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Inositol acylation of phosphatidylinositol mannosides: a
rapid mass response to membrane fluidization in
mycobacteria

Peter P. Nguyen1 , Takehiro Kado1 , Malavika Prithviraj1, M. Sloan Siegrist1,2 , and Yasu S. Morita1,2,*
1Department of Microbiology, and 2Molecular and Cellular Biology Graduate Program, University of Massachusetts,
Amherst, MA, USA

Abstract Mycobacteria share an unusually complex,
multilayered cell envelope, which contributes to
adaptation to changing environments. The plasma
membrane is the deepest layer of the cell envelope
and acts as the final permeability barrier against
outside molecules. There is an obvious need to
maintain the plasma membrane integrity, but the
adaptive responses of the plasma membrane to stress
exposure remain poorly understood. Using chemical
treatment and heat stress to fluidize the membrane,
we show here that phosphatidylinositol (PI)-anchored
plasma membrane glycolipids known as PI manno-
sides (PIMs) are rapidly remodeled upon membrane
fluidization in Mycobacterium smegmatis. Without mem-
brane stress, PIMs are predominantly in a triacylated
form: two acyl chains of the PI moiety plus one acyl
chain modified at one of the mannose residues. Upon
membrane fluidization, we determined the fourth
fatty acid is added to the inositol moiety of PIMs,
making them tetra-acylated variants. Additionally, we
show that PIM inositol acylation is a rapid response
independent of de novo protein synthesis, repre-
senting one of the fastest mass conversions of lipid
molecules found in nature. Strikingly, we found that
M. smegmatis is more resistant to the bactericidal effect
of a cationic detergent after benzyl alcohol pre-
exposure. We further demonstrate that fluidization-
induced PIM inositol acylation is conserved in
pathogens such as Mycobacterium tuberculosis and Myco-
bacterium abscessus. Our results demonstrate that
mycobacteria possess a mechanism to sense plasma
membrane fluidity change. We suggest that
inositol acylation of PIMs is a novel membrane stress
response that enables mycobacterial cells to resist
membrane fluidization.

Supplementary key words enzyme regulation • glycolipids •
lipids • membrane fluidity • metabolism • stress response •
plasma membrane integrity • pathogens • cell envelope • heat stress

The success of Mycobacterium species as human path-
ogens is partly due to their complex and multilayered
cell envelope. It comprises an outer membrane

(mycomembrane), a peptidoglycan-arabinogalactan cell
wall, a periplasmic space, and a plasma membrane (1–4).
The plasma membrane is a typical phospholipid bilayer
with phosphatidylethanolamine and cardiolipin as ma-
jor components. Unlike many other bacteria, however,
mycobacteria also produce phosphatidylinositol (PI) as
a major phospholipid (5). Reminiscent of glycosyl
phosphatidylinositols (GPIs) in eukaryotes, PI is further
modified by carbohydrates.

One class of such glycosylated PIs is PI mannosides
(PIMs), which are uniquely found in mycobacteria and
related bacteria in theActinobacteria phylum. PIMsmay
carry up to six mannoses and four fatty acyl chains and
are believed to be constituents of the plasma membrane
(6). However, earlier studies suggest that PIMs may also
be exposed on the cell surface (7, 8) and the fact that
multiplehost immune receptors, such as themacrophage
mannose receptor, dendritic cell-specific intercellular
adhesion molecule-3-grabbing non-integrin, and den-
dritic cell immunoactivating receptor, recognize PIM
species further supports that at least a fraction of these
glycolipids may be exposed on the cell surface (9–11).

PIM biosynthesis takes place in the plasma mem-
brane. In the first step, the mannosyltransferase PimA
transfers a mannose residue from GDP-mannose to the*For correspondence: Yasu S. Morita, ymorita@umass.edu.
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2-OH of the inositol ring of PI, forming PIM1 (Fig. 1)
(12). The second step is likely the transfer of the second
mannose to the 6-OH of the inositol, mediated by
PimB’ (13, 14). The acyltransferase PatA then transfers a
palmitoyl moiety (acyl chain) to the 6-OH of mannose,
which is linked to the 2-OH of the inositol, forming a
triacylated PIM species called monoacyl PI dimanno-
side (AcPIM2) (15) (Fig. 1). An additional palmitoyl
moiety may be added to the 3-OH of the inositol to
form a tetraacylated PIM species called diacyl PI
dimannoside (Ac2PIM2), but the enzyme that mediates
this reaction remains to be identified. AcPIM2 is
further modified by additional four mannoses to
become AcPIM6, and similar to AcPIM2, it may be
acylated to become Ac2PIM6. AcPIM2, Ac2PIM2,
AcPIM6, and Ac2PIM6 are the predominant forms of
PIMs, accumulating in the cell envelope (Fig. 1). PimE is
the only mannosyltransferase with an established role
in the biosynthesis of AcPIM6 from AcPIM2 (16). As a
polyprenol-phosphate-mannose-dependent α1,2 man-
nosyltransferase, PimE mediates the synthesis of
AcPIM5 from AcPIM4, committing the pathway to
AcPIM6 synthesis. AcPIM4 is a key branch point in-
termediate, from which an unknown α1,6 mannosyl-
transferase can take the biosynthetic pathway into
another direction to produce larger lipoglycans such as
lipomannan (LM) and lipoarabinomannan (LAM) (17).

The roles of PIMs inmycobacterial physiology remain
poorly characterized, but limited data suggest their

importance as structural components of the plasma
membrane. Genes encoding PimA and PimB′ are
essential for Mycobacterium smegmatis under standard lab-
oratory growth conditions (12, 13).M. smegmatisΔpatA also
shows severe growth defects (15). These early gene dele-
tion studies indicate that one ormore of the downstream
products (i.e., PIMs/LM/LAM) is critical for growth. In
contrast to the early-stage enzymes, growth defects of
M. smegmatis ΔpimE are relatively mild and dependent on
media composition. When grown on Middlebrook 7H10
agar media, ΔpimE forms a small lumpy colony in
contrast to a rugose and spread colony morphology of
wildtypeM. smegmatis. The growth defects are attributed
to increased permeability of the ΔpimE cell envelope,
making the concentration of copper in themedium toxic
for themutant (18). Electronmicroscopy revealed severe
plasma membrane deformations in ΔpimE (16), suggest-
ing that either the lackofAcPIM6or the accumulationof
AcPIM4 intermediate affects the plasma membrane
integrity. In another study, anM. smegmatismutant with a
defective inositol monophosphate phosphatase accu-
mulated less PIM2 and showed increased sensitivities to
hydrophilic antibiotics (19). These studies are consistent
with the idea that PIMs are important for plasma mem-
brane integrity.

What is the significance of PIM inositol acylation?
Under standard laboratory culture conditions, non-
inositol-acylated PIMs (AcPIM2 and AcPIM6) are
dominant, and inositol-acylated forms (Ac2PIM2 and

Fig. 1. The PIM biosynthetic pathway. AcPIM2 and AcPIM6 are dominant PIM species, while Ac2PIM2 and Ac2PIM6 are relatively
minor secondary products. Other PIM species are considered as biosynthetic intermediates and may exist in lower quantities. Each
step is mediated via a mannosyltransferase or an acyltransferase. While PimE mediates the fifth mannose transfer, the enzymes that
mediate the third, fourth, and sixth mannose transfer have not been identified. The acyltransferase-mediating conversion of
monoacyl PIMs to diacyl PIMs has not been identified (indicated by question marks). Enzymes that mediate LM/LAM biosynthesis
are not shown. Ac2PIM2, diacyl phosphatidylinositol dimannoside; AcPIM2, monoacyl phosphatidylinositol dimannoside; LAM,
lipoarabinomannan; LM, lipomannan; PIM, phosphatidylinositol mannoside.
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Ac2PIM6) are quantitatively minor. Importantly, high
salinity induces a gradual accumulation of inositol-
acylated forms (20), suggesting that inositol acylation
may be a stress response. Furthermore, in a recent
study, we observed accumulation of Ac2PIM2 and
Ac2PIM6 upon treatment with benzyl alcohol, a mem-
brane fluidizer (21). In the current study, we examine
this physiological response to benzyl alcohol in detail
and demonstrate that it is a membrane stress response
conserved across mycobacterial species.

MATERIALS AND METHODS

Cell culture
Mycobacterium smegmatis (mc2155) (22) was grown in Mid-

dlebrook 7H9 medium supplemented with 15 mM NaCl, 0.2%
(w/v) glucose and 0.05% (v/v) Tween-80. All cultures were
grown with shaking at 37◦C except during heat treatments
and short time course experiments. Colony-forming units
(CFUs) were enumerated by spotting 5 μl of serially diluted
cell cultures on Middlebrook 7H10 agar supplemented with
15 mM NaCl and 0.2% (w/v) glucose. To achieve the final
working concentration of benzyl alcohol, 5 M benzyl alcohol
in dimethyl sulfoxide (DMSO) was added to the culture. Heat
was applied by placing the flasks in a prewarmed water bath
with occasional mixing.

For the short time course experiments, we concentrated the
cell density as follows. Cells were grown to a log phase and
centrifuged at 3,220 RCF for 10 min to obtain a pellet. The cell
pellet was resuspended in 9 volumes of Middlebrook 7H9
medium. An aliquot (800 μl) of cells was then incubated in a
glass tube in a prewarmed water bath at 37◦C with benzyl
alcohol.

Attenuated Mycobacterium tuberculosis H37Rv ΔRD1 ΔpanCD
mc26230 was grown in Middlebrook 7H9 supplemented with
Middlebrook OADC supplement, 0.05% (v/v) Tween-80, and
50 μg/ml pantothenic acid.Mycobacterium abscessus (ATCC19977)
was grown in Middlebrook 7H9 supplemented with Mid-
dlebrook OADC supplement and 0.05% (v/v) Tween-80. Cory-
nebacterium glutamicum (ATCC13032) was grown in brain heart
infusion medium.

Rapid heat killing
To kill M. smegmatis cells rapidly without inducing heat

shock responses, 100 ml of cells in a 500-ml flask was micro-
waved for 30 s three times with brief mixing in between at
1,250 W.

Lipid extraction
To harvest lipids, 25 OD600 units of cells were centrifuged

at 3,220 RCF for 10 min and the pellet was resuspended in 20
volumes of chloroform/methanol (2:1, v/v), briefly vortexed,
and sonicated. Following a 1.5-h room temperature incuba-
tion, the suspension was spun down at 16,900 RCF on a
microfuge for 1 min and the supernatant was collected. This
process was repeated with 10 volumes of chloroform/meth-
anol (2:1, v/v) and then 10 volumes of chloroform/methanol/
water (1:2:0.8, v/v/v) against the same pellet.

For the short time course experiments, 180 μl of cells was
taken from the concentrated liquid cultures and mixed with
1.2 ml of chloroform/methanol (1:1, v/v) to obtain the final

ratio of chloroform/methanol/water (10:10:3, v/v/v).
Following a 1.5-h incubation, the suspension was spun down at
16,900 RCF on a microfuge for 1 min and the supernatant was
collected. The pellet was then resuspended with 600 μl of
chloroform/methanol (2:1, v/v) for additional lipid
extraction.

For both methods, the combined extracts were dried under
nitrogen stream, followed by an additional purification step
using 1-butanol/water (2:1, v/v) phase partitioning as
described previously (23). The butanol phase was dried and
resuspended at 1-mg wet pellet equivalent per μl of water-
saturated butanol.

High-performance thin layer chromatography
Purified glycolipids were developed on a high-

performance thin layer chromatography (HPTLC) plate (sil-
ica gel 60, EMD Merck) in a solvent containing chloroform/
methanol/13 M ammonia/1 M ammonium acetate/water
(180:140:9:9:23, v/v/v/v/v). For glycopeptidolipids (GPLs) and
trehalose dimycolates (TDM), lipid extracts were applied on
an HPTLC plate and chromatographed with chloroform/
methanol/water (9:1:0.1, v/v/v). Glycolipids were detected by
orcinol staining. Phospholipids were detected by molybde-
num blue staining.

We followed our published protocol to quantify PIMs (24).
Briefly, mannose was plated alongside lipid extracts at
amounts of 0.4, 0.6, 0.8, 1.0, 2.0, and 4.0 nmol to generate a
standard curve. The stained bands were scanned and quanti-
fied in terms of mannose content using ImageJ visualization
software.

Antiseptic sensitivity assay
Cells were grown in 20 ml of complete Middlebrook 7H9

medium at 37◦C to a log phase. After treating cells with benzyl
alcohol for 5 or 60 min, the entire culture was spun down at
3,220 RCF for 10 min and then resuspended in the same vol-
ume of the medium. An aliquot (500 μl) of cell suspension was
then incubated in a 2-ml microtube containing either benze-
thonium chloride (BTC) or sodium dodecyl sulfate (SDS) at
37◦C with no shaking for 30 min. CFUs were enumerated as
described earlier in the study.

RESULTS

Benzyl alcohol–induced inositol acylation is a
biological and specific response

We first confirmed whether benzyl alcohol–induced
inositol acylation is a biological phenomenon or an
experimental artifact. Although it seemed unlikely, we
were concerned that the addition of benzyl alcohol
could influence lipid extraction efficiencies, e.g., benzyl
alcohol may make the extraction of AcPIM2 and
AcPIM6 less efficient, and that of Ac2PIM2 and
Ac2PIM6 more efficient. To test, we first killed
M. smegmatis by rapid heating and confirmed effective
killing by CFU count (Fig. 2A). We then treated live and
heat-killed cells with benzyl alcohol and analyzed
extracted lipids by HPTLC. Rapid heating did not
affect the PIM profile (Fig. 2B, compare lanes 1 and 3).
Importantly, we found no accumulation of inositol-
acylated PIMs from heat-killed cells that are treated

PIM inositol acylation in mycobacteria 3



with benzyl alcohol, while Ac2PIM2 and Ac2PIM6
accumulated in live cells after a 60-min benzyl alcohol
treatment (Fig. 2B, compare lanes 2 and 4). In contrast
to a nearly complete conversion of PIMs from inositol
nonacylated to inositol acylated forms upon benzyl
alcohol treatment (Fig. 2C), there were no major
changes in other phospholipid species such as car-
diolipin, phosphatidylethanolamine, and PI (Fig. 2D).
Outer membrane lipids such as GPLs and TDM were
also largely unaffected although there were quantita-
tive changes in some lipid species (Fig. 2E). Together,
these results indicate that inositol acylation of PIMs is a
biological and robust modification of mycobacterial
membrane elicited by benzyl alcohol.

Inositol acylation is induced by concentrations of
benzyl alcohol that arrest cell growth

We used 100 mM benzyl alcohol in a previous study
because it disrupts the membrane domain organization
and arrests cell growth (21). However, we did not titrate
the concentration of benzyl alcohol to examine if the

concentration of benzyl alcohol correlates with PIM
inositol acylation. When we tested lower concentrations
of benzyl alcohol, we observed reduced levels of inositol
acylation; complete PIM inositol acylation required
100mMbenzyl alcohol (Fig. 3A). To examine the effects
of benzyl alcohol on growth, we monitored OD600 of
M. smegmatis culture in the presence of benzyl alcohol
(Fig. 3B). At 50 and 100 mM, benzyl alcohol was bacte-
riostatic, and there was little change in OD600 up to 24 h.
Cells treated with 25 mM benzyl alcohol grew at an in-
termediate rate between untreated and 50 mM benzyl
alcohol.We examined the viability of cells up to 12 h and
found that there was only modest (less than one log)
decline of CFU even after a 12-h treatment with 100 mM
benzyl alcohol (Fig. 3C). These data suggest that inositol
acylation is a response to severe membrane stress that
results in temporal arrest of the growth.

Inositol acylation is rapid
To examine the kinetics of the reaction, we took al-

iquots at different times after benzyl alcohol treatment

Fig. 2. Effect of benzyl alcohol on M. smegmatis lipids. A: Live and heat-killed cells were treated with benzyl alcohol for 60 min,
serially diluted, and plated onto Middlebrook 7H10 agar, confirming that rapid heating is effective in killing M. smegmatis. B: HPTLC
analysis of PIMs after heat killing followed by benzyl alcohol treatment. PIMs were chromatographed using a solvent containing
chloroform, methanol, 13 M ammonia, 1 M ammonium acetate, and water (180:140:9:9:23, v/v/v/v/v) and visualized by orcinol
staining. A region of the HPTLC plate corresponding to Rf of 0.22–0.48 is shown. C–E: HPTLC analysis of lipids: (C) PIMs separated
and visualized as in panel B (Rf = 0.20–0.48); (D) phospholipids separated as in panel B and visualized by molybdenum blue (Rf =
0.35–0.61); (E) GPLs and TDM separated by chloroform/methanol/water (9:1:0.1, v/v/v) and visualized by orcinol. DMSO, vehicle
control. CL, cardiolipin; and PE, phosphatidylethanolamine. All experiments were repeated at least twice, and representative results
are shown. DMSO, dimethyl sulfoxide; GPL, glycopeptidolipid; HPTLC, high-performance thin layer chromatography; PIM, phos-
phatidylinositol mannoside; TDM, trehalose dimycolate.
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and extracted lipids for HPTLC analysis. To take time
points precisely in a short time course, we eliminated
centrifugation steps to pellet cells because the extra
time allowed the inositol acylation reaction to proceed
before the reaction could be stopped by the addition of
chloroform/methanol. To circumvent this problem,
cells were treated with benzyl alcohol in a small volume
at a cell density that is ∼40–50 times denser than the
normal culture cell density (see Materials and methods
for details). We then took a small aliquot at each time
point over a course of 40 min and directly suspended it

in chloroform/methanol. At 100 mM benzyl alcohol,
inositol acylation was detectable within 5 min and
nearly complete by 20 min (Fig. 4D). Similar, but less
robust, changes were observed at lower concentrations
of benzyl alcohol (Fig. 4B, C). Without benzyl alcohol,
there were only minor accumulations of diacyl species
by 40 min (Fig. 4A), which were not observed under
normal growth conditions (see Fig. 2). We suspect that
the high cell density during the benzyl alcohol treat-
ment may have elicited a minor stress response for
unknown reasons. Taken together, these data further
support that inositol acylation is a rapid biological
response to benzyl alcohol.

Inositol acylation is independent of translation
Since inositol acylation was rapid and nearly com-

plete in 20 min, it appeared likely that it is a direct
enzymatic response without involving de novo protein
synthesis. To test, we treated M. smegmatis cells with
10 μg/ml chloramphenicol for 10 min to inhibit protein
synthesis followed by 100 mM benzyl alcohol to stimu-
late PIM acylation. Chloramphenicol is effective in
inhibiting protein synthesis in M. smegmatis at this con-
centration (25) and was sufficient to arrest the cell
growth (Fig. 5A). Treatment with chloramphenicol
alone revealed no change in PIM profiles (Fig. 5B,
compare lanes 1 and 3). When cells were treated with
benzyl alcohol after chloramphenicol, we observed
efficient inositol acylation (Fig. 5B, lanes 3 and 4), which
was essentially identical to benzyl alcohol treatment
without chloramphenicol addition (Fig. 5B, lanes 1
and 2). These data are consistent with the idea that
benzyl alcohol–induced inositol acylation is a post-
translational event and does not require de novo pro-
tein synthesis.

Inositol acylation is not immediately reversible
The data so far suggest that inositol acylation takes

place rapidly when the membrane integrity is severely
impacted. To examine if inositol acylation is a reversible
reaction, we treated the cells with benzyl alcohol for 1 h,
spun down, and resuspended in fresh medium for re-
covery. The cells grew at a slower rate for the first ∼4 h
after benzyl alcohol treatment (Fig. 6A). We took time
points up to 6 h of recovery and analyzed the PIM pro-
files byHPTLC. The levels of accumulatedAc2PIM2 and
Ac2PIM6 declined over 40 min of the recovery period
(Fig. 6B). Interestingly, AcPIM2 recovered its normal
level in 10 min, while AcPIM6 did not recover for the
first 1 h. Normal ratios of acyl/diacyl PIM species were
not restored for 3 h. These complex behaviors to restore
the normal PIM profile imply that inositol acylation is
not a simple reversible switch.

Inositol acylation is triggered by membrane
fluidizing chemicals

Benzyl alcohol is a membrane-fluidizing chemical
extensively used for both eukaryotic and prokaryotic

Fig. 3. The extent of inositol acylation correlates with the
concentration of benzyl alcohol. A: HPTLC analysis of PIMs
after treating with different concentrations of benzyl alcohol
(Rf = 0.19–0.46). HPTLC was performed as in Fig. 2B. B: Growth
of M. smegmatis in the presence of increasing concentrations of
benzyl alcohol. Experiments were performed in triplicate
(average ± standard deviation). C: Viability of M. smegmatis
during benzyl alcohol treatment. Experiments were performed
in triplicate (average ± standard deviation). BA, benzyl alcohol;
HPTLC, high-performance thin layer chromatography; NT,
nontreatment; PIM, phosphatidylinositol mannoside.
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membranes (26–36), and we have previously shown
that benzyl alcohol disrupts membrane domain orga-
nization in M. smegmatis (21). To examine if the effect of
benzyl alcohol on inositol acylation is due specifically to
the chemical structure of benzyl alcohol or is a general
property of aromatic alcohols, we tested different de-
rivatives of benzyl alcohol. We tested 2-phenyl ethanol,
3-phenyl propanol, and 4-phenyl butanol and found
that all derivatives induced inositol acylation (Fig. 7A).

Medium-length straight-chain alcohols are also known
to have membrane-fluidizing properties (30, 36–40). To
test their effect on inositol acylation, cells were treated
with straight-chain alcohols ranging from methanol to
octanol. As with benzyl alcohol, these alcohols were
tested at 100 mM except that hexanol and octanol were
tested at 50 and 4 mM, respectively, because of their
solubility limits in water. Butanol and longer chain al-
cohols all induced acylation to different extents, while

Fig. 4. PIM acylation is rapid. A–D: HPTLC of PIMs during a 40-min treatment with (A) 0 mM (Rf = 0.18–0.45), (B) 25 mM (Rf =
0.18–0.45), (C) 50 mM (Rf = 0.21–0.47), and (D) 100 mM benzyl alcohol (Rf = 0.21–0.47). HPTLC was performed and PIMs were
visualized as in Fig. 2B. Representative image of triplicate experiments is shown. For quantification, HPTLC plates were scanned, and
band intensities of PIM species were quantified as mannose content (see Materials and methods for details). Average ± standard
deviation is shown in the graphs. BA, benzyl alcohol; HPTLC, high-performance thin layer chromatography; PIM, phosphatidyli-
nositol mannoside.

6 J. Lipid Res. (2022) 63(9) 100262



short-chain alcohols such as methanol, ethanol, and
propanol were ineffective (Fig. 7B).

Given these observations, changes in membrane
fluidity appear to drive inositol acylation. To test
further, we treated the cells with dibucaine, a local
anesthetic known to fluidize membranes and disrupt
liquid-ordered membrane domains (41–43). We have
previously shown that dibucaine disrupts membrane
organization in M. smegmatis (21). We found that dibu-
caine also induced inositol acylation (Fig. 7C) although
the response was more complex than that of benzyl
alcohol as AcPIM6 also increased in quantity in
addition to the increased levels of Ac2PIM2 and
Ac2PIM6. Numerous studies suggest that aromatic
compounds in general can induce membrane fluidiza-
tion (44–53). For example, carvacrol, a plant essential
oil, induces changes in fatty acid compositions of

bacterial membranes, which are indicative of mem-
brane fluidization (54, 55). We tested the effect of
carvacrol at 1 mM, a concentration approximately five
times higher than the minimum inhibitory concentra-
tion against M. smegmatis (56), and showed that carvacrol
indeed was effective in inducing inositol acylation
(Fig. 7C). Like dibucaine, we note the more complex
responses to carvacrol, where the quantity of AcPIM2
was increased in concert with the increased levels of
Ac2PIM2 and Ac2PIM6.

Bedaquiline is a tuberculosis drug, which targets the
proton pump of ATP synthetase, leading to the
disruption of redox balance (57, 58). It is an extremely
lipophilic molecule with an estimated logP value of
7.74. We tested this drug at 50 ng/ml, approximately
five times higher than the minimum inhibitory con-
centration against M. smegmatis (59). We also tested
carbonyl cyanide m-chlorophenyl hydrazone (CCCP), a
well-established uncoupler which collapses proton
gradient in M. smegmatis (60, 61) and many other bacte-
ria. These inhibitors did not affect the inositol acylation
(Fig. 7C), arguing against the possibility that inositol
acylation is a nonspecific response to disruption of any
membrane functions.

Benzyl alcohol–induced adaptation makes
M. smegmatis more resistant to a membrane-active
antiseptic

To examine the impact of benzyl alcohol–induced
membrane remodeling in M. smegmatis, we tested the
toxicity of antiseptic detergents, BTC and SDS, against
cells that were pretreated with benzyl alcohol for either
5 or 60 min. After washing out benzyl alcohol by
centrifugation, cells were challenged with BTC or SDS
for 30 min. Cells were then serially diluted and plated
on Middlebrook 7H10 agar for CFU determination. As
shown in Fig. 8, cells from all conditions were killed to
the same extent at 0.125% (w/v) SDS treatment, showing
no effect of benzyl alcohol pretreatment to protect cells
from the bactericidal effect of SDS. In contrast, cells
pretreated with benzyl alcohol for 60 min became
significantly more resistant to 25 μg/ml BTC than un-
treated cells (Fig. 8). Although it was not statistically
significant, even 5-min benzyl alcohol treatment
appeared to make the cells more resistant to BTC.
These results imply that adaptation to benzyl alcohol
exposure strengthens the integrity of the plasma
membrane.

Severe heat shock also induces inositol acylation
Temperature is another factor that has been long

known to influence plasma membrane composition
and fluidity in bacteria (62–69), including mycobacteria
(70). Therefore, we tested the effect of heat on inositol
acylation. A relatively mild heat shock at 42◦C induces
the transcription of chaperonins such as GroES homo-
log Cpn10 and GroEL homologs Cpn60.1 and Cpn60.2
(71). However, when we treated cells at 42◦C for 60 min,

Fig. 5. Inhibition of protein synthesis does not affect PIM
inositol acylation.A:Growth ofM. smegmatis treatedwith 10 μg/ml
chloramphenicol measured by OD600 over 24 h. Experiments
were performed in triplicate, and average± standard deviation is
shown. B: Cells were treated with 10 μg/ml chloramphenicol or
methanol (vehicle control) for 10min followed by 100mMbenzyl
alcohol or DMSO (vehicle control) for 60min. HPTLC analysis of
PIMs is as described in Fig. 2B (Rf = 0.14–0.42). Experiment was
repeated twice, and a representative result is shown. BA, benzyl
alcohol; CHL, chloramphenicol; DMSO, dimethyl sulfoxide;
HPTLC, high-performance thin layer chromatography; PIM,
phosphatidylinositol mannoside.
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we observed only a mild increase of Ac2PIM2, and
there were no apparent decreases of AcPIM2 and
AcPIM6 (Fig. 9A). Consistent with a mild nature of
42◦C heat shock, the cells started to regrow quickly
without a substantial lag time (Fig. 9D). In contrast,
when we treated cells at 50◦C or 55◦C, we observed
substantial levels of accumulation of Ac2PIM2 and
Ac2PIM6 (Fig. 9A). There were also concomitant de-
creases of AcPIM2 and AcPIM6. The CFU confirmed
that the cells were not killed during the heat shock at
55◦C (Fig. 9B), but the levels of the accumulated
inositol-acylated PIM species remained unchanged
even after 5 h of recovery at 37◦C (Fig. 9C). These ob-
servations suggest that there was nonlethal but severely
growth-arresting damage to the cells at this tempera-
ture. Indeed, there was a much longer lag time (∼12 h)
after the 55◦C heat shock (Fig. 9D). These data are
consistent with the data obtained using chemical flu-
idizers in that inositol acylation is a response to mem-
brane fluidization and occurs when cells encounter
severe, growth-arresting membrane damage.

Inositol acylation is evolutionarily conserved
To determine if PIM acylation is evolutionarily

conserved, we treated Mycobacterium tuberculosis, Myco-
bacterium abscessus, and Corynebacterium glutamicum with
100 mM benzyl alcohol. In contrast to the fast-
growing and nonpathogenic M. smegmatis,
M. tuberculosis and M. abscessus are slow- and fast-
growing pathogens, respectively. Given the distinct
lineages of these Mycobacterium species, there were
clear differences in PIM profiles among them. In
particular, the HPTLC mobilities (Rf values) of
Ac2PIM2 and Ac2PIM6 in M. abscessus were different
from those of M. smegmatis and M. tuberculosis (Fig. 10),
suggesting different fatty acid compositions. Never-
theless, M. tuberculosis and M. abscessus produced acyl-
ated PIMs in response to benzyl alcohol in a manner
similar to M. smegmatis (Fig. 10). In contrast,
C. glutamicum, which produces AcPIM2 and not
AcPIM6 (72), did not acylate AcPIM2 (Fig. 10), indi-
cating that inositol acylation is a conserved response
in the genus Mycobacterium.

Fig. 6. Recovery of PIM profile is gradual after washing out benzyl alcohol. A: Growth of M. smegmatis during and after 60-min
benzyl alcohol treatment, monitored by OD600. Time 0 indicates the beginning of benzyl alcohol treatment. The black arrow in-
dicates the 1-h time point when benzyl alcohol was washed out. Experiments were performed in triplicate, and average ± standard
deviation is shown. B: HPTLC analysis of PIMs after benzyl alcohol wash-out (Rf = 0.18–0.50). HPTLC was performed as in Fig. 2B.
Experiment was repeated twice, and a representative result is shown. BA, benzyl alcohol; HPTLC, high-performance thin layer
chromatography; PIM, phosphatidylinositol mannoside.
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DISCUSSION
In this study, we demonstrated that PIM inositol

acylation is a stress response to severe bacteriostatic
membrane fluidization. Alteration of membrane lipid
composition can be achieved through three distinct
processes: 1) component biosynthesis (e.g., fatty acid and
acyl-CoA); 2) lipid assembly (e.g., phospholipid biosyn-
thesis); and 3) lipid modification and catabolism (73).
Inositol acylation is well known as a modification of
eukaryotic GPI anchors from human to protozoan

parasites (74, 75). However, it primarily functions as a
checkpoint in the GPI precursor biosynthesis, where
acyl modification of inositol, mediated by the acyl-
transferase PIG-W in the endoplasmic reticulum, is
often removed by the inositol deacylase PGAP1 prior to
trafficking to the Golgi apparatus (76–79). Therefore,
eukaryotic inositol acylation is an enzymatic step in the
lipid assembly process. In contrast, mycobacterial PIM
inositol acylation is a modification of mature lipid
molecules. There are several known examples of lipid

Fig. 7. Inositol acylation in response to known membrane fluidizers. HPTLC analysis of PIMs extracted from M. smegmatis cells
treated with (A) aromatic alcohols (Rf = 0.16–0.38), (B) straight-chain alcohols (Rf = 0.17–0.39), or (C) other chemicals (Rf = 0.17–0.45).
Cells were treated for 1 h at 37◦C with 100 mM alcohols (except hexanol and octanol at 50 mM and 4 mM, respectively), 600 μg/ml
dibucaine, 1 mM carvacrol, 50 ng/ml bedaquiline, 25 μM CCCP, and 10 μg/ml chloramphenicol. Chloramphenicol was included as a
control, which does not target the membrane (also see Fig. 5). HPTLC was performed as in Fig. 2B. All experiments were repeated at
least twice, and representative results are shown. CCCP, carbonyl cyanide m-chlorophenyl hydrazone; HPTLC, high-performance
thin layer chromatography; PIM, phosphatidylinositol mannoside.
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modification and catabolism. Among them, direct
desaturation or deacylation/reacylation of membrane
lipids for cold acclimatization is well characterized in
both eukaryotes and bacteria (73, 80–82). However,
these direct and rapid modifications of lipids still take
hours and often involve transcriptional upregulations
(82–86). This is in stark contrast to PIM inositol acyla-
tion, which is nearly complete in 20 min. The only other
example, to our knowledge, is the unsaturation of
cyclopropane fatty acyl moieties of phospholipids in
response to toluene in Pseudomonas putida, which was also
a rapid mass reaction complete in about 20 min (87).
Thus, PIM inositol acylation represents one of the
fastest mass conversions of mature lipid species in
nature.

What is the physiological significance of inositol
acylation? Multiacylated forms of PIMs have been
known since the 1960s (88–91), and the inositol acylation
was formally demonstrated in 1999 (92). While PIMs are
suggested to be major components of the plasma
membrane and play roles in maintaining plasma
membrane integrity (6, 16), specific roles of inositol
acylation remained obscure. Our study demonstrated
that inositol acylation takes place rapidly in response to
bacteriostatic membrane fluidization stress and is
conserved in pathogenic species such as M. tuberculosis
and M. abscessus. In contrast, inositol deacylation is a
slower process, suggesting that inositol acylation may be
a last resort defense against severe membrane damages
rather than a reversible switch to fine-tune membrane

fluidity. Exposures to high salt concentrations led to an
accumulation of Ac2PIM2 in M. tuberculosis (20). This
response was a slower response over several days and
inositol acylation was incomplete even after a 3-day
incubation. Therefore, it is distinct from the rapid and
complete conversion of PIM species reported in this
study. It would be interesting to examine if salinity
affects membrane fluidity or induces PIM inositol
acylation independent of sensing membrane fluidity
changes.

Notably, benzyl alcohol treatment not only induces
inositol acylation but also makes M. smegmatis more
resistant to BTC, a quaternary ammonium surfactant.
We speculate that inositol acylation fortifies the plasma
membrane by increasing its rigidity. However, we
acknowledge that inositol acylation is not the only
response to membrane fluidization (93–95), and the
precise physiological significance of inositol acylation
remains to be defined. Both benzyl alcohol and heat
can exert other effects on the membrane and other
cellular structures. For example, we found that heat
treatment at 55◦C was substantially more taxing for the
cell than 100 mM benzyl alcohol treatment, resulting in
much slower recovery process. Such a high temperature
treatment may denature many more proteins than
benzyl alcohol treatment, likely activating heat shock
responses to restore protein homeostasis. Interestingly,
heat shock proteins not only act as protein chaperones
but also bind membrane and protect its integrity (96). In
M. smegmatis, when the chaperone DnaK is depleted, the

Fig. 8. Benzyl alcohol pretreatment improves cell survival against an antiseptic detergent. Viability of M. smegmatis after treating
with increasing concentrations of BTC or SDS. Prior to the detergent treatment, cells were subjected to no treatment (blue circle), 5-
min benzyl alcohol treatment and washout (red square), or 60-min benzyl alcohol treatment and washout (green triangle). The
experiment was done in quadruplicate. *P = 0.0422. **P = 0.0049 (no detergent) or 0.0066 (25 μg/ml BTC) by Kruskal-Wallis test
followed by Dunn's multiple comparison test. In the absence of BTC or SDS challenges, the CFU showed a statistically significant
increase upon treating cells with benzyl alcohol. We speculate that benzyl alcohol may help dispersing clumped cells, resulting in a
small but consistent increase in CFU. BA, benzyl alcohol; BTC, benzethonium chloride; CFU, colony-forming unit; SDS, sodium
dodecyl sulfate.
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Fig. 9. Heat shock induces PIM acylation. A: HPTLC analysis of PIMs after heating cells at 42◦C, 50◦C, and 55◦C (Rf = 0.18–0.45,
0.18–0.45, and 0.15–0.41, respectively). B: Cells during the 55◦C heat shock were serially diluted and plated onto Middlebrook 7H10
agar, confirming that cells remained viable at this temperature. C: HPTLC analysis of PIMs from cells that were heat shocked at 55◦C
for 1 h and recovered at 37◦C for 5 h (Rf = 0.18–0.43). Data shown for panels A–C are representative results from two independent
experiments. D: Recovery after heat shock at 42◦C (blue circle) or 55◦C (red square). The black arrow indicates when heat shock was
stopped (at 1 h). The experiment was done in triplicate. HPTLC, high-performance thin layer chromatography; PIM, phosphati-
dylinositol mannoside.

Fig. 10. Benzyl alcohol treatment of otherMycobacterium and Corynebacterium species. HPTLC of lipids fromM. smegmatis,M. tuberculosis,
M. abscessus, and C. glutamicum treated with 100 mM benzyl alcohol for 1 h (Rf = 0.16–0.45). HPTLC was performed as in Fig. 2B. Note
that C. glutamicum does not produce PIM6 species. *, trehalose monocorynomycolate; HPTLC, high-performance thin layer chro-
matography; PIM, phosphatidylinositol mannoside.
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cells become more heat sensitive and membrane
permeable (25), suggesting a potential role for DnaK in
membrane protection against heat shock. Furthermore,
benzyl alcohol can induce heat shock responses in other
organisms in the absence of heat (31, 97, 98). These
observations illuminate complex responses to
membrane-fluidizing treatments and highlight the
importance of determining precise contributions of
inositol acylation to maintaining membrane fluidity
and protecting membrane integrity. Further studies are
needed to define the molecular mechanisms that
govern the membrane stress response uncovered in this
study. Identifying the inositol acyltransferase or
deacylase is a critical future direction that will allow us
to further examine the regulatory mechanism and
physiological significance of inositol acylation.

PIMs are proposed to be enriched in the plasma
membrane and contribute to a less fluid and less
permeable plasma membrane (6). The enrichment of
PIMs in the plasma membrane implies that the enzyme
that mediates inositol acylation is also associated with
the plasma membrane. Since the active site of the
mannosyltransferases involved in the synthesis of polar
PIMs (e.g., PimE) is suggested to be on the periplasmic
side of the plasma membrane (16, 23), it seems likely
that AcPIM6 is produced in the outer leaflet of the
plasma membrane. Rapid conversion of AcPIM6 to
Ac2PIM6 suggests that the enzyme that mediates
inositol acylation is also on the outer leaflet of the
plasma membrane. Assuming that the same enzyme
mediates the inositol acylation of both AcPIM2 and
AcPIM6, we speculate that AcPIM2 is likely available on
the outer leaflet of the plasma membrane as well. PatA
is an acyl-CoA-dependent acyltransferase that mediates
the acylation step to produce AcPIM2 and is associated
with the inner leaflet of the plasma membrane (15).
Since we predict that the inositol acyltransferase is on
the periplasmic side where acyl-CoA may not be readily
available, we further speculate that this enzyme may be
evolutionarily distinct from PatA.

We have previously shown that membrane domain
organization is disrupted by benzyl alcohol and dibu-
caine (21). However, it remained largely unknown if
mycobacteria can sense and respond to plasma mem-
brane fluidity changes. Our current study demon-
strated for the first time that mycobacteria possess a
mechanism to respond to plasma membrane fluidiza-
tion. How mycobacteria sense membrane fluidity is an
open question. The mycobacterial cell envelope is
100–1,000 times less permeable to hydrophilic molecules
than that of E. coli (99, 100), and the impermeability has
been attributed to the number and property of porins
in the outer membrane and low fluidity of outer
membrane lipids. However, plasma membrane fluidity
can be another major factor that contributes to overall
cell envelope permeability (101). Our study revealed a
rapid activation of inositol acyltransferase reaction,
potentially suggesting direct sensing of membrane

fluidity changes by the enzyme itself. Alternatively, it is
possible that membrane fluidity changes are sensed by
a membrane-embedded sensor that activates a signaling
cascade, which includes the activation of the inositol
acyltransferase. The phage shock protein (Psp) response
system senses membrane damage and repairs proton
leakage across plasma membrane (102). CCCP activates
the Psp system in mycobacteria. Since CCCP had no
effect on inositol acylation, it is unlikely that the Psp
system is involved in the activation of the inositol
acyltransferase. DesK/R is one of the two-component
regulatory systems in Bacillus subtilis (103). The sensor
kinase DesK measures the membrane thickness, which
thickens as temperature decreases (103–105). Upon
activation, the cognate response regulator DesR acti-
vates the transcription of genes important for cold
adaptation, among them being the fatty acid desaturase
DesA, which facilitates the synthesis of unsaturated
fatty acids to maintain the membrane fluidity at low
temperature (103, 106). A similar response mechanism
may be present in mycobacteria to monitor the mem-
brane fluidity. However, since inositol acylation was
not affected by the inhibition of translation by
chloramphenicol, it may not be through a typical two-
component response regulator. A more direct mecha-
nism must exist, but the molecular mechanism remains
unknown.
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Silve, G., Gounon, P., et al. (1996) Identification of the surface-
exposed lipids on the cell envelopes of Mycobacterium tubercu-
losis and other mycobacterial species. J. Bacteriol. 178, 456–461

9. Torrelles, J. B., Azad, A. K., and Schlesinger, L. S. (2006) Fine
discrimination in the recognition of individual species of
phosphatidyl-myo-inositol mannosides from Mycobacterium tuber-
culosis by C-type lectin pattern recognition receptors. J. Immunol.
177, 1805–1816

10. Driessen, N. N., Ummels, R., Maaskant, J. J., Gurcha, S. S., Besra,
G. S., Ainge, G. D., et al. (2009) Role of phosphatidylinositol
mannosides in the interaction between mycobacteria and DC-
SIGN. Infect. Immun. 77, 4538–4547

11. Toyonaga, K., Torigoe, S., Motomura, Y., Kamichi, T., Hayashi, J.
M., Morita, Y. S., et al. (2016) C-type lectin receptor DCAR rec-
ognizes mycobacterial phosphatidyl-inositol mannosides to
promote a Th1 response during infection. Immunity. 45,
1245–1257
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29. Konopásek, I., Strzalka, K., and Svobodová, J. (2000) Cold shock
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Silharová, K., Vrana, B., et al. (2012) Adaptation mechanisms of
bacteria during the degradation of polychlorinated biphenyls
in the presence of natural and synthetic terpenes as potential
degradation inducers. Appl. Microbiol. Biotechnol. 94, 1375–1385

51. Heipieper, H. J., Diefenbach, R., and Keweloh, H. (1992) Con-
version of cis unsaturated fatty acids to trans, a possible
mechanism for the protection of phenol-degrading Pseudomonas
putida P8 from substrate toxicity. Appl. Environ. Microbiol. 58,
1847–1852

52. Unell, M., Kabelitz, N., Jansson, J. K., and Heipieper, H. J. (2007)
Adaptation of the psychrotroph Arthrobacter chlorophenolicus A6
to growth temperature and the presence of phenols by changes
in the anteiso/iso ratio of branched fatty acids. FEMS Microbiol.
Lett. 266, 138–143

53. Pepi, M., Heipieper, H. J., Fischer, J., Ruta, M., Volterrani, M., and
Focardi, S. E. (2008) Membrane fatty acids adaptive profile in
the simultaneous presence of arsenic and toluene in Bacillus sp.
ORAs2 and Pseudomonas sp. ORAs5 strains. Extremophiles. 12,
343–349

54. Di Pasqua, R., Betts, G., Hoskins, N., Edwards, M., Ercolini, D.,
and Mauriello, G. (2007) Membrane toxicity of antimicrobial
compounds from essential oils. J. Agric. Food Chem. 55, 4863–4870

55. Ultee, A., Kets, E. P., Alberda, M., Hoekstra, F. A., and Smid, E. J.
(2000) Adaptation of the food-borne pathogen Bacillus cereus to
carvacrol. Arch. Microbiol. 174, 233–238

56. Marini, E., Di Giulio, M., Ginestra, G., Magi, G., Di Lodovico, S.,
Marino, A., et al. (2019) Efficacy of carvacrol against resistant
rapidly growing mycobacteria in the planktonic and biofilm
growth mode. PLoS One. 14, e0219038

57. Koul, A., Vranckx, L., Dhar, N., Göhlmann, H. W. H., Özdemir,
E., Neefs, J-M., et al. (2014) Delayed bactericidal response of
Mycobacterium tuberculosis to bedaquiline involves remodelling of
bacterial metabolism. Nat. Commun. 5, 3369

58. Berney, M., Hartman, T. E., and Jacobs, W. R. (2014)
A Mycobacterium tuberculosis cytochrome bd oxidase mutant is
hypersensitive to bedaquiline. mBio. 5, e01275-14

59. Andries, K., Verhasselt, P., Guillemont, J., Göhlmann, H. W. H.,
Neefs, J-M., Winkler, H., et al. (2005) A diarylquinoline drug
active on the ATP synthase of Mycobacterium tuberculosis. Science.
307, 223–227

60. Rao, M., Streur, T. L., Aldwell, F. E., and Cook, G. M. (2001)
Intracellular pH regulation by Mycobacterium smegmatis and
Mycobacterium bovis BCG. Microbiology (Reading). 147, 1017–1024

61. Choudhuri, B. S., Sen, S., and Chakrabarti, P. (1999) Isoniazid
accumulation in Mycobacterium smegmatis is modulated by proton
motive force-driven and ATP-dependent extrusion systems.
Biochem. Biophys. Res. Commun. 256, 682–684

62. Sinensky, M. (1974) Homeoviscous adaptation–a homeostatic
process that regulates the viscosity of membrane lipids in
Escherichia coli. Proc. Natl. Acad. Sci. U. S. A. 71, 522–525

63. Marr, A. G., and Ingraham, J. L. (1962) Effect of temperature on
the composition of fatty acids in Escherichia coli. J. Bacteriol. 84,
1260–1267

64. Sinensky, M. (1971) Temperature control of phospholipid
biosynthesis in Escherichia coli. J. Bacteriol. 106, 449–455

65. Esser, A. F., and Souza, K. A. (1974) Correlation between ther-
mal death and membrane fluidity in Bacillus stearothermophilus.
Proc. Natl. Acad. Sci. U. S. A. 71, 4111–4115

66. De Siervo, A. J. (1969) Alterations in the phospholipid compo-
sition of Escherichia coli B during growth at different tempera-
tures. J. Bacteriol. 100, 1342–1349

67. Daron, H. H. (1970) Fatty acid composition of lipid extracts of a
thermophilic Bacillus species. J. Bacteriol. 101, 145–151

68. Okuyama, H., Yamada, K., Kameyama, Y., Ikezawa, H., Aka-
matsu, Y., and Nojima, S. (1977) Regulation of membrane lipid
synthesis in Escherichia coli after shifts in temperature. Biochem-
istry. 16, 2668–2673

69. Fork, D. C., Murata, N., and Sato, N. (1979) Effect of growth
temperature on the lipid and fatty acid composition, and the
dependence on temperature of light-induced redox reactions
of cytochrome f and of light energy redistribution in the
thermophilic blue-green alga Synechococcus lividus. Plant Physiol.
63, 524–530

70. Dhariwal, K. R., Chander, A., and Venkitasubramanian, T. A.
(1977) Environmental effects on lipids of Mycobacterium phlei
ATCC 354. Can. J. Microbiol. 23, 7–19

71. Rao, T., and Lund, P. A. (2010) Differential expression of the
multiple chaperonins of Mycobacterium smegmatis. FEMS Microbiol.
Lett. 310, 24–31

72. Rainczuk, A. K., Yamaryo-Botte, Y., Brammananth, R., Stinear,
T. P., Seemann, T., Coppel, R. L., et al. (2012) The lipoprotein

14 J. Lipid Res. (2022) 63(9) 100262

http://refhub.elsevier.com/S0022-2275(22)00095-5/sref30
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref30
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref30
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref31
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref32
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref33
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref33
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref33
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref34
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref34
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref34
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref34
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref34
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref35
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref35
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref35
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref35
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref35
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref36
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref36
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref36
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref36
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref37
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref37
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref37
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref38
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref38
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref38
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref38
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref38
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref39
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref40
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref40
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref40
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref40
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref41
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref41
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref41
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref41
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref42
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref42
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref42
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref42
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref42
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref43
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref43
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref43
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref43
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref44
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref44
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref44
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref44
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref44
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref45
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref46
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref46
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref46
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref46
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref46
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref47
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref47
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref47
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref47
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref48
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref49
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref49
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref49
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref49
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref50
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref51
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref52
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref53
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref54
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref54
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref54
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref54
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref55
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref55
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref55
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref55
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref56
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref56
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref56
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref56
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref57
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref57
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref57
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref57
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref58
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref58
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref58
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref59
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref59
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref59
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref59
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref59
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref60
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref60
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref60
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref60
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref61
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref61
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref61
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref61
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref61
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref62
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref62
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref62
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref62
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref63
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref63
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref63
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref63
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref64
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref64
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref64
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref65
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref65
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref65
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref65
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref66
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref66
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref66
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref66
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref67
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref67
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref67
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref68
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref68
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref68
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref68
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref68
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref69
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref70
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref70
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref70
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref70
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref71
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref71
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref71
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref71
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref72
http://refhub.elsevier.com/S0022-2275(22)00095-5/sref72


LpqW is essential for the mannosylation of periplasmic gly-
colipids in corynebacteria. J. Biol. Chem. 287, 42726–42738

73. Hazel, J. R., and Williams, E. E. (1990) The role of alterations in
membrane lipid composition in enabling physiological adap-
tation of organisms to their physical environment. Prog. Lipid
Res. 29, 167–227

74. Roberts, W. L., and Rosenberry, T. L. (1985) Identification of
covalently attached fatty acids in the hydrophobic membrane-
binding domain of human erythrocyte acetylcholinesterase.
Biochem. Biophys. Res. Commun. 133, 621–627

75. Field, M. C., Menon, A. K., and Cross, G. A. (1991)
A glycosylphosphatidylinositol protein anchor from procyclic
stage Trypanosoma brucei: lipid structure and biosynthesis. EMBO
J. 10, 2731–2739

76. Güther, M. L., and Ferguson, M. A. (1995) The role of inositol
acylation and inositol deacylation in GPI biosynthesis in Try-
panosoma brucei. EMBO J. 14, 3080–3093

77. Urakaze, M., Kamitani, T., DeGasperi, R., Sugiyama, E., Chang,
H. M., Warren, C. D., et al. (1992) Identification of a missing link
in glycosylphosphatidylinositol anchor biosynthesis in
mammalian cells. J. Biol. Chem. 267, 6459–6462

78. Murakami, Y., Siripanyapinyo, U., Hong, Y., Kang, J. Y., Ishi-
hara, S., Nakakuma, H., et al. (2003) PIG-W is critical for inositol
acylation but not for flipping of glycosylphosphatidylinositol-
anchor. Mol. Biol. Cell. 14, 4285–4295

79. Tanaka, S., Maeda, Y., Tashima, Y., and Kinoshita, T. (2004)
Inositol deacylation of glycosylphosphatidylinositol-anchored
proteins is mediated by mammalian PGAP1 and yeast Bst1p.
J. Biol. Chem. 279, 14256–14263

80. Sato, N., Seyama, Y., and Murata, N. (1986) Lipid-linked desa-
turation of palmitic acid in monogalactosyl diacylglycerol in
the blue-green alga (Cyanobacterium) Anabaena variabilis studied
in vivo. Plant Cell Physiol. 27, 819–835

81. Schmidt, H., and Heinz, E. (1993) Direct desaturation of intact
galactolipids by a desaturase solubilized from spinach (Spinacia
oleracea) chloroplast envelopes. Biochem. J. 289, 777–782

82. Ramesha, C. S., and Thompson, G. A. (1983) Cold stress induces
in situ phospholipid molecular species changes in cell surface
membranes. Biochim. Biophys. Acta. 731, 251–260

83. Murata, N., andWada, H. (1995) Acyl-lipid desaturases and their
importance in the tolerance and acclimatization to cold of
cyanobacteria. Biochem. J. 308, 1–8

84. Sato, N., and Murata, N. (1980) Temperature shift-induced re-
sponses in lipids in the blue-green alga, Anabaena variabilis: the
central role of diacylmonogalactosylglycerol in thermo-adap-
tation. Biochim. Biophys. Acta. 619, 353–366

85. Sato, N., and Murata, N. (1981) Studies on the temperature shift-
induced desaturation of fatty acids in monogalactosyl
diacylglycerol in the blue-green alga (Cyanobacterium), Anabaena
variabilis. Plant Cell Physiol. 22, 1043–1050

86. Murata, N. (1989) Low-temperature effects on cyanobacterial
membranes. J. Bioenerg. Biomembr. 21, 61–75

87. Ramos, J. L., Duque, E., Rodríguez-Herva, J. J., Godoy, P., Haï-
dour, A., Reyes, F., et al. (1997) Mechanisms for solvent tolerance
in bacteria. J. Biol. Chem. 272, 3887–3890

88. Brennan, P., and Ballou, C. E. (1967) Biosynthesis of man-
nophosphoinositides by Mycobacterium phlei. The family of
dimannophosphoinositides. J. Biol. Chem. 242, 3046–3056

89. Brennan, P., and Ballou, C. E. (1968) Biosynthesis of man-
nophosphoinositides by Mycobacterium phlei. Enzymatic acyla-
tion of the dimannophosphoinositides. J. Biol. Chem. 243,
2975–2984

90. Pangborn, M. C., and McKinney, J. A. (1966) Purification of
serologically active phosphoinositides of Mycobacterium tubercu-
losis. J. Lipid Res. 7, 627–633

91. Khuller, G. K., and Subrahmanyam, D. (1968) On the man-
nophosphoinositides ofMycobacterium 607. Experientia. 24, 851–852

92. Gilleron, M., Nigou, J., Cahuzac, B., and Puzo, G. (1999) Struc-
tural study of the lipomannans from Mycobacterium bovis BCG:
characterisation of multiacylated forms of the phosphatidyl-
myo-inositol anchor. J. Mol. Biol. 285, 2147–2160

93. Pacífico, C., Fernandes, P., and de Carvalho, C. C. C. R. (2018)
Mycobacterial response to organic solvents and possible im-
plications on cross-resistance with antimicrobial agents. Front.
Microbiol. 9, 961

94. Meniche, X., Labarre, C., de Sousa-d'Auria, C., Huc, E., Laval, F.,
Tropis, M., et al. (2009) Identification of a stress-induced factor
of Corynebacterineae that is involved in the regulation of the
outer membrane lipid composition. J. Bacteriol. 191, 7323–7332

95. Liu, J., Barry, C. E., Besra, G. S., and Nikaido, H. (1996) Mycolic
acid structure determines the fluidity of the mycobacterial cell
wall. J. Biol. Chem. 271, 29545–29551

96. De Maio, A., and Hightower, L. (2021) The interaction of heat
shock proteins with cellular membranes: a historical perspec-
tive. Cell Stress Chaperones. 26, 769–783

97. Horváth, I., Glatz, A., Varvasovszki, V., Török, Z., Páli, T.,
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