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ABSTRACT EmrE is the archetypical member of the small multidrug resistance
transporter family and confers resistance to a wide range of disinfectants and dyes
known as quaternary cation compounds (QCCs). The aim of this study was to exam-
ine which conserved amino acids play an important role in substrate selectivity. On
the basis of a previous analysis of EmrE homologues, a total of 33 conserved resi-
dues were targeted for cysteine or alanine replacement within E. coli EmrE. The anti-
microbial resistance of each EmrE variant expressed in Escherichia coli strain JW0451
(lacking dominant pump acrB) to a collection of 16 different QCCs was tested using
agar spot dilution plating to determine MIC values. The results determined that only
a few conserved residues were drug polyselective, based on �4-fold decreases in
MIC values: the active-site residue E14 (E14D and E14A) and 4 additional conserved
residues (A10C, F44C, L47C, W63A). EmrE variants I11C, V15C, P32C, I62C, L93C, and
S105C enhanced resistance to polyaromatic QCCs, while the remaining EmrE variants
reduced resistance to one or more QCCs with shared chemical features: acylation,
tri- and tetraphenylation, aromaticity, and dicationic charge. Mapping of EmrE vari-
ants onto transmembrane helical wheel projections using the highest resolved EmrE
structure suggests that polyselective EmrE variants were located closest to the heli-
cal faces surrounding the predicted drug binding pocket, while EmrE variants with
greater drug specificity mapped onto distal helical faces. This study reveals that few
conserved residues are essential for drug polyselectivity and indicates that aromatic
QCC selection involves a greater portion of conserved residues than that in other
QCCs.
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The Escherichia coli EmrE protein is the archetypical member of the small multidrug
resistance (SMR) transporter family identified in bacteria and archaea. This tiny yet

potent transporter has been the focus of many biochemical and biophysical studies
seeking to understand how such a small proton antiport-driven protein can broadly
select and transport a diverse array of drugs (reviewed in reference 1). EmrE is
renowned for its ability to confer resistance to a wide range of quaternary cation
compounds (QCCs). QCC are chemicals that possess one or more permanently charged
cations (typically, nitrogen or phosphorus) bound to 3 or 4 R groups consisting of acyl
and/or aryl moieties (Table 1). QCCs are often toxic and lipophilic and commonly used
as antiseptics, biocides, industrial surfactants, phase catalysts, and dyes (2). Studies of
EmrE and its homologues are important due to their frequent detection on multidrug
resistance plasmids and in conserved 3= regions of mobile genetic elements known as
integrons that are shared between bacteria (3). By comparison to other larger multidrug
transporters (12 to 14 �-helical transmembrane [TM] strands), EmrE is distinct due to its
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short length (110 amino acids), consisting of only 4 TM strands connected by 3 short
loops, and its extreme hydrophobicity (reviewed in reference 1). The functional ar-
rangement and structure of EmrE have been the subjects of considerable debate (4, 5),
but consensus supports an antiparallel topology of dimeric EmrE as the minimal
functional unit (6–8).

Our understanding of how EmrE can recognize such diverse substrates remains
poorly understood, and most site-directed mutagenesis studies of EmrE have focused
on residue replacements within particular TM strands (e.g., TM2 and TM4), functional
properties, and structural investigations (dimerization domain TM4). The most well
characterized and highly conserved (98% identity [9]) E. coli EmrE residue is a negatively
charged glutamate (E14), located in the first TM1 strand (Table 2), that acts as the
transporter active site due to its inability to bind drugs and protons when it is replaced
with aspartate or other residues in site-directed mutagenesis studies (10, 11). The
replacement of other residues in EmrE and its homologues, such as Y3 and G17 (12),
S43 (12, 13), and L47 (14), generated variants with resistance toward specific QCCs,
suggesting that some residues are substrate selective. Replacement of conserved
residue W63 in EmrE (75% identity; Table 2) (14) and moderately conserved residues
H24, M39, I43, and A44 in SMR family member SugE (40 to 60% identity [9]) (15) has also
shown that some residue replacements can convert these transporters from an ex-
porter to an importer, indicating remarkable functional plasticity. Previous biochemical
and biophysical studies exploring EmrE variant substrate selectivity have involved
relatively few drugs; the most commonly tested have been ethidium (ET), methyl
viologen (MV), acriflavine (ACR), and tetraphenylphosphonium (TPP), all of which are
aromatic compounds (Table 2).

The current hypothesis suggests that EmrE substrate specificity is largely deter-
mined by poor to moderately conserved residues, where conserved residues play an
important role in QCC polyselectivity (12–14, 16). The aim of this study was to validate
the role and importance of conserved EmrE residues toward QCC polyselectivity using
a collection of 16 chemically diverse QCCs. Site-directed mutagenesis was performed
on plasmid-encoded E. coli emrE to generate 33 single-residue replacements at 33
conserved EmrE residues (�70% identity; Table 2). EmrE variants were transformed into
E. coli JW0451 lacking the dominant QCC-selective efflux pump acrB, and each EmrE

TABLE 1 Summary of the chemical properties and structural features of the 18 QCCs examined in this study

QCCa Known mechanism of action

Concn range
tested
(�g/ml)

Acyl chain length
(no. of amino
acids)

No. of
aromatic
rings

Solubility in
water
(mg/ml)b

Acriflavine chloride (ACR) Antiseptic intercalating dye 0.5–128 3 1–330
Benzalkonium chloride (BZ) Antiseptic surfactant phase

transfer agent
0.25–64 8–18 1 100

Cetalkonium chloride (CAC) Antiseptic surfactant 0.5–128 16 1 2
Cetylpyridinium bromide (CPB) Antiseptic surfactant 2–512 16 1 0.04
Cetylpyridinium chloride (CPC) Antiseptic surfactant 2–512 16 1 0.05
Cetrimide bromide (CET) Antiseptic surfactant 0.5–128 8–18 0.56
Crystal violet chloride (CV) Antiseptic dye 0.25–64 3 0.02–50
Dequalinium dichloride (DQ) Antiseptic surfactant 2–500 10 2 4.7 � 10�7–10
Ethidium bromide (ET) Intercalating dye 1–256 4 10–20
Methyl viologen dichloride (MV) Herbicide reactive oxygen

species initiator
2–512 2 100

Methyltriphenylphosphonium bromide (MTP) Antiseptic surfactant 1–240 3 100
Myristalkonium chloride (MAC) Antiseptic surfactant 0.25–64 14 1 1–10
Proflavin dihydrochloride (PRO) Antiseptic intercalating dye 0.5–128 3 22–500
Pyronin Y chloride (PY) Antiseptic intercalating dye 0.25–64 3 30
Rhodamine 6G chloride (R6G) Antiseptic dye 0.25–64 4 0.02
Stearyltrimethylammonium chloride (STAC) Antiseptic surfactant 7.8–2000 18 5–50
Tetraphenylarsonium chloride (TPA) Phase transfer catalyst 0.25–64 4 0.05
Tetraphenylphosphonium chloride (TPP) Phase transfer catalyst 0.125–32 4 0.005–50
aFigure S1 in the supplemental material provides the chemical structures for all 18 QCCs tested.
bRanges indicate differences in solubility according to the product information of the different chemical suppliers.

Saleh et al. Antimicrobial Agents and Chemotherapy

August 2018 Volume 62 Issue 8 e00461-18 aac.asm.org 2

http://aac.asm.org


variant was screened against the wild type (WT) for its QCC resistance using agar spot
dilution testing. To avoid drug selection biases caused by the addition of affinity tags
previously used to study EmrE, such as hexahistidine (10, 17) or hemagglutinin epitopes
(18), modifications to untagged wild-type EmrE sequences were made. The MIC values
for each variant and drug were statistically assessed, sorted, and visualized using
hierarchical agglomerative clustering, which was used to compare fold change differ-
ences in the MIC values of different QCCs for the EmrE variants and the strain with
wild-type EmrE. This analysis revealed that only a few conserved residues could be
considered polyselective: active-site residue E14 (E14D and E14A) and 4 additionally
conserved residues (A10C, F44C, L47C, W63A). However, less than half of all EmrE
variants with conserved residues conferred decreased resistance (a ��2-fold change in
the MIC) to one or more QCCs. EmrE variants I11C, V15C, P32C, I62C, L93C, and S105C
significantly enhanced resistance to one or more polyaromatic QCCs, suggesting a role
in aromatic QCC selection. Variant residues were mapped onto transmembrane helical
wheel projections from the highest resolved X-ray diffraction EmrE structure (3.8 Å [6]),
and the results support the location of highly polyselective residues closer to the

TABLE 2 Summary of the 33 EmrE variants examined in this study, their previously known functional roles, and their conferred
susceptibility/tolerance to each of the 18 QCCs, as determined in this study

EmrE
variant

Protein
domain % identitya

Previously determined
functional role Reference(s) QCC specificityb in this study

L7A TM1 98 Possible substrate binding 50 ACR, BZ, CAC, CV, DQ, MV, PY, TPP
A10C TM1 94 Substrate/H� binding 50 ACR, BZ, CAC, CET, DQ, ET, PRO, PY, MV,

MTP, TPP
I11C TM1 90 Protein folding/stability 50 ACR, CET, PRO
E14D TM1 98 In vivo active site substrate/H�

binding
10, 11, 19 ACR, BZ, CAC, CET, CPB, CPC, CV, DQ, ET,

PRO, PY, MAC, MTP, TPP, TPA
V15C TM1 85 No effect in vivo/in vitro 50 ACR, BZ, CAC, CV, ET, PY, MV, TPP
G17A TM1 70 Protein folding/stability 36, 50 ACR, CAC, CV, PRO, PY, MV, TPP
T18C TM1 88 Protein folding/stability 50 CAC, CPC, CV, ET, MV, PRO, PY, R6G
M21C TM1 87 No effect in vivo/in vitro 50 CET, CV, DQ, ET, PY, R6G
G26C Loop 1 75 In vivo substrate recognition 36 CET, CPB, CV, DQ, ET, PY, R6G
F27C Loop 1 90 Not previously determined CET, CPB, CV, DQ, ET, PY, R6G
W31A Loop 1 60 No effect in vivo/in vitro 29, 33 CAC, CET, CV, DQ, ET, PRO, PY, R6G, TPA, TPP
P32C Loop 1 88 No effect in vivo/in vitro 29 ACR, PRO, PY
Y40A TM2 94 Substrate binding 29, 34, 51, 52 ACR, CV, DQ, ET, MAC, PRO, TPP
F44C TM2 94 Possible substrate binding 29, 34 BZ, CET, CPB, CV, DQ, MTP, MV, PY, R6G
W45A TM2 70 No effect in vivo/in vitro 29, 33, 34 BZ, CAC, CET, DQ, ET, PY, TPP
L47C TM2 90 Possible substrate binding 29 ACR, BZ, CET, CPB, CV, DQ, ET, MV, PRO, PY,

R6G
P55C Loop 2 94 In vivo/in vitro protein

folding/stability
29 CET, CPC, CPB, CV, MTP, PY, R6G, TPA, TPP

G57C Loop 2 90 Protein folding/stability 29, 36 CAC, CET, CV, MV, PY, R6G
A59C TM3 98 Not previously determined ACR, BZ, CAC, CET, DQ, ET, CV, MTP, PY, TPP
Y60A TM3 88 In vitro substrate binding 51 ACR, BZ, CPC, CET, CAC, DQ, MV, PRO, TPP
I62C TM3 98 Not previously determined CET, CAC, CV, DQ, ET, MV, PY, TPP
W63A TM3 75 Substrate binding 33, 52 ACR, CPC, CPB, ET, MTP, MV, PRO, PY, R6G,

TPA, TPP
S64C TM3 87 Not previously determined BZ, CET, CAC, DQ, ET, MTP, MV, TPA, TPP
V66C TM3 98 Not previously determined ACR, CET, DQ, ET, MV, PY, TPP
V69C TM3 75 Not previously determined ACR, BZ, CET, DQ, ET, MTP, PY, TPA
S72C TM3 75 Substrate binding 29 BZ, CAC, DQ, ET, PY
W76A TM3/Loop 3 50 Protein folding/insertion 33 BZ, CV, DQ, MTP, PRO, R6G, TPA, TPP
G90C TM4 92 In vitro protein multimer stability 29, 36 CET, CV, DQ, MAC, MV, PRO, PY, R6G
L93C TM4 76 Substrate binding 29, 32 ACR, BZ, CET, DQ, ET, PY, TPP
I94C TM4 80 No effect in vivo/in vitro 29, 32 ACR, BZ, CAC, ET, MV, PRO, PY, R6G, TPP
G97C TM4 97 In vivo protein multimer stability 29, 36 ACR, BZ, CET, CAC, DQ, ET, MAC, MTP, MV,

PRO, PY
L103C TM4 75 Not previously determined BZ, CET, CAC, DQ, ET, MAC, TPP
S105C TM4 80 Not previously determined BZ, CET, CAC, DQ, ET, MTP, TPP, PY
aPercent identity values were determined from an alignment of 92 taxonomically diverse EmrE homolog sequences (37).
bQCCs in plain font indicate those for which the residue replacements led to a �2-fold reduction in MIC from that for the WT. QCCs highlighted in bold identify
compounds for which the residue replacements led to a sensitivity similar to that in previous studies. Underlined QCCs indicate drugs for which residue
replacements led to a 2-fold increase in the MIC compared to that for the WT.
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predicted substrate binding pocket than their location in variants that were more QCC
specific.

RESULTS
Few EmrE variants with conserved residues contribute to QCC polyselection. To

identify conserved EmrE residues with the greatest QCC polyselectivity, agar spot
dilution antimicrobial susceptibility testing of EmrE variants was performed in E. coli
strain JW0451 ΔacrB to measure the MIC values of 17 QCCs for each of the 33 variants
(see Tables S2 to S3 in the supplemental material). This analysis revealed unique profiles
of the MICs of the 17 QCCs tested for each of the 33 EmrE variants (Table S2; Fig. S2),
but only 11 QCCs showed significant �4-fold differences in MICs and were included in
the final analysis (Fig. 1). Data for QCCs methyltriphenylphosphonium (MTP), cetylpyr-
idinium chloride (CPC), cetylpyridinium bromide (CPB), myristalkonium chloride (MAC),
and tetraphenylarsonium (TPA) were omitted from the final analysis due to their MIC
values for any variant failing to exceed �2- to �2-fold changes. Hierarchical agglom-
erative clustering analysis was used to group variants and drugs to visualize patterns
between different EmrE variants and particular QCCs (Fig. 1 and S2). EmrE E14D variants

FIG 1 A hierarchical agglomerative cluster heatmap of the MIC values of 11 different QCCs determined for EmrE variants.
The fold change in the MIC for EmrE variants (y axis) exposed to each QCC tested (x axis) is shown on the heatmap (refer
to the key). EmrE variants (V) were grouped into 2 main clusters, V1 and V2, and the letters above the indicated nodes (a
to d) are discussed in the text. Each EmrE variant is listed on the right-hand y axis and colored according to its TM position.
All QCCs are listed on the bottom x axis and the results presented in the heatmaps above and below the QCCS correspond
to those QCCs. The purple heatmaps below the QCCs on the bottom x axis indicate specific chemical structural features
for each drug. Dendrograms on the left y axis and top x axis show cladistic associations between EmrE variant MICs and
QCCs, and the clusters are discussed in text according to the labels for the EmrE variant clusters (V1-V2a-V2d) and QCC
clusters (Q1 to Q4).
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were included as a polyselective control, and as expected, fold change reductions in the
MICs of the most QCCs tested (15 of 17) were demonstrated for EmrE E14D variants,
reconfirming the importance of E14 as an active-site residue. Since the E14D variant
showed no differences in the MICs of rhodamine 6G (R6G) and MAC from those of the
WT, EmrE E14A replacements were generated and the variants were retested against
the WT with the QCCs ET, dequalinium (DQ), R6G, and MAC (Table S2). The MICs of
these QCCs for these E14A variants were reduced �4- to �8-fold (Table S2), confirming
that more severe amino acid replacements were necessary to completely eliminate QCC
resistance, similar to the findings of a previous study (19).

The results of the clustering analysis in Fig. 1 highlight three main findings from the
MIC data set. The first finding indicates that only 14 of the 31 EmrE variants with
conserved residues showed consistent reductions in MICs similar to those for the
polyselective control, the E14D variant; the V1 cluster demonstrated a ��4-fold
change in MIC values for two or more QCCs (Fig. 1, V2b-c). Besides the E14D variant, the
most significant polyselective variants were the A10C (5 QCCs), F44C (5 QCCs), L47C (6
QCCs), and W63A (5 QCCs) variants, where pyronin Y (PY) was the only QCC in common
for all variants. Plotting of these polyselective variant residue locations onto TM helical
wheel maps of the X-ray diffraction EmrE dimer suggested that all 4 of the most
polyselective residues were located close to the drug-binding pocket, as we would
expect for polyselective residues (Fig. 2). The remaining 10 polyselective residues
identified in cluster V2b-c (Fig. 1) also appeared to be located on TM sides and regions
of loops (Fig. 2) shown to be important for QCC binding in past experiments (Table 2).
Hence, less than half of the EmrE variants with conserved residues generated in this
study were significantly polyselective for more than 2 QCCs, which is in contrast to the
proposed hypothesis suggesting that even conserved residues may be important for
drug specificity.

Some conserved-residue replacements enhanced aromatic QCC resistance. The
second finding was that more than half of the EmrE variants with conserved residues
(in which the residue was replaced with either cysteine or alanine) showed increased
resistance (�2- to �4-fold changes in MIC values) to two or more polyaromatic QCCs:
ET, ACR, PY, proflavin (PRO), crystal violet (CV), and R6G (Fig. 1, V1, V2a, and V2d). The
most significant increases in MIC values (�4-fold) were observed for PY- and ET-
exposed EmrE variants I11C, V15C, P32C, I62C, L93C, and S105C (Fig. 1). After plotting
the locations of these 6 variants on TM helical wheel projections, all 6 residues (where
the I11C and V15C variants plotted to TM1, the P32C variant to loop 1, the I62C variant
to TM3, and the L93C and S105C variants to TM4) were found to be located on TM sides
or loops that were farther away from the proposed dimeric drug-binding pocket (Fig.
2). This may suggest that aromatic QCC interactions may require greater protein
domain involvement. When variants were plotted onto Venn diagrams according to
aromatic QCC MIC values (Fig. 3), the number of conserved EmrE positions involved in
aromatic QCC activity enhancement may be influenced by the degree of ring planarity
(ACR, PRO, PY � ET, CV, R6G) and polyaromaticity (2 rings, MV; 3 rings, ACR PRO, PY, and
CV; 4 rings, ET and CV).

Greater QCC chemical complexity identified more EmrE variants with con-
served residues. The third finding was the relationship between QCC chemical prop-
erties and the MIC values for the EmrE variants. Dequalinium (DQ) produced the
greatest MIC reductions (�4- to �64-fold changes in the MIC) for all but 7 EmrE variants
(the T18C, G57C, I94C, W63C, P32C, I11C, V15C variants; Fig. 1). DQ possesses 3 of the
4 major distinguishing chemical features used for QCC selection in this study; DQ is a
dicationic, acyl C10 chain-linked polyaromatic compound (Table 1; Fig. S1). All other
QCCs included in the study, including MV, the only other dication in this study,
possessed one or two of these features at most. MV possesses 2 aryl rings separated by
a single carbon bond and is typically used as an EmrE substrate for polyvalent cation
testing (Table 2). Our results suggest that the presence of 3 chemical properties rather
than 1 or 2 may require the involvement of more conserved residues, as we observed
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FIG 2 Locations of EmrE variants with conserved residues on TM helical wheel projections derived from the highest resolved structure of dimeric EmrE. (A and
B) The 3.8-Å X-ray diffraction crystal structure of dimeric antiparallel EmrE bound to TPP (PDB accession number 3B5D) (6). Dimers are colored to identify each
monomer (green, monomer A; magenta, monomer B). Front views of the dimer within the membrane bilayer plane (represented as black bars) and top-down
views of the EmrE dimer relative to the membrane plane are shown. A red ball-and-stick structure of TPP is included to indicate the position of TPP within the
dimer. Panel A is color coded to highlight residue positions that resulted in the enhanced polycyclic resistance shown in panel C. Panel B is color coded to
highlight the increasingly polyspecific residues shown in panel D. Each TM strand in the monomer is numbered 1 to 4 from the amino to the carboxyl terminus
in each monomer and lettered A or B in all panels. (C and D) Top-down helical wheel projections generated from the EmrE dimer structure shown in panel
B. The residues highlighted on the structures shown in panels A and B correspond to EmrE variants with enhanced polycyclic resistance at 4-fold MIC values

(Continued on next page)
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for most EmrE variants (Fig. 1). Further testing of EmrE variants for susceptibility to DQ
and other QCCs may be useful in future EmrE studies. Cetrimide (CET) resulted in the
second most severe reduction in the MICs (��4-fold change in the MIC) for the EmrE
variants tested herein (Fig. 1). Unlike DQ, CET is an amphipathic detergent consisting of
a trimethylated ammonium cation linked to a single acyl chain of various lengths (C8 to
C18) (Table 1; Fig. S1). Our analysis of QCCs with fixed acyl chain lengths (cetalkonium
chloride [CAC], MAC, cetylpyridinium chloride [CPC], or cetylpyridinium bromide [CPB])
or a cation located in aryl rings (benzalkonium [BZ]) often identified fewer EmrE variants
with significant fold change reductions in MICs compared to the MICs for the WT. This
may suggest that less chemical complexity requires fewer conserved EmrE residues (Fig.
1 and S2). Reduced MIC values were also observed for larger, tetra- and triphenylated
polycyclic aromatic QCCs (TPP, tetraphenylarsonium chloride [TPA], and MTP) by spe-
cific EmrE variants that exhibited enhanced fold changes in MICs (Fig. 1). Some

FIG 2 Legend (Continued)
(solid blue symbols), and variants that resulted in a 2-fold MIC for increased polycyclic QCC resistance are colored in cyan in panel C. EmrE variant positions
that conferred significant resistance (��4-fold changes in MIC values) to more than 5 QCCs that differed by 2 or more chemical features are colored in red
in panel D, and moderately polyspecific EmrE variants that conferred significant resistance (��4-fold changes in MIC values) to 3 or 4 QCCs that differed by
2 or more chemical features are colored in orange in panel D. TM residues are presented as circles and dashed lines, and diamonds indicate residues located
in turns or termini on the helical wheel projection diagrams. The large gray spheres in the center of each dimer labeled TPP indicate the relative position of
TPP/ligand. Outlined residues highlight the locations of residues involved in QCC/substrate binding, participate in protein multimerization, influence protein
folding/complex stability, or have an unknown or no effect on the basis of the findings of the previous studies listed in Table 2.

FIG 3 Venn diagrams summarizing MIC differences between EmrE variants and QCCs with particular
chemical features. (A) EmrE variants that conferred enhanced resistance to specific polycyclic aromatic
compounds. Underlined EmrE variants demonstrated significant 4-fold changes in MIC values. (B) A
summary of EmrE variants that increased susceptibility (��4-fold change in MIC values) to �1 QCC
separated according to 4 major structural features: dicationic (MV and DQ), acyl chained (CPC, CPB, CET,
MAC, CAC, BZ, DQ), polycyclic (ET, ACR, PRO, PY, CV, R6G, DQ, MV), and tri- and tetraphenylated (MTP,
TPP, TPA).
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variations in these MIC patterns may be attributed to changes in the central cation
atom (P� in TPP versus As� in TPA) and the replacement of a methyl group by a phenyl
group (MTP versus TPP). Therefore, QCCs that possess greater structural variation, a
larger size, and greater polycyclic aromaticity appear to require the involvement of
more conserved residues, based on the pattern of the MIC resistance profiles of EmrE
variants with conserved residues.

DISCUSSION

This study has demonstrated that only 1/4 of all conserved residues in EmrE are
involved in drug binding and QCC polyselectivity, in contrast to the proposed hypoth-
esis (12–14, 16). To emphasize this point, even the E14D variant with the replacement
of the active-site E14 residue showed WT MIC values for 2 QCCs (R6G and MAC), which
indicates that even the active-site residue can withstand some alteration and which
highlights the dynamic plasticity of this protein. Our findings are in agreement with
those of recently published studies suggesting that EmrE is highly flexible with regard
to drug binding and adopts a free-exchange model for drug and proton transport (20,
21). Hence, having fewer conserved polyspecific residues in a flexible protein complex
may be helpful for greater substrate recognition.

Many of the conserved EmrE residue replacements examined herein, W63, Y40, Y60,
G90, and G97, were previously characterized (Table 2), and our MIC data are in
agreement with those for previously tested QCC substrates, MV, TPP, ACR, and ET (see
Tables S2 and S3 in the supplemental material). New insights into the QCC resistance
attributed to 8 uncharacterized conserved EmrE residues (F27C, A59C, I62C, S64C, V66C,
V69C, L103C, and S105C) have also been identified, some of which are important for
aromatic QCC selection (I62C, S105C) (Table 2; Fig. 1). Our study also provides new MIC
data for the QCCs MAC, TPA, and stearylalkonium chloride (STAC), which have been
examined only as in vitro ligands in biophysical EmrE protein experiments (with DQ [22,
23] and MTP [24]). Altogether, this analysis identifies key conserved EmrE residues
involved in QCC polyselectivity but also highlights residues and protein domains that
may play a role in specific drug selection or protein stability.

In an effort to examine the resistance attributed to conserved residues of unmod-
ified EmrE, all variants were expressed in E. coli ΔacrB strains without an affinity tag. Our
goal was to examine the resistance conferred by EmrE which had the least amount of
modifications to avoid drug selection biases stemming from the affinity tag itself, as
noted in a recent study (17). The vast majority of studies involving EmrE have involved
the addition of an affinity tag (as reviewed in reference 1), specifically, a C-terminal
myc-His6 tag, which extends the protein by 30 amino acids and reduces its solubility but
not membrane targeting (17). Furthermore, each EmrE variant that we examined
conferred resistance to at least 2 or more QCCs similar to that for the WT (Fig. 1 and S2),
suggesting that all variants actively accumulated in the membrane to enhance or
reduce drug resistance (Fig. S2). In an effort to verify if the EmrE variant protein was
indeed accumulated and targeted the membrane, we used an organic extraction
technique (25) developed to isolate the accumulated EmrE protein from E. coli JW0531
membranes in strains lacking emrE. Although this technique is ideal to purify untagged
protein, it was unable to accurately quantify exact amounts of the EmrE variant protein
within membranes to concentrations below 10 �g/ml, since a portion of the protein (an
estimated 20 to 60%) is lost as a highly insoluble lipid-bound fraction (25) (Fig. S5). This
at least confirms that untagged EmrE variants accumulate in E. coli membranes, but it
cannot distinguish if reduced MIC values were due to significantly less protein accu-
mulation, protein misfolding/mistargeting, or the loss of substrate binding. Despite this
factor, all EmrE variants showed WT levels of resistance to one or more QCCs, high-
lighting the resilience of the protein to sequence variation. It should be noted that
differences in ligand binding, protein folding, and MIC values for affinity-tagged EmrE
and untagged EmrE were identified and suggested that untagged EmrE binds ligands
(TPP, MV, ET, CPC) more tightly and conferred higher levels of drug resistance in a
recent study (17). This highlights the importance of studying unmodified versions of a
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protein along with tagged constructs and now provides greater insight into the
resistance conferred by native EmrE protein.

Despite their low conservation in EmrE homologues, transient disulfide bonding
between the three preexisting Cys residues (C39, C41, and C95) may potentially be
responsible for enhancements and reductions in the QCC MIC by EmrE Cys replacement
variants in this study. Stable disulfide bond formation in previous EmrE protein studies
has reportedly required the exogenous addition of a strong oxidizing agent to catalyze
its formation (26–29). If stable disulfide bonding was a significant factor in drug binding
and function, we would expect that these residues would be well conserved, and stable
disulfide bond formation would restrict drug access or multimerization for all substrates
tested, which was not observed, as reported by cross-linking studies. We would also
expect to observe consistent reductions in the MICs of all QCCs tested for the same
EmrE variant, which was also not observed in our study. Additionally, these Cys residues
have poor positional conservation within 290 taxonomically diverse EmrE homologues,
indicating that Cys cross-linking is not an essential element in a QCC or H� transport
mechanism model of EmrE, as highlighted in recent biophysical studies of purified EmrE
(8, 30).

Another important note is that due to the use of MIC values to interpret EmrE
variants and the lack of side chain resolution in the highest resolved structure of EmrE
(3.8 Å) (6), this study cannot distinguish whether EmrE variants alter the MIC due to
folding or drug binding. However, it did identify distinct QCC resistance patterns for
variants with conserved-residue replacements, reaffirming the importance of residues
now studied to a much larger drug collection. Our study supports previous findings
suggesting that the replacement of residues L7, A10, and M21 forms a polyselective
substrate region on the same face of TM1 with active-site residue E14 (Table 1). We also
identified that the V15, T18, and G17 residues, located on adjacent sides of the TM1
binding face, participate in polycyclic aromatic selectivity (Fig. 2 and S3). SMR protein
loops are known to participate in multimerization and influence the insertion topology
(31, 32), and as such, they are expected to influence QCC resistance (MICs) (29, 33). Our
findings suggest that the replacement of conserved residues found in loops 1 and 2
influences QCC resistance selection. The P32C replacement in loop 1 enhanced resis-
tance only to the polycyclic QCCs PY (4-fold), ACR (2-fold), and PRO (Fig. 3A), suggesting
that the loss of this bend-inducing residue improved tricyclic aryl ring selection. In loop
2, the P55C and G57C variants had a notable loss of resistance to structurally unrelated
QCCs (Fig. 3B), suggesting that the loss of either a helix-breaking proline or a turn-
favoring glycine altered EmrE polyspecificity in this short loop (Fig. 2, S1, and S2).

The findings obtained with variants in which four highly conserved residues located
on TM2 (Y40, F44, W45, L47) were replaced (Table 2; Fig. 1) were in good agreement
with those of previous analyses suggesting that TM2 conserved residues tolerate
greater residue diversity (34) and that the majority of residues in TM2 are moderately
to poorly conserved (9). Our analysis suggests that the different faces of TM2 may be
important for QCC polycyclic selectivity (the W45A and Y40A variants) and drug
polyspecificity (the L47C and F44C variants), based on EmrE variant MIC data (Fig. 1, 2,
S2, and S3). The replacement of each of the 4 tryptophans reaffirmed the importance
of W63 as the most polyspecific (14, 33, 35) and also indicates that 3 of the 4 Trp
replacements (W31A, W45A, and W76A) contribute toward greater QCC polyselectivity
(Fig. 3B).

Previous structural studies of EmrE TM3 suggests that TM3 is flexible and plays a
pivotal role in the movement of substrates across the membrane (16). Based on this
role, it is not surprising that the highest number of conserved residues were identified
on TM3 (Table 2) (9). In our study, the amount of different QCCs and variant combi-
nations which were located in TM3 that we identified (Fig. 1) suggests that TM3 is the
main contributor to QCC polyselectivity.

Finally, conserved residues G90C and G97C, located in TM4, were shown in a
previous study to form a EmrE multimerization domain with a G90X6G97 motif (36). In
our study, the G90C and G97C variants demonstrated moderate polyspecificity for 3 or
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4 of the 11 QCCs, where the G97C variant differed from the G90C variant by significantly
(a ��4-fold change in the MIC) reducing tolerance to CET (Fig. 1). It was expected that
either variant with a glycine replacement in TM4 would reduce MIC values for all QCCs
on the basis of previous findings (36), since stable multimerization should be essential
for drug transport, as demonstrated in vitro (16). Based on our findings, the loss of
individual glycines resulted in reductions in the MICs of most QCCs of ��2-fold,
indicating that these variants were somewhat influential on polyselectivity (Fig. S2).

Conclusions. This study emphasizes the importance of examining more substrates
when determining EmrE residue involvement in QCC specificity and polyselectivity (Fig.
3A and B). Our findings confirm that few conserved residues are polyselective and
suggest that drugs with greater chemical complexity require a greater involvement of
more conserved residues located around the drug-binding pocket of EmrE.

MATERIALS AND METHODS
E. coli strains, plasmids, growth conditions, and QCCs used. Keio Collection E. coli K-12 strain

JW0451 with a deletion of acrB in the AcrAB-TolC efflux pump system was used for MIC determination,
on the basis of the findings of previous studies demonstrating that AcrAB obscures the QCC resistance
phenotypes of EmrE variants under the experimental conditions used in this study (37). E. coli DH5� was
used for cloning and plasmid isolations. A previously constructed vector, pMS119EH, containing a cloned
wild-type copy of the E. coli K-12 emrE gene (pEMR-11) (25) was used to generate all single-codon EmrE
variants. All experiments included the parental vector pMS119EH as a negative control for antimicrobial
susceptibility experiments. All plasmid-transformed strains were grown at 37°C in shaking incubators
(200 rpm) in Luria-Bertani (LB) broth or agar medium with 100 �g/ml ampicillin (AMP) to maintain
plasmids.

Construction of EmrE variants. PCR-based site-directed mutagenesis of the emrE gene in pEMR-11
was performed according to a previously described method (38) to generate each of the 33 EmrE variants
using the conditions described in a previous study (39) (see Table S1 in the supplemental material). The
primer pairs used to generate each codon replacement are provided in Table S1 (Integrated DNA
Technology, IA). Each PCR-generated EmrE variant was sequenced by Sanger sequencing (Eurofins
Genomics, Toronto, ON, Canada) using upstream Ptac promoter primer Ptac to verify the accuracy of
single-codon EmrE mutations. The full sequence of every emrE variant gene as well as the parental
plasmid included in this analysis was sequenced by Sanger sequencing to verify that the correct codon
mutation was generated after PCR. Plasmids were sequenced a second time from JW0451 transformants
to verify that the emrE mutations were unchanged. No compensatory mutations were identified in any
variant emrE sequences. The majority of EmrE residues (31 of 33) targeted for mutation were selected on
the basis of their high degree of conservation (�70% residue identity) in protein alignments of 290
taxonomically diverse EmrE homologues from a previous bioinformatic study (9) (Table 2). The W31A and
W76A variants, exhibiting moderate conservation (50 to 60% identity; Table 2), were also selected for
statistical comparisons of conserved residues. All targeted residues were replaced with either cysteine or
alanine, since both of these amino acids have the advantage of maintaining overall protein hydropho-
bicity and neither has a strict localization preference when considering the amino acid distributions in
membrane protein structures (40–42). Cys residues were selected for the majority of amino acid
replacements in this study on the basis of their side group neutrality, their lack of conservation at any
particular position (9), their potential to generate the most severe loss of activity alterations in the EmrE
variants due to transient disulfide bond cross-linkages, and the lowest frequency of occurrence of Cys in
EmrE homologues (the number of cysteines present in 290 EmrE homologues was the lowest of all amino
acids, 0.9 � 0.9) (9). Ala residues were also selected to generate short hydrophobic residue replacements
for all tryptophan and tyrosine aromatic residues; in addition, variants with changes to the G17 and L7
positions were selected. The replacement of the active-site residue E14 by an aspartate (E14D) or alanine
(E14A) was selected on the basis of previous studies demonstrating its deleterious effect on drug
resistance, and these variants served as an important internal resistance control (10, 19).

To verify the expression and protein accumulation of EmrE variants in E. coli membranes, whole
membranes were isolated from each JW0531 ΔemrE plasmid transformant culture and EmrE variant
proteins were purified using an organic extraction reverse-phase gel filtration method and visualized by
sodium dodecyl sulfate (SDS)-Tricine polyacrylamide gel electrophoresis as described in the data file
“Supplementary Materials and Methods” and Fig. S5 in the supplemental material.

Agar spot dilution QCC susceptibility testing experiments for MIC determination. A total of 18
QCCs were purchased from Sigma-Aldrich (St. Louis, MO, USA) or Novo Nordisk Pharmatech A/S (Køge,
Denmark). Each QCC was selected on the basis of its use in previous studies involving EmrE and chemical
properties as a disinfectant or industrial surfactant (Table 1 and Fig. S1). The concentration ranges used
for QCC susceptibility testing experiments are listed in Table 1. Expression of EmrE variants was
accomplished by leaky Ptac promoter induction, which has been shown to be less toxic to E. coli strains
than IPTG (isopropyl-�-D-thiogalactopyranoside) induction, which produced detectable protein within
the membrane, and which conferred a resistant phenotype, as previously shown (39, 43). Agar spot
dilution experiments were performed as described previously (44) with the following modifications: all
overnight (16-h) LB broth cultures were standardized to an optical density at 600 nm of 1.5 units prior
to being diluted 10�1 and 10�2 into fresh medium in a 96-well microtiter plate. One microliter from each
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diluted culture was spotted with a 48-pin replicator (Boekel Scientific, PA) onto LB-AMP agar plates
containing a defined QCC concentration (Table 1). Culture spotting was randomized to account for any
plate location bias on MIC determination. The plates were incubated for 16 h, and MICs were calculated
as the lowest QCC concentration that resulted in a total lack of colony/spot formation. Experiments were
repeated in triplicate (see the data set in Fig. S4), and the mean MICs from these studies are reported in
Table S2.

Statistical analyses. Statistical analyses were performed on MIC data derived from a 10�2 spot
dilution since this dilution achieved significant and reproducible ��2-fold MIC differences between
pEMR-11 and pMS119EH transformants. The QCC STAC was excluded from analysis since it failed to meet
a minimum �2-fold MIC cutoff. MIC values were used in hierarchical clustering analyses and were scaled
according to the equation fold changeQCC � variantQCC/WTQCC, where fold changeQCC is the fold change
in the MIC for the QCC, which is the ratio of the mean EmrE variant MIC value (variantQCC) divided by the
mean WT EmrE MIC value (WTQCC) for the same QCC (Table S3). Hierarchical agglomerative clustering
analysis was performed on the MIC data set using R statistics software (45) and the heatmap.plus package
(46). Values listed on each dendrogram show the approximately unbiased (AU) and bootstrap probability
(BP) P values obtained after 100 bootstrapped replicates using the R statistics pvclust package and
function (47). k-means cluster analysis was used to estimate the significance of various distance and
linkage metrics, and from this analysis, a Euclidean distance method using Ward linkage resulted in the
most significant number of clusters. Fourfold changes in the MIC value were determined to be the most
significant (P � 0.001) when those values were compared to 2-fold changes in the MIC values (P � 0.05)
(Fig. S2), on the basis of MIC data obtained for EmrE E14D/E14A (Table S3); hence, the results for 11 QCCs
were selected for final assessment (Fig. 1). Venn diagrams of correlated QCC chemicals or properties and
EmrE variants were generated using the R statistics VennDiagram package and function (48), using the
selection criteria described in the Fig. 3 legend.

TM helical wheel analysis. Helical wheel projections derived from the highest resolved (3.8-Å) X-ray
diffraction crystal structure of the EmrE dimer bound to TPP (PDB accession number 3B5D) (6) were
selected for EmrE variant mapping (Fig. 2). It is important to note that this model has insufficient
resolution to precisely assign residues; therefore, all conclusions drawn from helical wheel projections are
primarily interpreted from helical positioning. Helical wheel projections were assembled from assigned
TM regions using the program DrawColi (version 1.0) (49).

SUPPLEMENTAL MATERIAL
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