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ABSTRACT: Climate change necessitates the development of
CO2 neutral or negative routes to chemicals currently produced
from fossil carbon. In this paper we demonstrate a pathway from
the renewable resource glucose to next generation biofuel
isopentanol by pairing the isovaleryl-CoA biosynthesis pathway
from Myxococcus xanthus and a butyryl-CoA reductase from
Clostridium acetobutylicum. The best plasmid and Escherichia coli
strain combination makes 80.50 ± 8.08 (SD) mg/L of isopentanol after 36 h under microaerobic conditions with an oleyl alcohol
overlay. In addition, the system also shows a strong preference for isopentanol production over prenol in microaerobic conditions.
Finally, the pathway requires zero adenosine triphosphate and can be paired theoretically with nonoxidative glycolysis, the
combination being redox balanced from glucose thus avoiding unnecessary carbon loss as CO2. These pathway properties make the
isovaleryl-CoA pathway an attractive isopentanol production route for further optimization.

KEYWORDS: isopentanol, isovaleryl-CoA pathway, biofuel

Anthropogenic climate change represents a significant
challenge for modern society, with transportation

activities and petrochemical production contributing about 7
gigatonnes of CO2 equivalents annually.1 Sugar-derived
biofuels and bioproducts offer an alternate source of these
necessary molecules at lower CO2 emissions.2 First generation
biofuels, ethanol and biodiesel, have drawbacks compared to
fossil fuels in internal combustion engines, necessitating the
development of newer and better molecules that can be
derived from renewable sources.3−5 Five-carbon alcohols have
better fuel properties for internal combustion engines than
ethanol as they have a higher blending limit with gasoline, are
less hygroscopic, and have a higher energy density.
Two main pathways for five-carbon alcohol production have

received considerable attention in the past, namely the
mevalonate pathway to isoprenol (Supporting Information,
Sup. Figure 1A),6−8 and the leucine pathway to isopentanol
(Sup. Figure 1C).9 The mevalonate pathway requires three
adenosine triphosphate (ATP), three acetyl-CoA, and two
NAD(P)H molecules to make isopentenyl pyrophosphate
(IPP). The pyrophosphate is then removed by two successive
phosphatases yielding isoprenol. Recently a variant of this
pathway has been developed that saves one ATP per isoprenol
produced (Sup. Figure 1B).10 The pathway uses a mutated
mevalonate pyrophosphate decarboxylase to accept mevalonate
phosphate instead of mevalonate pyrophosphate. Thus, one
ATP is used to make mevalonate phosphate, and one ATP is
used to decarboxylate that intermediate to isopentenyl

phosphate. The isopentenyl phosphate can then be dephos-
phorylated to isoprenol.
Another route to a branched five-carbon alcohol is through

leucine biosynthesis to isopentanol (Sup. Figure 1C).11 The
pathway starts with two pyruvates making 2-acetolactate via a
decarboxylation. After several steps, including a condensation
with acetyl-CoA, the pathway yields 4-methyl-2-oxopenta-
noate, the direct precursor of leucine. Decarboxylation of 4-
methyl-2-oxopentanoate makes 3-methylbutanal, which can
then be reduced to 3-methylbutanol, more commonly known
as isopentanol. This eight-step pathway uses no ATP, but does
require the oxygen sensitive IlvD enzyme.12

At first glance the leucine pathway appears more efficient
from an ATP standpoint and equal from a carbon standpoint
compared to the mevalonate route. However, pairing the
mevalonate based pathway with nonoxidative glycolysis13

makes the combination more carbon efficient than the leucine
pathway (Table 1). Nonoxidative glycolysis converts glucose
into three acetyl-phosphates which can then be converted to
three acetyl-CoAs without any CO2 loss, and has been
demonstrated in vitro and in vivo.14,15 Because the mevalonate
pathway uses acetyl-CoA exclusively, it is possible to use
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nonoxidative glycolysis to redox balance isoprenol production.
The leucine pathway on the other hand cannot be redox
balanced from glucose using nonoxidative glycolysis because it
requires two pyruvate and one acetyl-CoA (Table 1). Even
when the acetyl-CoA is produced via nonoxidative glycolysis
the production of each isopentanol yields an extra reducing
equivalent.
As biofuels and commodity chemicals have low margins, an

optimal pathway for five carbon alcohols would combine the
benefits of the leucine pathway and the mevalonate pathway.

Mainly a pathway that is both ATP positive and redox
balanced thus enabling microaerobic or anaerobic growth
conditions. Here we demonstrate a pathway that can produce
isopentanol based on the Myxococcus xanthus pathway to
isovaleryl-CoA.
M. xanthus has previously been noted to produce isovaleryl-

CoA for fatty acid biosynthesis in an unusual way.16 It uses the
first two steps of the mevalonate pathway to make HMG-CoA,
and then uses a dehydratase to make 3-methylglutaconyl-CoA
(Figure 1). This is then decarboxylated to make 3-
methylbutenoyl-CoA which can be reduced to isovaleryl-
CoA, a fatty acid biosynthesis starter unit. In our work here, we
couple this pathway to a butyryl-CoA reductase from
Clostridium acetobutylicum to make isopentanol.

■ MODELING
To confirm the thermodynamic viability of the pathway we
used the modeling software eQuilibrator.17 We modeled the
worst-case scenario for which the thiolase and HMG-CoA
synthase do not have substrate channeling as is possible in
certain configurations.18 The modeling shows the pathway to
be thermodynamically feasible, with glycolysis having the
lowest min-max driving force (MDF) section of the pathway,
and therefore expected to be limiting from a thermodynamic
perspective (Figure 2).

■ EXPERIMENTAL RESULTS
Given the promising modeling results, we constructed several
plasmids to test the pathway’s viability in vivo. We used the
p15A origin, chloramphenicol resistance marker, lacI and
IPTG-inducible PLacUV5-driven operon containing the native
sequence of the Escherichia coli thiolase atoB and the native
sequence of Staphylococcus aureus HMGS from the plasmid
MevTsa-T1002-Ptrc-MKco-PMKco (JPUB_006224) for the
expression of the upper portion of the pathway.7 We based our
designs off this plasmid because it showed high IPP flux
previously, and the first two genes are common to our
pathway. PTrc drives the lower portion of the pathway
containing adhE2 from Clostridium acetobutylicum19 as the
isovaleryl-CoA reductive thioesterase (native substrate butyryl-
CoA), followed by aibC, which encodes the 3-methyl-2-

Table 1. The upper portion of the table shows the
stoichiometry of different pathways to C5 alcohols from
glucose using only glycolysis. The lower portion of the table
shows the stoichiometry of different pathways to make C5
alcohols from glucose balancing glycolysis and nonoxidative
glycolysis (NOG) to make the complete pathway as redox
balanced as theoretically possible. The mevalonate pathway
is abbreviated as MEV.

glycolysis
before input output

net ATP
per

glucose
redox

balanced

isovaleryl-
CoA
pathway

3 glucose 2 isopentanol + 6 ATP +
6 Nad(P)H + 8 CO2

2 no

MEV
pathway

3 glucose 2 isoprenol + 0 ATP + 8
Nad(P)H + 8 CO2

0 no

MEV bypass
pathway

3 glucose 2 isoprenol + 2 ATP + 8
Nad(P)H + 8 CO2

2/3 no

leucine
pathway

3 glucose 2 isopentanol + 6 ATP +
6 Nad(P)H + 8 CO2

2 no

glycolysis
balanced with
NOG before input output

net ATP
per

glucose
redox

balanced

isovaleryl-
CoA
pathway

5 glucose 4 isopentanol + 6 ATP
+ 10 CO2 + 6 H2O

6/5 yes

MEV pathway 7 glucose 6 isoprenol − 12 ATP
+ 12 CO2 + 12 H2O

− 12/7 yes

MEV bypass
pathway

7 glucose 6 isoprenol − 6 ATP +
12 CO2 + 12 H2O

− 6/7 yes

leucine
pathway

4 glucose 3 isopentanol + 6 ATP
+ 9 CO2 + 3
Nad(P)H + 3 H2O

3/2 no

Figure 1. Overview of the isovaleryl-CoA pathway to isopentanol. (A) First two steps of the mevalonate pathway. (B) Isovaleryl-CoA biosynthesis
pathway. (C) Final reaction to produce isopentanol requiring an enzyme to catalyze a non-native reaction. (D) Plasmid map schematic for plasmids
pII3,5,6,7,8,15. Enzyme abbreviations/natural activity: [HMGS, 3-hydroxy-3-methylglutaryl-coenzyme A synthase]; [LiuC, 3-hydroxy-3-
methylglutaryl-coenzyme A dehydratase]; [AibA/B, 3-methylglutaconyl-coenzyme decarboxylase]; [AibC, 3-methylbutenoyl-coenzyme A
reductase]; [AdhE2, butyryl-coenzyme A reductase].

ACS Synthetic Biology pubs.acs.org/synthbio Letter

https://dx.doi.org/10.1021/acssynbio.9b00402
ACS Synth. Biol. XXXX, XXX, XXX−XXX

B

https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig1&ref=pdf
pubs.acs.org/synthbio?ref=pdf
https://dx.doi.org/10.1021/acssynbio.9b00402?ref=pdf


butenyl-CoA reductase,16 followed by liuC from Pseudomonas
putida,20 which encodes the 3-methylglutaconyl-CoA dehy-
dratase, followed by the genes encoding the two halves of the
heterodimer 3-methylglutaconyl-CoA decarboxylase, aibA and
aibB.16 Except when noted above, the amino acid sequences
were derived from Myxococcus xanthus. All the genes in the
PTrc-driven operon were codon optimized for E. coli expression
with BOOST (https://boost.jgi.doe.gov/).21 We named this
plasmid pII3.
We transformed pII3 into E. coli DH1,22 and expressed the

genes as previously reported for C5 alcohol production with
minor modifications.10 pII3 only made trace isopentanol, but
made prenol instead at 56.73 ± 5.45 mg/L 24 h after induction
in aerobic conditions, and 11.3 ± 2.64 mg/L in microaerobic
conditions (Figure 3). We hypothesized that AibC was not
expressed at a high enough level to make significant amounts

of isovaleryl-CoA and thus isopentanol. To troubleshoot we
replaced the M. xanthus gene with several different aibC
homologues codon optimized to express in E. coli behind a new
RBS predicted to be stronger by the RBS calculator.23 The
aibC homologues in pII5 through pII7 are from Cystobacter
fuscus, Myxococcus fulvus, and Myxococcus stipitatus, respec-
tively. These genes were found using BLAST24 and selected for
testing based on their relatively high amino acid sequence
identity with AibC from M. xanthus indicating they likely
catalyze the desired reaction. aibC in pII8 is an alternately
codon optimized gene from M. xanthus as compared to pII3.
Several of these new plasmids were able to produce
isopentanol. pII5 produced the most isopentanol at 10.88 ±
1.15 mg/L 24 h after induction aerobically (Figure 3A) but
also produced significant prenol at 24.07 ± 2.26 mg/L as well
(Figure 3B). Microaerobic prenol production for pII5 was
greatly reduced to 3.46 ± 0.3 mg/L while isopentanol
production was increased to 17.59 ± 0.3 mg/L for a selectivity
of approximately 5 to 1 isopentanol to prenol (Figure 3).
On the basis of these results we designed a plasmid to

increase isopentanol titers and named it pII15. We replaced the
origin of replication and resistance marker of pII5 with a high
copy number origin of replication, ColE1, and an AmpR

resistance marker from plasmid pJH20 (JPUB_011968).26

Using the same production and analysis pipeline as before,
pII15 produced 20.44 ± 1.82 mg/L isopentanol and 56.26 ±
12.41 mg/L prenol aerobically. The microaerobic condition
produced 37.44 ± 4.73 mg/L isopentanol and only 0.66 ± 0.57
mg/L prenol (Figure 3A,B).
Next, we tried another E. coli strain XX03 to improve

production in microaerobic conditions. XX03 is a BW25113
derivative with knockouts in lactic acid, ethanol, and succinate
fermentation genes (adhEΔ ldhAΔ f rdBCΔ) to reduce
unwanted byproduct formation under microaerobic and
anaerobic conditions. We found the pII15 XX03 combination
further bolstered isopentanol production to 63.95 ± 2.26 mg/
L while maintaining low prenol production, 1.07 ± 0.23 mg/L
(Figure 3C).
Finally, with this best strain and plasmid combination we

added an oleyl alcohol overlay and took a time course over 36
h, measuring isopentanol, OD600, glucose, and organic acids
production (Figure 4). At the 36 h time point the cells had
produced 80.50 ± 8.08 mg/L isopentanol, while prenol

Figure 2. Thermodynamic modeling of the isopentanol production
via the isovaleryl-CoA pathway. Metabolites were allowed to vary
from 1 μM to 10 mM at pH 7.0 and ionic strength at 0.1 M for the
MDF-optimization (default conditions). The predicted bottleneck
reactions from a thermodynamic perspective are in glycolysis between
the fructose diphosphate aldolase to glyceraldehyde phosphate
dehydrogenase reactions.

Figure 3. C5 alcohol production 24 h after induction. Plasmids were tested in either E. coli DH1 cell line or XX03 (BW25113 adhEΔ ldhAΔ
f rdBCΔ) in aerobic (200 rpm shaking), or microaerobic (no shaking) conditions in EZ-rich media. pBbA1c-RFP and pBbE1a-RFP are negative
control plasmids which express RFP.25 Error bars represent standard deviation of biological triplicates except for DH1 pII15 and XX03 pII15 in
panel C which represent eight biological replicates. (A) Isopentanol production in DH1. (B) Prenol production coproduced from the same cell
cultures as in panel A. (C) Microaerobic production of isopentanol and prenol in E. coli strains DH1 and XX03. The aibC gene origin in the
different plasmids are as follows: pII3 M. xanthus, pII5 Cystobacter fuscus, pII6 Myxococcus fulvus, pII7 Myxococcus stipitatus, pII8 M. xanthus
alternate codon optimization, pII15 Cystobacter fuscus.

ACS Synthetic Biology pubs.acs.org/synthbio Letter

https://dx.doi.org/10.1021/acssynbio.9b00402
ACS Synth. Biol. XXXX, XXX, XXX−XXX

C

https://boost.jgi.doe.gov/
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acssynbio.9b00402?fig=fig3&ref=pdf
pubs.acs.org/synthbio?ref=pdf
https://dx.doi.org/10.1021/acssynbio.9b00402?ref=pdf


production was below the limit of quantification. The cells also
produced a significant amount of acetate, up to 1.46 ± 0.05 g/
L. The cells did not fully consume the glucose over this time,
meaning that significant improvements can still be made to the
system.

■ DISCUSSION
In this work we demonstrated a new isopentanol production
pathway inspired by the isovaleryl-CoA pathway from
Myxococcus xanthus. The pathway requires no ATP and uses
the central carbon metabolite acetyl-CoA for C5 alcohol
production. A similar pathway was published recently that
exclusively makes prenol for incorporation into DMAPP for
higher isoprenoid production but was not demonstrated to
make isopentanol.27 Our best construct and strain combina-
tion, pII15 and XX03, had a 59-fold preference for isopentanol
production over the side product prenol in microaerobic
conditions (without the oleyl alcohol overlay). The preference
for isopentanol over prenol in microaerobic conditions may be
related to the NadH/Nad+ balance of the cell. In aerobic
conditions, the cell can regenerate NadH into Nad+ using
oxygen, via the electron transport chain. In microaerobic and
anaerobic conditions, the cell has a harder time regenerating
Nad+, resulting in a higher NadH to Nad+ balance. It is
possible this change in redox potential of the cell drives
production of isopentanol over prenol in microaerobic
conditions.28

When designing the pathway, two enzyme types were
available for the 3-HMG-CoA dehydratases (LiuC) step.20 The
Myxococcus xanthus LiuC can hydrate the pathway inter-
mediate 3-methylbutenoyl-CoA to 3-methyl-3-hydroxybutyryl-
CoA, a nonproductive side product.16 LiuC from Pseudomonas
putida uses a different reaction mechanism which cannot
hydrate 3-methylbutenoyl-CoA and thus avoids a non-
productive side product. However, 3-methylbutenoyl-CoA
acts as a competitive inhibitor of this LiuC. We used the
LiuC from Pseudomonas putida in the current work because
reduction of 3-methylbutenoyl-CoA to isovaleryl-CoA is very
exothermic. When the pathway is fully optimized hopefully this
property will keep 3-methylbutenoyl-CoA levels very low.
Empirical testing will be needed to validate this design choice
fully.
Because the isovaleryl-CoA to isopentanol pathway derives

carbon from acetyl-CoA, it can be coupled to nonoxidative
glycolysis. In theory by splitting flux between nonoxidative
glycolysis to generate acetyl-CoA, and glycolysis to generate

acetyl-CoA, ATP, and NADH, it is possible to produce
isopentanol in an ATP positive and redox balanced manner
with this pathway. ATP positive and redox balanced pathways
can support anaerobic growth as found in the naturally
occurring ethanol, lactic acid, and mixed acid fermentation
pathways. With the right genomic background lacking alternate
fermentation pathways, it would be possible to leverage growth
coupling and adaptive laboratory evolution to quickly improve
the pathway titer, rate, yield, and tolerance.29 Thus we believe
this pathway is a good choice for further optimization.

■ MATERIALS AND METHODS
Chemicals. Carbenicillin disodium salt, EZ-rich medium,

and LB antibiotic plates were ordered from Teknova.
Chloramphenicol was ordered from MP Biomedicals, Inc.
Restriction enzyme BsaI, DpnI, T4 DNA ligase, isopropyl β-D-
1-thiogalactopyranoside (IPTG), and ElectroMAX DH10B
cells were ordered from Thermo Fisher Scientific. Molecular
grade bovine serum albumin (BSA) was obtained from New
England BioLabs. Dextrose (anhydrous) and ethyl acetate were
purchased from VWR International. Isoprenol (3-methylbut-3-
en-1-ol) was ordered from Acros Organics. Stellar chemically
competent cells were purchased from Takara Bio USA. LB
(Lennox) and TB powder by Merck KGaA, as well as all other
chemicals, were ordered from Sigma-Aldrich.

In Silico Modeling. Min-max driving force (MDF)
modeling was conducted with the eQuilibrator17 web interface
(http://equilibrator.weizmann.ac.il/pathway/) using the de-
fault parameters for all fields (minimum substrate concen-
tration = 0.001 mM, maximum substrate concentration 10
mM, pH 7.0, ionic strength 0.1 M). We modeled the
conversion of three glucose to two five-carbon alcohols (and
resulting NADH, ATP, H2O, and CO2 production). Modeling
files are included in the Supporting Information.

DNA Construction and Sequencing. Primers were
designed with DeviceEditor,30 and Golden Gate assembly31

was used for assembly. Genes were synthesized by Twist or
IDT. Touchdown PCR32 was used to amplify DNA parts using
iProof DNA polymerase. The PCR reaction cycle consisted of
98 °C for 30 s, followed by 10 cycles of 98 °C for 10 s,
annealing temperature for 15 s, then extension at 72 °C for
22.5 s per kb of DNA. In the first 10 cycles the annealing
temperature was reduced by 0.5 °C each round. After the first
10 cycles, the basic cycle was repeated for another 25 rounds
but with no further reduction in annealing temperature. A final
extension time of 5 min was added to the end of the program,

Figure 4. (A) Time course of microaerobic isopentanol production of E. coli XX03 with pII15 plasmid with oleyl alcohol overlay in EZ-rich media.
Time point zero is when cells were induced. (B) Glucose consumption from the same cultures. (C) Organic acid production from the same
cultures. Error bars represent standard deviation of biological triplicate.
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before the temperature was reduced to 10 °C until the DNA
was used. DNA was then gel purified from a 0.5% agarose gel
using QIAquick Gel Extraction Kit before further DNA
concentrating with a DNA Clean & Concentrator Kit from
Zymo Research. Salts were then removed via dialysis for 30
min using 0.025 μm VWSP membrane filters from Millipore.
For assemblies, pieces were mixed in equimolar amounts with
a final DNA concentration of the backbone around 33 ng per 5
μL of reaction volume. For Golden Gate assemblies the
reaction cycle was used as follows: 25 cycles of 45 °C for 2
min, followed by 5 min of 16 °C, 1 step of 50 °C for 5 min, 1
step of 80 °C for 5 min and then storage at 10 °C until use.
Assembled plasmids were transformed into Stellar chemically
competent cells, or ElectroMax DH10B cells using the
manufacturer’s instructions. Plasmids were sequenced essen-
tially as previously published33,34 using the DIVA seq pipeline.
Plasmid maps are available at https://public-registry.jbei.org/
folders/434.
DNA Transformation and Cell Culturing. E. coli DH1

was transformed using the KCM method. On day one cells
were picked from colonies or glycerol stock into Lysogeny
Broth (LB) medium and allowed to grow overnight shaking at
200 rpm at 37 °C. On day two cells were back diluted 1:100
into 50 mL of fresh LB and allowed to grow as previously until
OD600 0.4. Cells were then chilled on ice for 20 min before
centrifuging them at 8000 RCF for 8 min. Supernatant was
removed and cells were resuspended in 5 mL of 4 °C TSS
(recipe below). Samples of 100 μL of cells were aliquoted into
0.6 mL Eppendorf tubes and either used immediately or flash
frozen with liquid nitrogen and stored at −80 °C until future
use.
For DNA transformation 1 μL of DNA was added to 100 μL

of cells, and 100 μL of 2× KCM (60 mM KCl, 200 mM CaCl2,
100 mM MgCl2) was added. Cells were incubated on ice for
approximately 20 min, before being heat shocked for 90 s at 42
°C in a water bath. 200 μL of Terrific Broth (TB) was added
and the cells were allowed to recover, without shaking, at 37
°C for an hour before being plated onto plates of the correct
antibiotic. When appropriate, carbenicillin was added at a final
concentration of 100 μg/mL, and chloramphenicol 30 μg/mL.
To prepare 100 mL TSS, 10 g of polyethylene glycol

(molecular weight 3350), 5 mL of dimethyl sulfoxide
(DMSO), 2 mL of 1 M MgCl2, were mixed, and LB was
added to 100 mL. The mixture was sterile filtered and stored at
4 °C.
Optical density (OD) measurements were taken with a

Beckman Coulter DU 800 spectrophotometer at 600 nm.
Five-Carbon Alcohol Fermentation Conditions. The

five-carbon alcohol fermentation conditions were as in a
previous work.10 On day one 10 mL of overnight seed cultures
were grown in LB at 37 °C shaking at 200 rpm. On day two
the overnights were diluted 1 to 100 into 10 mL of EZ-rich
medium with 1% glucose, and allowed to grow as before until
they reached an OD600 between 0.6 and 0.8. Cells were then
induced with a final concentration of 1 mM IPTG, and the
temperature was reduced to 30 °C at 200 rpm for aerobic
conditions of 0 rpm for microaerobic conditions. For
conditions with oleyl alcohol overlay, 1 mL of oleyl alcohol
was added at the time of IPTG induction. All media contained
the appropriate antibiotic.
Five-Carbon Alcohol Extraction. Five-carbon alcohol

extraction was conducted essentially as elsewhere.10 Briefly, 1-
butanol was added to a final concentration of 30 mg/L as

internal standard in ethyl acetate. Then, 750 μL of cell culture
and 750 μL of the ethyl acetate with 1-butanol were vortexed
in microcentrifuge tubes for 15 min at max speed. Tubes were
then centrifuged in an Eppendorf centrifuge 5424 at max speed
(approximately 21100 RCF) for two minutes. A 500 μL aliquot
of the upper, nonpolar, ethyl acetate layer was then collected in
an amber glass GC vial for analysis.

Five-Carbon Alcohol Extraction of Microaerobic
Cultures with Oleyl Alcohol Overlay. Microaerobic
cultures with oleyl alcohol were vortexed immediately prior
to sampling. A 1.8 mL alliquot of oleyl alcohol and cell culture
mixture were collected at 0 h (when IPTG was added for
induction), 12, 24, and 36 h. The 1.8 mL cell culture/oleyl
alcohol mixture was centrifuged at max speed for two minutes.
Then, 250 μL of the supernatant was diluted into 250 μL of
ethyl acetate (reduces the viscosity for GC-FID injection) with
1-butanol as internal standard as before. Only one sample was
taken from each tube so that tubes were not vortexed multiple
times through the microaerobic fermentation.

Analytical Method for Five-Carbon Alcohol Analysis.
The analysis of five carbon alcohols was performed essentially
as reported elsewhere8 on a Thermo Scientific Focus GC-FID
with a DB-WAX column (15 m long, 0.32 mm diameter, 0.25
μm film thickness). The carrier pressure was set to a constant
at 300 kPa, and the inlet temperature was 200 °C. The oven
temperature was initially set to 40 °C for 90 s, and then
increased at 15 °C a minute until 110 °C. For samples with
oleyl alcohol, the final temperature was 250 °C which was held
for 3 min. Injection volume was one microliter.

Glucose and Fermentation Products Analysis. For
analysis of glucose, acetate, formate, succinate, and lactate, 900
μL of cell culture was centrifuged in an Eppendorf centrifuge
5424 at max speed (approximately 21100 RCF) for 1 min. A
200 μL sample of clarified supernatant was then filtered
through AcroPrep 96 well Omega 10K MWCO filter plates at
1500 RCF on an Eppendorf 5810 R centrifuge for 15 min.
Samples were analyzed by isocratic elution with 4 mM

sulfuric acid using an HPLC system equipped with an Aminex
HPX-87H column (Bio-Rad, Richmond, CA, USA) and a
refractive index detector (Agilent Technologies). The flow rate
was maintained at 0.6 mL/min, the sample tray was set to 4
°C, and the column compartment temperature was set to 50
°C. Data acquisition and analysis were performed via
Chemstation software (Agilent Technologies).

Data Availability. Plasmid maps are available in the JBEI
public registry (https://public-registry.jbei.org/folders/434).35

Supplemental data is available at the Experiment Data Depot
(EDD) (https://public-edd.jbei.org/s/eiben-et-al-c5-alcohol-
production/overview/).36 See the Supporting Information
data file for additional information about strain names for
archive requests from corresponding author, Addgene, or
Molecular Cloud.
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