition, the synthesis length is up to 180 nt,
tripled than previous electrochemical microarray-based DNA
synthesis methods."*®"**> Furthermore, the total cumulative
error rate including deletions, insertions, substitutions ranges
from 4% to 8%, which is still within the 15% tolerance of
DNA data storage technology employing an error-correcting
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system,'>10%1331%9 They designed a special electrode array
(Fig. 10c) to resolve the crosstalk problem among adjacent
reactors. The synthesis sites (circular-shaped anodes) are at
the bottom of a nanowell structure, where deprotection and
coupling steps occur. One anode electrode is surrounded by
four cathode electrodes (diamond-shaped) applying an oppo-
site potential. As reported, the deprotection step involved the
addition of methanol to acetonitrile in a ratio of 1:9, resulting
in the generation of alkaline species that consumed the proto-
nic acid at the cathodes and completed the electrochemical
half-reaction. The alkaline methoxide anion chemically con-
fines the acid within the synthesis sites region effectively,
preventing unwanted deprotection at the sites which are sup-
posed to be “off” during a synthesis cycle. Additionally, the
deep nanowell also provides a physical barrier to limit the acid
cross-contamination.

Further shrinking electrode feature size and shortening
electrode pitch are effective solutions to greatly increase syn-
thesis density and throughput. Typically, electrode sizes based
on advanced semiconductor manufacturing technologies can
reach submicron or even nanometer scale. It is relatively
feasible to prepare ultra-dense micro/nanoelectrode arrays.
In other applications, researchers have succeeded in narrowing

b
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2CH;0+2H,

+2H*  2CH,OH

Fig. 10 An overview of the electrochemical DNA synthesis. (a) Schematic diagram of the electrochemical synthesis of nucleotide strand on an electrode.
@ A positive potential is applied to the electrode, producing a protonic acid to remove the DMT protecting group and exposing the "—~OH" to start the
next cycle. @ A free phosphoramidite monomer with a protecting group (DMT) at its 5’ end is coupled to the “~OH" on the electrode/previous
nucleotide. ® The newly formed phosphite backbone linkage is oxidized to the more stable phosphate by an oxidizing agent. ® The capping reagents seal
off “—~OH" groups that are not coupled to the monomer, making them unavailable for subsequent reactions. (b) An example of reaction of redox pairs at
electrodes during the electrochemical deblock step. The anode undergoes an oxidation reaction to generate protons; the cathode undergoes a
reduction reaction that consumes protons. Reproduced from ref. 133 with permission from Copyright 2021 AAAS. (c) (I) Cathodes (diamond-shapes) are
connected together (dashed line) while four anodes (circle-shapes) of the same color connected together (solid line). (Il) SEM image of a nanoscale
electrode array. The 650-nm anodes with the pitch length of 2 um are sunk in a 200-nm deep well and surrounded by four counter electrodes.
(1) A fluorescent image of the array in (Il) after parallel synthesis of two different sequences with different fluorophores. The clear demarcation of the
different fluorescence proves that the acid generated by the electrodes is strictly confined and demonstrates independently controlled parallel synthesis.
Reproduced from ref. 133 with permission from Copyright 2021 AAAS.
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down the diameter of micro-electrodes to 100-200 nm or even
10 nm, and the pitch of electrodes to 750 nm."”°"?

However, the risk that the acid diffuses to neighboring
electrodes raises at a higher density of electrodes.’®>'”* This
results in unwanted deprotection on the surface of adjacent
electrodes, which increases error rates and reduces synthesis
yields. Currently, the biggest technical challenge in electroche-
mical DNA synthesis is to strictly confine the acid produced
around the activated microelectrodes and prevent it from
diffusing to the adjacent electrodes. A compromise between
the synthesis density and the ion diffusion must be studied
before a breakthrough technology that can solve the conflict
appears.116’132'163’174

Although the aforementioned array-based DNA synthesis
technologies have improved the throughput by several orders
of magnitude over the traditional column-based synthesis,
their capabilities are still not yet ready for applications such
as DNA data storage. Each of these technologies faces its own
challenges to substantially increase throughput, reduce costs
and speed up synthesis while ensuring appropriate coupling
efficiency: (1) for inkjet printing, the size, complexity and cost
of piezo printheads are considered as the crucial limit. (2) The
size and spacing of heater units and precise control of heat
become an obstacle for thermal synthesis techniques. (3) Photo-
chemical methods struggle with the inherent diffraction and
refraction of light. Novel developments in applied physics, such
as the plasmonics, may bring disruptive technological innova-
tion to overcome the physical constrain of the chip size. It has
been demonstrated that metallic nanostructures can generate
localized surface plasmons when they couple to electromag-
netic waves, resulting in thermoplasmonics effect like localized
heating,"”®> or subdiffraction-limited spatial resolution in
optics,"””® which might shine a light in further reducing the
working units of chips for thermal or photochemical DNA
synthesis. (4) Electrochemical synthesis has to overcome the
proton acid diffusion and crosstalk effects between electrodes
(Table 1). For example, technologists have proposed new ways

Table 1 Comparison of different array-based DNA synthesis techniques
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in generating ions or protons, e.g., by using ion-releasing
materials as a working electrode that releases protons directly
instead of via the redox reaction in the solution, which may
hold potential to further localize the protons and enable even
higher synthesis density."””

5. Enzymatic synthesis: the new
opportunity

Several companies including DNA Script, Camena Bioscience,
Molecular Assemblies, Nuclera, Ansa Biotechnologies, etc., have
already explored the commercialization of enzymatic DNA
synthesis, enabling the synthesis of long single-stranded oligo-
nucleotides. Their strategies are similar: TdT mediates the
progressive extension of the nucleotides, while the extension
is controlled by using modified nucleotides or nucleotide-
enzyme conjugates that can block the subsequential coupling
until further treatment.?>*9>°4101123,178 However, native TdT is
highly selective to the modification of monomers, e.g., the
3’-blocked dNTPs, therefore, the enzyme often needs to be engi-
neered so as to enhance its binding with the monomer."”>'**

The initial research focus was on the modification of the
3’-0-end of the nucleotides. A reversible “terminator” group is
added to the nucleotide monomer, which interrupts the syn-
thesis and prevents the next nucleotide from being coupled
(Fig. 11a).°5119122132179 A variety of reversible terminators are
available, such as 3’-0-NH,-dNTP (DNA Script and Nuclera),'*'%?
3'-0-azidomethyl-ANTP'®*'#> (Molecular Assemblies), 3'-O-(2-
nitrobenzyl)-dNTP (Camena Bioscience),'®® 3’-phosphate’®’
(Codexis'®®) or photo-cleavable nucleotides'®*>'*° and other
protecting groups.'?"'%?

In 2020, DNA Script launched the world’s first desktop DNA
printer “SYNTAX” based on enzymatic synthesis, enabling
automated synthesis, purification and quantification. The plat-
form uses resin as a solid-phase carrier, and a cleavable linker
DNA molecule (called “initiator DNA (iDNA)”) is attached to it.

Synthesis

method

Merit

Challenge

Ref.

Inkjet printing

e Low volume reagent and cost;
o Parallel synthesis without sacrificing fidelity;
e Highly commercialized.

Thermal e High throughput up to 100 million;

¢ Simultaneous assembly and error correction.
Photolithography e The photolithography resolution is high;

e Highest commercialized synthesis density;

e Technology is relatively mature.
Electrochemical e Utilize highly integrated circuit manu-

facturing techniques;
e Ultra-high synthesis throughput;
e Further miniaturization possibilities.

This journal is © The Royal Society of Chemistry 2024

o Relatively low throughput;
e Limited positioning accuracy;
e Large surface tension of a liquid droplet.

e Emerging heat-sensitive reaction system;
e Difficulty in controlling local heat transfer;
e Highly complex process;

o Relatively immature, more R & D is expected.

o Inherent light diffraction, scattering and
other phenomena;

e Difficult to reduce the size further;

e Expensive masks and complex system.

e Acid diffusion crosstalk;
e High integration and process requirements.

109, 143-145 and 148

32, 104, 137 and 138

94, 135, 136, 153, 166, 186

and 207

26, 92, 133, 134 and
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Fig. 11 Three typical TdT-based enzymatic DNA synthesis routes. (a) The use of TdT to mediate synthesis of modified dNTP.* Normal dNTP is modified
with 3’-O-blocking group. Step 1: extension: TdT catalyzes the specific ANTP to couple with the primer. The blocking group can effectively prevent the
next cycle of extension. Step 2: deprotection: the 3’-O blocking group of the primer that has been extended is removed to start the next nucleotide
coupling. Reproduced from ref. 91 with permission from Copyright 2021 Frontiers. (b) Scheme for TdT-dNTP conjugate mediated two-step
oligonucleotide extension.®? A short DNA primer is immobilized to a solid-phase support for the conjugate to begin synthesis. The TdT-dNTP conjugate
consists of a TdT tethered with a dNTP via a cleavable linker. Step 1: extension, the TdT—dNTP conjugate incorporate into a primer. After incorporation of
the tethered dNTP, the 3’ end of the primer remains covalently bound to TdT and is inaccessible to other TdT-dNTP molecules. Step 2: deprotection, the
linkage between TdT and the incorporated nucleotide is cleaved, releasing the primer and allows subsequent extension. Reproduced from ref. 92 with
permission from Copyright 2018 Springer Nature. (c) Schematic depiction of competitive reaction between TdT and apyrase (AP) enzymes. First,
oligonucleotide initiators (N, gray) are tethered to a solid support. During synthesis, TdT catalyzes nucleoside triphosphate to the 3’ end of the initiators,

whereas apyrase terminates the coupling cycle to prevent excessive extension. A wash step after synthesis is necessary to remove byproducts.

127

Reproduced from ref. 127 with permission from Copyright 2019 Springer Nature.

The entire synthesis process is completed in two steps. Firstly,
the engineered TdT adds a modified monomer (3'-O-NH,
dNTP) to the iDNA.'®*'8! Then, the terminator group at the
3’ end of the monomer is removed to initiate the next DNA
extension. The two steps are repeated until the target sequence
is synthesized. In detail, 3'-OH modified monomers (also
known as reversible terminators-dNTP) are employed to prevent
enzymes from conjugating multiple monomers to extend
DNA strands at each cycle. The reversible terminators can be
removed by a mild acid buffer reagent without contaminating
the final product. Meanwhile, the TdT is engineered in vitro by
DNA Script to catalyze rapid and selective addition of mono-
mers to iDNA, maintaining high fidelity and coupling effi-
ciency. In addition, it allowed for longer synthetic length.
They successfully synthesized 360 nt oligonucleotide strands
and the stepwise efficiency was up to 99.5%. However, the
engineered polymerase currently takes about 5 minutes to add
a modified monomer, while native TdT is efficient with
unblocked nucleotides and is capable of adding a monomer
within 10-20 seconds.**"%* Better engineered enzyme variants
for blocked nucleotides are thus desired for improving the
efficiency of controlled enzymatic synthesis. Recently, Verardo
et al. reported the first demonstration of multiplex enzymatic
synthesis of DNA with single-base resolution, showing the

4480 | Chem. Soc. Rev., 2024, 53, 4463-4489

possibility of microspatial control of nucleic acid sequence
and length and a longer length than nonmultiplexing studies.
Besides, they used a silicon MEMS platform to synthesize 50 nt
sequences with spot density up to 10560 on a 75 mm x 25 mm
slide, and the cycling efficiency was estimated to be 98.9%
based on 21 nt long synthesized sequence.'*’

Molecular assemblies developed a novel enzymatic method
of DNA synthesis. In their pioneering fully enzymatic syn-
thesis™ (or FES™) technology, a high-performance engineered
TdT, i.e., calf thymus TdT sourced from engineered E. coli was
used for synthesis.'®*'> More than 25% of the enzyme’s amino
acid sequence is altered, enabling industry-leading coupling
efficiency, accuracy and speed at high temperature.'*'%® This
new enzymatic synthesis technology allows for rapid synthesis
of ultra-long sequence-specific DNA on demand, with an
in-process purification process that selectively removes erro-
neous sequences rather than waiting until the entire reaction
is completed, ensuring yields while saving time. Michael
J. Kamdar, President and CEO of molecular assemblies
announced on website in 2018 that they were the first industrial
group to complete DNA data storage by enzymatic DNA
synthesis.'*®'%7'%% They recently delivered the first enzymati-
cally synthesized oligonucleotides using the new technique
FES™.'°

This journal is © The Royal Society of Chemistry 2024
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Nuclera’ eDrop™ platform is based on thin film transistor
(TFT) materials powered by electrical wetting effects. The
software-controlled electronic signals modify the interaction
between droplets and surfaces. Their high-resolution device
provides precise control of droplet manipulation, enabling a
high level of parallelization and generation of small volumes
(tens to hundreds of nanoliters) of droplets. They have utilized
the nitrite-mediated deprotection of the 3’-O-aminooxy reversi-
ble terminator to convert the aminooxy moiety (-ONH,) to the
hydroxyl moiety (-OH) in the presence of acid, combined with
engineered TdT. At the basal pH of the system, the nitrite
deprotection solution is inactive while the modified TdT is
active. When the system pH is lowered to the point where the
deprotection solution is active and the reversible terminator is
removed, the modified TdT is inactive. Subsequently, when the
system pH is back to basal, protected monomers are added
to the 3'-terminal of the oligo strands at the selected sites by
the active modified TdT. This strategy prevents extension of
the released “-OH” groups prior to addition of the next
nucleotide."® Based on the advantages of this platform,
Nuclera is investigating novel enzymatic DNA synthesis techni-
ques that promise to automate efficient DNA synthesis. Similar
to DNA Script’s monomer deprotection strategy, the reaction is
fast and highly specific because of the enhanced nucleophilicity
of the 3’-O-aminooxy group. Although there is a risk of
unwanted side effects such as acid-induced depurination, it
can be suppressed by pH adjustment and addition of certain
salts (e.g., Mg>", Na*, spermine)."** Another concern is that the
nonspecific nitrosation of base leads to a much longer time for
deprotection,'®® which would affect the speed of synthesizing
long DNA strands. This can be solved by using non-nitrosation
methods instead."?**%°

Ansa Biotechnologies aims to commercialize artificial enzy-
matic DNA synthesis by controlling the release of TdT enzyme
from the 3’ end of the DNA based on their published
technique.®® Instead of modifying the enzyme itself, they con-
jugate each TdT with a single dNTP using a reversible linker.>**
This offers a much faster synthesis than several other enzy-
matic synthesis methods involving free monomers: the cou-
pling time of using TdT with reversible terminator is around
60 min'”>'® while for template-dependent polymerase mediated
oligo synthesis it is 1 min."®* The utilization of TdT-dNTP
conjugates allows for a reduction in reaction time to 10-20
seconds.’” During synthesis, the conjugate adds the monomer
to the exposed 3’ end of the primer nucleotide, and the enzyme
remains attached to the 3’ end to prevent the addition of other
monomers (Fig. 11b).°>'*® This strategy requires a higher
amount of enzyme, but typically only consumes ~11 uM of
the enzyme-substrate conjugates in each cycle as stated, while
the concentration of the monomers need for phosphoramidite
method is 9000 times higher.”* In this sense, it is still cost-
effective compared with other techniques that require high
concentrations of expensive modified nucleotides.'* The com-
pany recently announced the successful de novo synthesis of the
world’s longest DNA oligonucleotide whose length can reach
1005 nt. The proportion of full-length products reached 28%,
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indicating an industry-leading average stepwise yield of
approximately 99.9% during synthesis.>’>

Due to enzyme’s general nature of high catalytic activity, the
native TdTs are able to add unblocked nucleotides extremely
quickly. Therefore, it’s a huge challenge to control the synthesis
of individual bases. For specific long sequence synthesis,
enzyme engineering and modification monomer strategies
are necessary to ensure coupling efficiency. However, for
applications with high fault tolerance (e.g., data storage),
a modification-free strategy is feasible. Kern Systems, founded
in 2019, used an enzyme competition strategy:'>">*> Two enzymes,
TdT and apyrase, bring two opposite effects on nucleotides
(Fig. 11¢).">” TdT adds new nucleotides to the DNA strand,
while apyrase degrades the remaining nucleotides, preventing
them from being added to the existing strand redundantly.
TdT, apyrase, and short oligonucleotide initiators are mixed in
different concentrations into a synthesis system. By tuning the
ratio of the concentration of the two enzymes, the TdT adds a
limited number of the nucleotides with the same base to the
extending strand in each synthesis round, until this batch of
nucleotides are degraded by apyrase. At the same time, the
company uses a non-exact synthesis co-coding technology that
relies on redundancy and error correction mechanisms. This
strategy suits the application of DNA data storage well, because
in this way the validity of the data is not merely dependent on
the exact sequence, which relieves the pressure in ensuring the
synthesis accuracy. Although this strategy results in longer
synthesis lengths that may lead to a compromise of volumetric
storage density, and it puts higher demands on the coding
system as consecutively identical bases are not permitted in
coding, it is nevertheless an inspiring solution for the applica-
tion of the enzymatic synthesis in DNA data storage.

In addition, Camena Bioscience uses a proprietary enzyme
combination to achieve template-free DNA synthesis with tri-
nucleotide building blocks. Their novel de novo synthesis and
gene assembly technology-gSynth™ are able to synthesize
300 nt DNA strands and successfully produce a 2.7 kb plasmid.
For the synthesis of 300 nt fragments, on average, the yield of
gSynth™ full-length product is 85.3%, approximately indicat-
ing a coupling efficiency of higher than 99.9%. While for
phosphoramidite synthesis, the yield is only 22.3%, which
corresponds to a coupling efficiency of only 99.5%.'2%186:204

An overview of the present technologies of DNA artificial
synthesis is summarized in Table 2. Compared with phosphor-
amidite chemistry method, enzymatic synthesis technology
uses aqueous reagents most of which are non-toxic, requires
less purification process, and enables faster synthesis and
large-scale synthesis of longer strands. Some reagents, such
as the cacodylate buffer, still require careful disposal as they
could be toxic for organisms at a high dose. Nevertheless,
enzymatic synthesis generally offers a more cost-effective and
environmentally friendly approach. Although enzymatic syn-
thesis is still at its early stage where the “high-throughput” is
mostly realized at multi-well plate scale, it is foreseeable that
further optimization of enzymatic methods combined with the
semiconductor microchip technology will likely drive the large-
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scale oligo synthesis technology into the next generation. There
are already pioneer works: Light-mediated template-free TdT
enzymatic synthesis provides a new strategy for accurate stack-
ing of single nucleotides;'”*'®° Lee et al.>*® proposed a strategy
for DNA synthesis using array chips based on the enzymatic
principle, which achieved point control of TdT enzymatic
activity by coupling synthesis on a chip with a DMD platform.
In 2023, Smith et al. reported a polymerase-nucleotide conju-
gate which works as a protecting group and is electrochemically
cleavable. When the conjugate detaches from the surface at
mild oxidative voltages, the oligonucleotide with an extendable
3’-end is spatially available for subsequent nucleotide coupling
catalyzed by TdT. They preliminarily demonstrated controllable
single-base enzymatic synthesis on a microelectrode array.>*®
These works is an important step forward toward high-
throughput enzymatic DNA synthesis using high-density array
chips platform. Han Sae Jung et al. from Harvard University has
developed a control system for real-time pH monitoring, utiliz-
ing a CMOS integrated circuit system that applies voltages
independently to electrode sites in a “concentric circle” layout,
confining electrochemically-generated acid within the vicinity
of the anode to prevent diffusion and enabling real-time
monitoring of acid distribution on and around the activation
site. This system enables parallelized pH-regulated enzymatic
oligonucleotide extension and potentially can be extended to
high-throughput enzymatic DNA synthesis in dense arrange-
ments and mild aqueous media.>®” However, it is not clear
whether this system can properly develop pH-controlled effects
in the high-density arrays required for DNA array-based synth-
esis, and further validation is needed. In addition, rapid
amplification using biological cells, their enzymes or organelles
is also the trend to achieve fast and accurate DNA synthesis.
The booming revolution of synthetic biology as well as bio-
technology will surely promote the development of large-scale,
high-throughput DNA synthesis for data storage.

6. Summary and prospect

In summary, in the context of the data-exploding digital infor-
mation age, high-throughput DNA synthesis technology is
expected to be the next promising solution for digital data
storage. Accelerating the development and scaling up of DNA
synthesis technology will greatly alleviate the current problems
in data storage and significantly reduce the consumption of
electronic materials and energy. Similar to the efforts in inte-
grated circuit semiconductor manufacturing to reduce chip
process nodes and increase processing power, low cost and
high throughput are the goals of current technological innova-
tion in DNA synthesis. For DNA data storage to be actually used
in a commercial application, large-scale automated synthesis
and sequencing are the primary prerequisites. Currently, there
still exists a constraint on the length for precisely synthesizing
longer sequences. However, for DNA data storage applications,
strand length is not paramount. As we encode large amounts of
data in high-density oligonucleotide arrays, it is more effective
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to further improve the density, reliability, accuracy, and speed
of synthesis, as well as to lower the synthesis cost per base. DNA
sequencing technology has developed rapidly, and several
sequencing schemes based on different mechanisms have
greatly enhanced the sequencing scale.”’®>'* Next-generation
sequencing technologies (NGS) have increased throughput
from the KB level to GB and TB, and the costs are decreasing
at a rate predicted to surpass the Moore’s law.*!* The third-
generation nanopore single-molecule sequencing technologies
will further increase sequencing length, accelerate sequencing
speed, and reduce costs. The development of biotechnologies,
including enzyme engineering specific for DNA synthesis or
sequencing, as well as next-generation sequencing will likely
continue to lead to overall cost reductions for DNA data storage,
but these costs are still expected to be several orders of
magnitude higher than existing long-term data storage
solutions.”® In order to improve the practicality of DNA data
storage and make it a promising competitor of the state-of-the-
art archival tape technology, both the speed of its data storing
and retrieving processes, and the cost of synthesis, sequencing
and reading still require significant breakthroughs.

Novel ideas and approaches are expected to further boost
the development of technological platforms for DNA data
storage. Optical or electrical recognition methods, which are
utilized in DNA sequencing, can be integrated into the DNA
synthesis process to achieve error correction during synthesis.
For example, Xu et al. achieved synthesis and sequencing on the
common electrode. The fluorescence spectra after the coupling of
the expected bases are analyzed in real-time to check whether they
are consistent with the expected spectra. A polymerase is used to
catalyze primer extension during sequencing, which in turn causes
charge redistribution, resulting in measurable current spikes.*
Combining real-time sequencing with i situ synthesis on a chip
is expected to reduce the errors as well as reagent consumption.
However, there may be a mismatch between synthesis and detec-
tion time. Furthermore, gene synthesis routes in the field of
synthetic biology may further inspire the array-based synthesis
technology. The synthesis process may be improved by monitoring
various indicators such as electrical properties, temperature, mag-
netism or light influenced by the changes in the structure and
length of ssDNA through physical or chemical analysis techniques.
It is promising that in the future, the collaborative innovation of
both academia and industry will give birth to new technological
solutions, and drive the DNA data storage technology to become
mature gradually and move further towards commercialization.
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