
After Horizontal Gene Transfers, Metabolic
Pathways May Need Further Optimization
Effective use of a horizontally transferred pathway can require co-evolutionary
changes in the host or pathway
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One surprising discovery of the genome sequenc-
ing era is the sheer ubiquity of horizontal gene
transfers (HGT), particularly among bacteria.
Genetic material encoding single enzymes and
entire metabolic pathways has moved between
distantly related species, with important conse-
quences for microbial evolution, physiology, and
ecology. HGT facilitated the rise of antibiotic re-
sistance, the emergence of new bacterial species,
and the adaptation of microbes to new ecological
niches. By drawing on the metabolic potential of
this “flexible genome,” novel microorganisms are
capable of adopting a diverse array of pheno-
types.

However, the frequency of HGT should not
obscure the challenges involved for recipient cells
trying to accommodate their new genes. After all,
we observe the results of only those rare success-
ful transfers that led to improved cells, rather
than the vastly more common cases of unfıt re-
combinant cells that failed to survive.

HGT Succeeds Only Rarely

To transfer a gene or genes successfully from one
cell to another, a DNA molecule must fırst move
into its new host by means of transduction, con-
jugation, or natural competence. Next, the trans-
ferred DNA must elude any recipient-cell defense
mechanisms that target incoming genes, includ-
ing CRISPR/Cas or restriction/modifıcation sys-
tems, and then stably replicate within the recipi-
ent cell. Depending on the source of the DNA, the
transferred gene may need to acquire appropriate
transcription and translation signals if it is to
become active in its new environment. Any nec-
essary posttranslational interactions, including
localization or chaperone-assisted folding, must
be maintained in or adapted to the new host. Even

if all of these challenges are overcome, a gene may
still fail to function effectively.

Because cells contain complex, interconnected
metabolic and regulatory networks, perturbing
such systems by adding new genes can prove
harmful, compromising both the horizontally
transferred pathway and the native pathways of
the new host cell. Many of the genes that we
believe were successfully transferred are pre-
dicted to lie at the periphery of these networks,
minimizing the chances for deleterious interac-
tions. However, even genes that interact with
few partners can be highly disruptive, and trans-
fers of core functions may endow recipients
with strong selective benefıts that overcome tran-
sient fıtness costs. In these cases, effective use of
newly acquired pathways may depend on post-
transfer refıning mutations to minimize deleteri-
ous interactions and their costs to the recipient
cells.

Experimental Evolution and Metabolic
Engineering Highlight the Challenges
of HGT

Studying transient post-transfer refınements in
natural isolates can be challenging, since natural
selection quickly eliminates any cells with de-

SUMMARY

➤ Pathways acquired through horizontal gene transfer (HGT) may impose
new stresses on recipient cells.

➤ HGT-related stresses can limit the utility of newly acquired genes.

➤ Effective use of horizontally transferred genes may require refining muta-
tions to both the recipient and the transferred genes.

➤ Synthetic biologists deliberately transfer genes between species and seek
to determine how such genes can be optimized to function properly within
recipient cells.
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creased fıtness. However, synthetic biologists and
metabolic engineers are effectively conducting
HGT by moving genes between distantly related
organisms. Some of these engineering projects
have yielded microbes that can produce pharma-
ceuticals, specialty chemicals, and biofuels, and
these efforts offer an opportunity to appreciate
the challenges of HGT.

Unfortunately, for every successful metabolic
engineering project, many more unreported at-
tempts fail, when enzymes and pathways that
function well in their original host cells are inef-
fective in the recipient strain. In some cases—for
instance, when genes encoding membrane-
bound eukaryotic enzymes are transferred into
bacteria—these failures are not surprising. In
many others, however, the reasons for failure are
neither expected nor explained, forcing investi-
gators to change their experimental approaches.
Consequently, to rapidly engineer metabolic

pathways, we need to confront these barriers to
HGT and learn how to overcome them.

At the same time that we develop improved
engineering strategies, we also wish to under-
stand natural evolutionary processes. Since engi-
neers use different strategies than nature does,
a pure engineering approach offers limited in-
sights into natural processes. An alternative ap-
proach combines aspects of synthetic biology
and experimental evolution. We can deliberately
recreate HGT in the laboratory by transferring
pathways into hosts and then selecting for
use of the new ability. If a newly acquired path-
way functions poorly, mutations that increase
pathway effectiveness will provide a selective
advantage to their host. Working backwards
from these mutations allows us to identify both
the challenges that previously limited the effec-
tiveness of the pathway and the biochemical
mechanisms for overcoming those challenges.
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These evolutionary solutions also begin to de-
velop a toolbox of design strategies for engineer-
ing applications.

Fitness Costs May Accompany Antibiotic
Resistance Gene Transfers

One of the most dramatic consequences of HGT
is the rapid spread of antibiotic resistance deter-
minants among bacterial species and strains. Ac-
quisition of a new resistance determinant often
carries a fıtness cost to the recipient cell. When
patients are being treated with antibiotics, the
benefıts of resistance outweigh these costs. In the
absence of the antibiotic, however, strains fre-
quently acquire compensatory mutations that
enable them to maintain resistance while mini-
mizing those fıtness costs.

When resistance determinants are carried on
plasmids, mutations that lessen the plasmid
carriage costs can occur in the host bacterium,
the plasmid, or both. Similarly, resistance genes
with an inherent fıtness cost may acquire regu-
latory segments that block expression until the

bacterial cell becomes exposed to that antibi-
otic, thus minimizing costs to the cells. In other
cases, mutations that disrupt antibiotic binding
can provide resistance but at a substantial fıtness
cost, until compensatory mutations restore fıt-
ness while maintaining resistance. These kinds of
post-transfer refınements within the pathogen
have signifıcant medical consequences, since
eliminating the fıtness cost of resistance can pre-
vent such bacteria from reverting to antibiotic
sensitivity in the absence of antibiotic treatment.

Genes for Other Horizontally Transferred
Pathways May Undergo Refinements

By introducing metabolic pathways for degrad-
ing novel substrates into new host microbes,
HGT can enable recipients to occupy new envi-
ronmental niches. For example, several bacterial
strains can grow naturally on dichloromethane
(DCM) as the sole source of carbon and energy.
In the fırst step of this catabolic pathway, DCM is
converted into formaldehyde plus two molecules
of hydrochloric acid. The associated dehaloge-

FIGURE 1

A heterologous pathway for dichloromethane (DCM) catabolism in Methylobacterium extorquens converts DCM into
a native metabolic intermediate, formaldehyde. Hydrochloric acid is produced as a byproduct of DCM dechlori-
nation, and accumulation of chloride ions limits growth on DCM. However, overexpression of a chloride/proton
antiporter (ClcA) increases chloride export and dramatically improves growth on DCM.
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nase gene, dcmA, is found in distantly related
strains and is usually flanked by IS elements, ob-
servations that are consistent with ready dissem-
ination by HGT.

Although the DCM catabolic pathway is found
in several different bacterial strains, it is very dif-
fıcult for recipients to exploit their new ability.
Among other challenges, this catabolic pathway
produces toxic formaldehyde and hydrochloric
acid, as well as a highly mutagenic intermediate,
S-(chloromethyl) glutathione.

To learn more about what makes such trans-
fers diffıcult and how to overcome those diffıcul-

ties, we transferred the dcmA gene from Methy-
lobacterium extorquens DM4 into six other
Methylobacterium strains. When the transconju-
gants were fed DCM, none grew as well as the
reference strain, and one of those strains was
completely unable to grow on DCM. Each strain
functionally expressed the dehalogenase, sug-
gesting that pathway-related stresses of some
kind limit growth on DCM.

We then used experimental evolution proce-
dures to identify mutations that could improve
the ability of the dcmA-containing strains to grow
on DCM. Mutations in four loci improve the

FIGURE 2

Replacement of the native methanol oxidation pathway in Methylobacterium extorquens with an alternate pathway
from Paracoccus denitrificans imposes several burdens on the recipient: enzyme overexpression, glutathione
depletion, and redox cofactor imbalance. Effective use of the alternate pathway for growth on methanol requires
alleviating these stresses by decreasing expression of the heterologous enzymes (FlhA and FghA), increasing
glutathione biosynthesis, and overexpressing a transhydrogenase to interconvert NADH and NADPH (PntAB).
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fıtness of transconjugants during growth on
DCM, and all of these mutations are linked to
increased chloride efflux. Of note, several muta-
tions increase expression of the chloride/proton
antiporter, ClcA. Using this knowledge, we dem-
onstrated that two independent DCM-degrading
environmental isolates of M. extorquens both
contain mutations in the clcA promoter. These
promoter mutations are necessary and suffıcient
to permit effective growth on DCM.

Thus, for a Methylobacterium strain to grow
on DCM requires not only a functional version

of dcmA but also appropriate refıning muta-
tions. Remarkably, the adaptive steps we ob-
served in our experiments appear to be the
same as those that arose on multiple, indepen-
dent occasions in nature. Putting this fınding
in engineering terms, organisms that are de-
signed to degrade organochloride compounds
are also likely to benefıt from mutations that
increase chloride export. More specifıcally,
overexpressing ClcA appears to satisfy this goal
without compromising viability in natural en-
vironments.

FIGURE 3

Overexpression of native enzymes allows Escherichia coli to bypass an otherwise essential gene knockout. However,
this novel pathway has several deleterious interactions with native metabolic and regulatory networks. For
example, repurposed enzymes maintain their original regulation, even when this regulation interferes with their
new function (e.g., ThrB); the new pathway produces novel intermediates that react with native enzymes to form
unproductive metabolites (e.g., IlvIH); and these novel intermediates can misregulate native metabolic pathways
(e.g., 3HP).
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Replacing Metabolic Pathways Involves
Co-Evolution of the Host and Pathway

Beyond transfers of novel pathways, examples of
HGT include the replacement of a viable, function-
ing pathway with a homologous or orthologous al-
ternative. Strikingly, these transfers can include
highly-connected housekeeping functions such as
RNA polymerase subunits, ribosomal proteins, or
core metabolic enzymes. We constructed an exam-
ple of this process by replacing a portion of the
pathway for methanol catabolism in M. extorquens
AM1 with an alternate metabolic route. Thus, in-
stead of oxidizing methanol via the native tetrahy-
dromethanopterin-dependent pathway, our modi-
fıed strain contains genes for a glutathione-
dependent pathway from Paracoccus denitrifıcans.
Initially, this change led to a strain with a roughly
threefold decrease in growth rate on methanol. Lab-
oratory evolution of the modifıed strain yielded iso-
lates that closed this fıtness gap.

Analysis of one improved glutathione-
dependent isolate revealed three main adapta-
tions that enable it to better accommodate its
new pathway for degrading methanol. One mu-
tation reduces expression of the novel pathway,
and subsequent work demonstrated that these
enzymes are produced at unnecessarily high lev-
els, with a substantial fıtness cost for the modifıed
cells. Another host mutation led to increased glu-
tathione biosynthesis, accommodating increased
demands for glutathione by the new pathway.
The third mutation led to increased expression of
a transhydrogenase, which interconverts NADH
and NADPH. The methanol pathway in the
parent strain produces a mixture of NADH and
NADPH when methanol is oxidized, while the
new pathway produces just NADH, and the trans-
hydrogenase apparently adjusts for this differ-
ence. Similar to post-transfer refınement of DCM
catabolism, replacement of a portion of the core
methanol oxidation pathway requires signifıcant
refınement of both the host and the new pathway
in order to function effıciently. As will be dis-
cussed below, similar strategies for balancing en-
zyme expression or increasing cofactor biosyn-
thesis are common in metabolic engineering.

Overexpression of Promiscuous Enzymes
Mimics Some Challenges of HGT

In addition to acquiring new metabolic pathways
through HGT, microbes are hypothesized to ex-

tend their metabolic networks by coopting pro-
miscuous catalytic activities of native enzymes. In
Escherichia coli, several knockouts of genes that
are otherwise essential for growth on minimal
media can be complemented by overexpression
of enzymes from unrelated pathways. Promiscu-
ous catalysis by these overexpressed enzymes
produces novel metabolic pathways that bypass
the deleted reactions. However, these new path-
ways lead to many of the same challenges that are
seen in cases of HGT, since in both situations the
host cells may be unprepared for the new regula-
tory and metabolic interactions that result.

For example, overexpressing either YeaB or
ThrB, the former from an unknown metabolic
pathway and the latter involved in threonine
biosynthesis, enables E. coli cells to grow after
deletion of pdxB, a gene encoding an enzyme
involved in pyridoxal phosphate (PLP) biosyn-
thesis. Overproducing either enzyme enables
mutants to grow by redirecting intermediates
from serine biosynthesis into the PLP biosyn-
thetic pathway, downstream from the reaction
catalyzed by PdxB.

However, that growth is limited because the
novel pathway introduces two new intermedi-
ates, 3-hydroxypyruvate and 4-hydroxythreo-
nine, that inhibit enzymes involved in amino acid
biosynthesis. Moreover, ThrB continues to be
regulated by threonine, even when this regulation
conflicts with its new role in PLP biosynthesis.
Finally, native enzymes such as IlvH can react
with these new intermediates and reduce PLP
production.

In cases involving HGT, enzyme amplifıca-
tion, or synthetic biology, introducing new me-
tabolites and enzyme activities can disrupt both
the novel function and the native pathways of the
host. Developing new tools to identify and elim-
inate these deleterious interactions would aid in
both the analysis of HGT and the construction of
synthetic organisms.

Heterologous Enzymes Put
New Stresses on Host Cells

Metabolic engineers frequently transfer genes
from natural isolates into recipient bacterial spe-
cies that are considered more genetically tracta-
ble but may be only distantly related to the source
species. Just as in HGT, the metabolic intermedi-
ates being produced in such engineered pathways
can impose stresses on the recipient strains that
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interfere with production of the target metabo-
lite. For example, transfer of the gene encoding an
engineered P450 monooxygenase from Bacillus
megaterium into Saccharomyces cerevisiae led
to only moderate conversion of caffeine into the
bronchodilator theophylline. Decreasing expres-
sion of that enzyme, however, increased both the
growth rate and levels of theophylline in the en-
gineered yeast strain, suggesting that the pathway
was placing a stress on this host. Measurements
of mRNA transcript levels confırmed that en-
zyme expression severely depletes heme in such
cells. Accordingly, boosting heme biosynthesis in
the yeast host increases both monooxygenase lev-
els and theophylline yields.

Heterologous enzymes, whether transferred
by HGT or synthetic biology, often increase de-
mand for native cofactors or require the intro-
duction of new cofactors. Learning to recognize
the signatures of increased cofactor demand
will aid in the analysis of environmental iso-
lates, while identifying mutations that increase
cofactor production without overly burdening
the host will be valuable tools for metabolic engi-
neering.

Similar to the enzyme amplifıcation exam-
ple discussed above, deliberately introducing an
engineered metabolic pathway may produce in-
termediates that interfere with the native metab-
olism of the new host. For example, several genes
were introduced into E. coli cells, enabling them
to make a precursor for artemisinin, a valuable
drug for treating malaria. However, when the
fırst three genes in the pathway are overex-
pressed, a non-native intermediate, 3-hydroxy-3-
methylglutaryl-CoA (HMG-CoA) quickly accu-
mulates and inhibits growth. Further analysis
shows that elevated levels of HMG-CoA inhibit
fatty acid biosynthesis in the engineered cells.
This problem can be overcome, however, by
supplementing the growth medium with fatty ac-
ids or by modifying expression of the enzymes in
the pathway to prevent accumulation of HMG-
CoA.

In both natural and engineered systems, in-
cluding these examples of artemisinin produc-
tion and glutathione-dependent methanol oxi-
dation, differences between donor and recipient
cells may lead to metabolic pathway imbalances

in the new host cells. In some cases, reducing
the levels of the introduced enzymes will over-
come the burden of protein overexpression and
also avoid any accumulation of toxic intermedi-
ates.

Joshua K. Michener is a postdoctoral fellow in the Department
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Professor in the Department of Biological Sciences at the
University of Idaho, Moscow.
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