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Abstract

Background: Enoyl-ACP reductase (ENR) catalyses the last reduction reaction in the fatty acid elongation cycle in bacteria
and is a good antimicrobial target candidate. FabV is the most recently discovered class of ENR, but we lack information
about the atomic structure and the key residues involved in reductase activity except for the known conserved tyrosine and
lysine residues in the Y-Xg-K active site motif.

Methodology/Principal Findings: Here we report the crystal structure of FabV from Xanthomonas oryzae (xoFabV). The
crystal structure of this enzyme has been solved to 1.6 A resolution in space group P2,2,2;. The model of xoFabV consists of
one monomer in the asymmetric unit which is composed of 13 a-helices and 11 B-strands, representing a canonical
Rossmann fold architecture. Structural comparison presents that the locations of the conserved tyrosine (Y236) and lysine
(K245) residues in the Y-Xg-K active site motif of xoFabV and the Y-Xs-K motif of ecFabl are notably similar. However, the
conformations of Y236 in xoFabV and Y156 in ecFabl are distinct. Structure-based site-directed mutagenesis and enzymatic
activity assays reveal that in addition to the conserved Y236 and K245 in the Y-Xg-K motif, Y53, D111 and Y226 are key
residues implicated in the reductase activity, and F113 and T276 are also important for enzyme function. Moreover, a
proposed active lysine located immediately after the Y-Xg-K motif in FabV from Burkholderia mallei (bmFabV) is altered to an
inactive V246 in xoFabV.

Conclusions/Significance: We determine the first crystal structure of the FabV enzyme and identify several residues
important for its enzymatic activity. These findings lay a solid foundation for the development of specific antibacterial
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Introduction

Fatty acid synthesis (FAS) is critical for many organisms except
the archaea. The cytosol of mammalian cells and fungi utilise the
FAS T system in which the active sites reside in one and two
multifunctional proteins, respectively. The FAS II' system in
bacteria (and in plants, apicomplexan protozoa and mitochondria)
uses several discrete monofunctional enzymes that catalyse each
single reaction, which makes these enzymes attractive targets for
specific antibacterial agents [1,2]. In particular, enoyl-ACP
reductase, which catalyses the last reduction reaction in the fatty
acid elongation cycle using trans-2-acyl-ACP as the substrate in an
NAD(P)H-dependent manner, is a vital enzyme and, therefore, is a
promising antimicrobial target. At present, four distinct ENR
members, Fabl, Fabl.,, FabK and FabV, have been identified.
Fabl is a member of the short-chain dehydrogenase/reductase
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(SDR) superfamily, and its coenzyme-binding site has the classical
Rossmann fold motif. The homologues from Escherichia coli
(ecFabl) and Mycobacterium tuberculosis (InhA) both have the Y-Xg-
K motif in which the conserved tyrosine protonates the substrate
enoyl-thioester and the lysine interacts with the hydroxyl groups of
the nicotinamide ribose moiety [1]. Fabls from various bacteria
can be inhibited effectively by triclosan, isoniazid or diazaborine
through the formation of a FabI-NAD(H)-inhibitor ternary
complex [3-7]. The interaction between Fabl and NAD" is weak
[3]; however, Fabl can bind strongly to NAD™ in the presence of
diazaborine or triclosan [3,6]. Like Fabl, FabL from Bacillus subtilis
(bsFabL) is a member of the SDR superfamily and possesses a
Rossmann fold structure and the Y-X¢-K motif [8]. It is reversibly
inhibited by triclosan but does not form a stable ternary complex
with NAD" and triclosan [9]. Interestingly, FabK is unrelated to
the SDR family. It is a triclosan-resistant flavoprotein [10] that
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forms a triose phosphate isomerase (TIM) barrel structure [11]
rather than the Rossmann fold structure.

FabV is the most newly discovered class of ENR [2]. It exists in
a variety of organisms, including some clinically important
pathogens and serious plant pathogens, such as Vibrio cholerae,
Yersinia  pestis, Pseudomonas —aeruginosa, Burkholderia species and
Xanthomonas species. FabV from V. cholerae (vcFabV) consists of
402 residues and exists as a monomer protein in solution. It is
active with both crotonyl-ACP and the model substrate crotonyl-
CoA; in addition, FabV strongly prefers NADH to NADPH, and
it could not be inhibited effectively by triclosan, even in the
presence of NAD*. Through the kinetic and mutagenesis studies of
FabV from Burkholderia mallet (bmFabV) [12], two conserved active
site residues, tyrosine (Y235) and lysine (K244), were found to be
organised in a Y-Xg-K motif. Furthermore, a second conserved
lysine (K245) residue was identified. Although another conserved
tyrosine (Y225) was indicated, no further information was given.
Finally, a hydrogen bonding network among these three active
residues (Y235, K244 and K245), the cofactor and the enoyl-ACP
substrate was proposed. In the hypothetical model, Y235 stabilises
the enoyl-ACP substrate and interacts with K244 via a hydrogen
bond between the hydroxyl group of Y235 and the side chain
nitrogen atom of K244; K244 interacts with both the cofactor
NADH and the substrate, while K245 only interacts with the
substrate.

Up to now, no crystal structure of any FabV enzyme has been
determined. Here, we report the whole structure of xoFabV from
X. oryzae, a serious pathogen that causes blight disease in rice [13],
and we identify the key active residues involved in the reductase
activity.

Results and Discussion

Crystal structure of xoFabV

The native xoFabV consists of 402 residues, excluding the N-
terminal His tag and thrombin cleavage site, with a molecular
mass of 45,800 Da. We successfully crystallised the full-length
selenomethionine-substituted xoFabV (SeMet-xoFabV) without
removing the N-terminal His tag and the thrombin cleavage site.
The crystals diffracted to 1.6 A resolution under synchrotron
illumination (Table 1). Phase information was obtained by two-
wavelength MAD phasing.

The SeMet-xoFabV crystal contains one monomer in the
asymmetric unit. The density map was of high quality and allowed
us to build an almost complete model containing 390 residues
(C12-L401) but lacking the His tag and thrombin cleavage site at
the N-terminus and A402. Each xoFabV monomer consists of 13
a-helices (ol — a13) and 11 B-strands (B1 — B11) (Fig. 1). Strands
B1 — B4 and B9 — 11 form a parallel B-sheet located at the centre of
the structure. This B-sheet is flanked on one side by helices 42, a3
and ol0 and on the other by helices a4 — a7, which, taken
together, constitute the canonical Rossmann fold centre. The
other helices and strands are located around the fold centre.
Unlike the strands constituting the B-sheet, strands B5 — 6 and B7
— B8 form two anti-parallel hairpin structures.

Structural comparison of xoFabV and ecFabl

To find the potential catalytic residues implicated in the
reductase activity of xoFabV and to compare the structural
differences between xoFabV and its homologue, the structures of
xoFabV and chain A of ecFabl (PDB id: IMFP, ecFabl complexed
with NAD" and the inhibitor SB611113 [14]) were superposed
using the SSM Superpose function [15] of COOT [16]. Because
eclabl is the most researched homologue of the ENR superfamily

@ PLoS ONE | www.plosone.org

Crystal Structure and Active Residues of FabV

Table 1. X-ray diffraction data collection and refinement
statistics.

Data collection

Se Peak Se Edge

Wavelength (A 0.97902
20—1.60 (1.66—1.60)°

54,290 (5,366)

0.97930
20—1.60 (1.66—1.60)
54,322 (5,380)

Resolution range R)

Unique reflections

Completeness (%) 99.9 (100.0) 99.9 (100.0)
Redundancy 14.3 (14.6) 14.3 (14.6)
Rmerge (%) 7.0 (20.5) 6.2 (20.9)
<l/o()> 64.0 (16.4) 63.5 (15.6)
Solvent (%) 44.2% 44.2%
Space group P2,2,2, P2,2,2,
Unit cell (A) a=50.52 a=50.52
b=74.52 b=74.52
c=107.39 c=107.39

Refinement statistics

Resolution range (A) 19.89—1.60 (1.66—1.60)

Residues/ASU® 390
Water molecules/ASU 277
Rwork (%) 18.5 (14.7)
Riree (%)° 20.5 (18.7)
RMSD bond length (A) 0.006
RMSD bond angle (°) 1.009
Average B-factors (A%) 14.4
Protein 14.1
Water molecules 18.0

Ramachandran Plot
In most favoured regions (%) 93.2
In additional allowed regions (%) 6.8
In generously allowed regions (%) 0

In disallowed regions (%) 0

“Values in parentheses are for the highest resolution shell.

PASU, asymmetric unit.

“Ruwork = Z||Fobs|~| Featc| [/ Z|Fobs|, Where Feac and Fops are the calculated and
observed structure factor amplitudes, respectively.

9Reree = as fOr Ryor, but for 3.7% of the total reflections chosen at random and
omitted from refinement.

doi:10.1371/journal.pone.0026743.t001

and many ternary structures of ecFabl have been resolved
[7,17,18], IMFP was chosen as a representative for the structural
comparison. Although both xoFabV and ecFabl have Rossmann
fold architectures, their overall structures differ dramatically
(Fig. 2). The B-sheet and its flanking o-helices constituting the
fold centre are shifted, and xoFabV is considerably larger (402
residues) than eclFabl (262 residues) and has additional secondary
structures, including helices a1 and ol 1 — 13 and strands 5 — B8
and PB11. However, the functions of these additional secondary
structures in xoFabV are still unknown.

Although there was obvious conformational variation between
the overall structures of xoFabV and eclFabl, potential active site
residues of xoFabV were selected via sequence alignment for
detailed conformational comparison (Table 2). First, we selected
the residues of ecFabl that are involved in interaction with NAD*
as indicated by LIGPLOT analysis [19]. These residues include
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Figure 1. Crystal structure of xoFabV. The structure consists of 13 a-helices and 11 B-strands, representing a classic Rossmann fold architecture.
The secondary structures are shown in different colours and are labelled with the corresponding numbers. (A) Side view. (B) Top view. Figures 1-4
were made using PyMOL (DeLano Scientific, Palo Alto, California, USA; http://www.pymol.org).

doi:10.1371/journal.pone.0026743.g001

120, D64, V65, Y146, K163 (lysine in the Y-Xs-K motif) and
T194 of ecFabl, and the corresponding residues in xoFabV, Y53,
D111, F113, Y226, K245 and T276, respectively. Second, we
selected Y156, the conserved tyrosine in the Y-Xg-K motif of
eclabl that interacts with the inhibitor SB611113 via hydrogen
bonding and the corresponding residue in xoFabV, Y236 (Fig. 3).

Structural comparison showed that the locations of the
conserved tyrosine and lysine residues in the Y-Xg-K motif of
xol'abV and the Y-X;5-K motif of ecFabl were notably similar,
despite the fact that there are two more residues in the former than
the latter. However, the conformations of Y236 of xoFabV and
Y156 of ecFabl are different (Fig. 4). The side chains of the two
tyrosines point to different directions. In eclFabl, Y156 points to
K163, and the distance between the oxygen atom of the hydroxyl

group in Y156 and the nitrogen atom of the K163 side chain is
about 4.5 A. In xoFabV, Y236 does not point to K245, and the
distance is 10.4 A. The conformations of K163 of ecFabl and
K245 of xoFabV are almost identical; they are in the same
position, and their side chains point in the same direction. This
could be explained by the fact that they are both in a long helix
(K245 of xoFabV in helix a7) and are not flexible enough to
change conformation. The difference between the distances of the
conserved tyrosine and lysine residues might lead to the variations
in their abilities to bind the substrate, cofactor or inhibitor. As for
the other residues being compared, D111, Y226 and T276 of
xol'abV are conserved in ecFabl, and the residues corresponding
to Y53 and F113 of xoFabV have been substituted with different
amino acids in ecFabl.

Figure 2. Overall structural comparison of xoFabV and ecFabl. The two structures differ dramatically. The B-sheet and the flanking a-helices
are shifted, and xoFabV has additional secondary structures, including helices a1 and 11 — 13 and strands 5 — 8 and B11, which are shown in
yellow. Other parts of xoFabV are shown in green; ecFabl is shown in magenta. (A) Side view. (B) Top view.

doi:10.1371/journal.pone.0026743.g002
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Table 2. Residues under comparison.

Crystal Structure and Active Residues of FabV

xoFabV? S50 Y53 D111 F113
ecFabl® V14 120 D64 V65

Y226 Y236 K245 V246 T276
Y146 Y156 K163 A164 T194

conserved residues in the Y-Xg-K motif.

conserved residues in the Y-Xs-K motif.
doi:10.1371/journal.pone.0026743.t002

Although no FabV structure has been reported, previous
bioinformatic and mutagenesis studies of bmFabV suggested that
in addition to the conserved tyrosine (Y235) and the lysine (K244)
residues of the Y-Xg-K motif, an adjacent lysine (K245) in
bmFabV also plays an important role in substrate binding.
However, a sequence alignment of vcFabV (YP_001217283.2),
bmFabV (YP_102617.1) and xoFabV using T-Coffee [20,21]
revealed that K245 present in bmFabV (Fig. 5) is altered to a non-
polar valine (V246) in xoFabV.

In addition, we used CD-Search [22] against the Conserved
Domain Database [23] to probe additional potentially key
residues; the results showed that S50 and Y53 (previously
mentioned in the structural comparison) might be involved in

NADH binding.

Plasmid complementation test and NADH oxidation

assay
To determine the interaction network between xoFabV, the
cofactor and the inhibitor, we attempted to co-crystallise xoFFabV

Y226 - Y146

Y236 - Y156

T276 - T194
Y53 - 120
S50 - V14

4550 and Y53 are the predicted conserved residues in the potential NAD(P)H-binding site; V246 is the corresponding residue of K245 in bmFabV; Y236 and K245 are the

©120, D64, V65, Y146, K163 and T194 are involved in the interaction with NAD™; Y156 interacts with the inhibitor SB611113 via a hydrogen bond. Y156 and K163 are the

with NAD* and NAD*-triclosan with different molar ratios, pre-
incubation times and reservoir solutions. Unfortunately, we failed
to observe electron densities for NAD™ or triclosan at the expected
binding sites in any of the crystal structures of the supposed
complexes. This could be explained by the fact that NAD" binds
weakly to xoFabV according to isothermal titration calorimetry
assay (data not shown) and that triclosan is a rapid, reversible
mnhibitor of the FabV enzyme [12]. We also attempted to co-
crystallise the wild-type xoFabV in complex with NADH but were
not able to obtain the complex structure.

As mentioned above, the structures of the potential key residues
of xoFabV and ecFabl are similar, which indicates that these
residues in xoFabV might play a role in reductase activity in a
similar manner to those in ecFabl. To investigate the roles of these
residues in FabV enzymatic activity, we expressed and purified the
following mutants: S50A, Y53A, Y53F, D111A, F113A, Y226F,
Y236A, Y236F, K245A, K245R, V246A and T276A. Because the
N-terminal His tag does not dramatically affect the activity [12],
the tag was not removed by thrombin cleavage. The gel filtration

K245 - K163

<

V246 - A164
F113 - V65

D111 - D64

Figure 3. Structural comparison of individual residues in xoFabV and ecFabl. The individual residues listed in Table 2 are shown in sticks
and balls. Their positions in the overall structures are labelled with circles and are enlarged. The residues of xoFabV are shown in green and are listed
before the hyphen; the residues of ecFabl are shown in magenta and after the hyphen.

doi:10.1371/journal.pone.0026743.9003
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Figure 4. Structural comparison of the Y-Xg-K motif of xoFabV
and the Y-Xg-K motif of ecFabl. Despite the fact that the Y-Xg-K
motif of xoFabV has two more residues than the Y-Xg-K motif of ecFabl,
the conformations of the conserved tyrosine and lysine residues are
similar. The distance between the conserved tyrosine (Y236) and Iysinﬂe
(K245) residues in the Y-Xg-K motif of xoFabV (shown in green) is 10.4 A,
while the distance between Y156 and K163 in the Y-X¢-K motif of ecFabl
(magenta) is 4.5 A.

doi:10.1371/journal.pone.0026743.g004

chromatography curves of all of the mutants were the same as that
of the wild-type xoFabV enzyme, indicating that any variations in
enzymatic activity resulting from mutagenesis were not caused by
conformational changes.

Crystal Structure and Active Residues of FabV

The expression of xoFabV mutants DI111A; Y236A, Y236F,
K245A and K245R in the E. coli fabl (Ts) strain JP1111 [2] did not
restore i uviwo fatty acid synthesis at the non-permissive
temperature of 42°C (Fig. 6). Mutant Y53A partly restored fatty
acid synthesis, while S50A, Y53F, F113A, Y226F, V246A and
T276A restored synthesis to the wild-type level. NADH oxidation
was assayed i vitro with the model substrate crotonyl-CoA. Kinetic
parameters were measured only for wild-type xoFFabV. The values
of keay Emnapn and  Ap, crotonyl-coa Were 1335+145 min~},
18.7£2.0 pM and 293*16.5 uM, respectively (Table 3), indicat-
ing that xoFabV has a similar catalytic efficiency for crotonyl-CoA
compared to bmFabV [12]. For the xoFabV mutants, only
progress curves were measured (Fig. 7). The curves showed that
the enzymatic activities of mutants Y53A, D111A, Y236A, Y236F,
K245A, K245R and T276A were not detected in the NADH
oxidation assay; Y53I and Y226[ catalysed the reduction at about
50% efficiency; F113A had a speed that was one sixth that of the
wild-type and mutants S50A and V246A were as efficient as the
wild-type enzyme.

The results of the i vivo plasmid complementation test and the
wn vitro oxidation assay illustrate that D111, Y236 and K245 are the
most important residues for reductase activity. All of the mutations
mtroduced into these three residues completely abolished enzyme
function. D111 of xoFabV corresponds to D64 in ecFabl, which
interacts with NAD" via hydrogen bonding through the oxygen
atom of the side chain, and their conformations are similar. Thus,
D111 might also interact with the cofactor in the same manner as
D64 in ecFabl. Y236 and K245 are the conserved tyrosine and

vcFabVv IIRMT TIGPROIRGF I CIT T H PG CIEN VIAE QO T ANINENC G ity P KRV L SEIGYGLEERIE\AAF GEGALNT {1
bmFabV (IRMITINPRMMRGFICNT THPRIGCRESIVIME O T ANMMESISGIZIlNNe P KISV L VEGEISING Y GLEWAR TIAA A F G G AV T iy
xoFabV 1 BegHEK Viepange Thgg-05 1 [efoiF R N LiJoRg AT R A R[EVRIN D G K\#n SEIGYGLESSIR INAAF GG A, TINg(i]
vcFabVv ARGV FFERZERININKIZG T AGIRY NIAAA FPPLSR ALINAG LN SIIN GD A F SNISESA(e]lie T il T Eeeivif G OMD LVV'Y SIREREL:]
bmFabV 71 [EAARIARA PADAIAPledw-Xelip4ul SEVSI H DEEVAR REIAOIA TR V)M eas kN B4 DIF T K|H|K TRAD/ARSR RIDIT/ . [efe]VIsRRVATA 4 139
xoFabV 71 [EAARPNK P GTIAISIA [P -NelWhg| SNy D K HEAK|A Aledf Y| SIKE] T Ifednr- W3] DA A R(AID VRE LRI K TIEMGlelo] VISR RVA'S 4] T 140
vcFabV 140 5 VIK MIE DI T8 E LVIRE AN e Nel E T Y| T) S| T|AVSEYN K D|'VEY T IO E TriD TOMY VMG Gle|D BOVESAE 209
bmFabV 140 i3 RIS T HiK|T eV TIHOR] TN se HI A VIR LRG| T DNE|ARKE T L L Qp#NT| P Disla Alskiy 'y 2pvgi{ele | o] B DERAD 209
xoFabV 141 13 VIRK LiZGS[EE VIKIREI AN SR O[T Y[TIATIA L SEYN K DITE§I|Q A S T ERgAS|A QR sy T T\gu{efeiO)s] W IisA LIoA)
veFabV 210 ERYARWHAE[ECKT V) B{L TR I Y Wis GESRGIAKIUD LD ATIAIRN E KA A Klefe TREANAYANSAN S ATSNON-N S 279
bmFabV 210 ARNeASHFADEAKTT YIRG T8y I Y W GERIGIBA KIND L D RERYIFE LINEIN L ABING GINAIRVEV LKV VT Q A S ERPI]
xoFabV 211 GEYeARFIAD[EAR SV Y G| TIiR% T Y WisIGENEGISA KW D L D REWS\ @IS LINFUS L AJJE| G GIE AN VAV LEEIVV T Q A S w1
* * L

vcFabV 280 LNSxVIIeRRYT AMVFIMKIRE Qe Viiede C Mo T|Y RMF|S|QRIMYKEDGSAPENDHNEIRUT M DWIMAR DD I[MQHCRD 349
bmFabV 280 ESSIMUSARYT ST LERVIGKARETEAC Tide]VIDGLILERDSI{SA . . . QPHWAAE GIARAAMRIIAADPAVOARVLE 346
xoFabV 281 ENSyVISRRYT SMV YIATINKE K[ET):84el T T){e) I DR|LFRERMBIR ODGQPAENE ONESRU LIS DWIpAR DDV[DACKA 350
veFabVvV 350 I OR TESHN LSS L T DRIyl Y KINE FESNL F' G F GENNEND Y D Als ViNp=32 FDV|IDILE 401

bmFabV 347 Dle]VEND DIoBf Y| Th#ugs] F|A GRS AIAY T, Riedgle T/D G V)sh 4sFAPWE PNWRIT PNT(. [TEl 397

xoFabV 351 PllVEYTERBAF|EpREgs] V|A GRgMHIY T Kifpede BT DVISRsFADWYA T DA FDCIEL A 402

Figure 5. Full-length sequence alignment of three enoyl-ACP reductase enzymes from different organisms. The sequences are from V.
cholerae, B. mallei and X. oryzae. Y226, Y236 and K245 of xoFabV and their corresponding residues in the other two enzymes are labelled with
asterisks. V246 of xoFabV and its corresponding residues are labelled with a colon. The sequence alignment was performed using T-Coffee, and the

figure was made using ESPript [34].
doi:10.1371/journal.pone.0026743.9g005
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42°C
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42 °C
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D111A F113A Y226F

V246A

Figure 6. /n vivo plasmid complementation test. The functions of the wild-type and mutant xoFabV genes were validated in the E. coli fabl (Ts)
strain JP1111. Growth conditions at 30°C are before induction with arabinose; growth conditions at 42°C are after induction with arabinose.

doi:10.1371/journal.pone.0026743.g006

lysine residues in the Y-Xg-K motif. Although mutagenesis of
Y156F in ecFabl causes a modest decrease in enzymatic activity
[24], the fact that Y236A and Y236F completely lost their activity
suggests that Y236 plays an essential role in the reduction of the
substrate and that it functions via its hydroxyl group. This residue
might function as its corresponding partner in ecFabl (Y156),
which protonates the enoyl-ACP substrate or binds to the inhibitor
through a hydrogen bond. Mutagenesis of K245A and K245R
both diminish enzymatic activity, indicating that K245 is essential
for the interaction with the cofactor NADH, similarly to the role of
Y163 in ecFabl, and the side chain length of K245 is critical for
binding the cofactor.

Y53, F113 and T276 are also key residues for enzyme function
and might interact with NAD" via hydrogen bonds as their
corresponding partners in ecFabl (I20, V65 and T194, respec-
tively). The decreased enzyme activities of mutants Y53A and
Y53F indicate that Y53 probably functions via its aromatic side
chain rather than only by the hydroxyl group. Mutants '113A and
T276A restored fatty acid synthesis @ vivo but had much lower
catalytic efficiencies i vitro than the wild-type xoFabV, suggesting
that they played important roles in reductase activity. Residue
Y226 is the second conserved tyrosine located upstream of the Y-

Table 3. Kinetic parameters for the wild-type xoFabV
enzyme.

k:atIKm
kear (min™") Kon (M) (M~ min™")
NADH Crotonyl-CoA Crotonyl-CoA
13352145 18.7%£2.0 293+16.5 45+0.6

doi:10.1371/journal.pone.0026743.t003

@ PLoS ONE | www.plosone.org

Xg-K motif, and its corresponding residue in ecFabl (Y146)
interacts with both the cofactor and inhibitor via hydrophobic
contacts. The variation in the i vitro enzyme activity assay for the
mutant Y226F reveals that this residue is essential.

Residue V246 corresponds to K245 in bmFabV, which is taken
as a second conserved lysine located right after the Y-X3-K motif.
Although K245 in bmlFabV has been demonstrated to be involved
in the binding of enoyl substrates and probably functions through
its side chain [12], V246 in xol'abV is not a key residue in this
reaction, which may be due to their different substrate specificities.
Residue S50 was predicted to be involved in the NAD(P)H-
binding site in the CD-Search analysis against the Conserved
Domain Database, but the replacement of this residue with
alanine did not abolish its enzymatic activity, indicating that S50
might not participate in the substrate reduction.

As mentioned above, xoFabV has several additional a-helices
(a1 and o1l — o13) and B-strands (B5 — B8 and PI1) compared
with ecFabl. However, the functions of these secondary structures
are not known. To explore their possible roles in the reductase
reaction, a CD-Search analysis against the Conserved Domain
Database was performed. The analysis indicated that xol*abV has
a potential FAD-binding site at its C-terminus, which is conserved
as FGFxxxxxDY where x is any residue. In xoFabV, the sequence
1s FGFGRTDVDY (residues 377-386). To test the ability of the
wild-type xoFabV enzyme to bind FAD, co-crystallisation and
1sothermal titration calorimetry (ITC) assays were performed.
Although the conditions for co-crystallisation between xoFabV
and FAD were optimised, including various molar ratios, pre-
incubation times and reservoir solutions, no convincing electron
density for the FAD molecule could be observed at the predicted
FAD-binding sites in the crystal structures of the supposed
complexes. Also, the ITC assay suggested that the interaction
between xoFabV and FAD might be weak, and no curve could be
fitted according to the titration data. These indicate that the
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Figure 7. Progress curve analysis of the wild-type and mutant xoFabV variants in the NADH oxidation assay. The enzyme activity of
wild-type and mutant xoFabV was determined by monitoring the oxidation of NADH to NAD" at 340 nm. The reaction was initiated by adding the

substrate crotonyl-CoA and was monitored for 10 min at 25°C.
doi:10.1371/journal.pone.0026743.g007

binding of FAD to xoFabV is probably weak; however, the
functions of the additional regions need to be further investigated.

Conclusion

We determined the first crystal structure of the FabV enzyme
with the Y-Xg-K motif and discussed the differences between this
motif and the Y-X4-K motif in ecFabl. Also, we identified the key
residues involved in the reductase activity. Based on the wn vivo
plasmid complementation test and the @ vitro NADH oxidation
assay, D111, Y236 and K245 are found to be the most essential
residues for activity, and Y53, F113, Y226 and T276 are also
important for catalysing substrate reduction. Structure comparison
and the LIGPLOT analysis suggest that i) Y53, D111, F113, K245
and T276 might interact with the NADH cofactor; ii) Y226 might
interact with both the cofactor and substrate (or inhibitor) and i)
Y236 might interact with the substrate (or inhibitor). These
findings are extremely useful for the development of antibacterial
inhibitors specific for the FabV enzyme in the pathogenic bacteria.

Materials and Methods

Enzyme expression and purification

The Xanthomonas oryzae pv. orpzae KS-1-21 strain [25] was a gift
from Prof. Shiping Wang of Huazhong Agricultural University.
The entire xoFabV gene was amplified by PCR using a single
colony of the KS-1-21 strain as the template. Primers designed for
cloning are listed in Table 4. The gene was inserted into the pET-
28b(+) vector using the 5" Nde I and 3’ Hind I restriction sites,
and a sequence encoding a His tag and a thrombin cleavage site
was introduced upstream of the xoFablV gene. The recombinant
SeMet-xoFabV was expressed as described [26] except that the
pET-28b(+) vector and E. coli BL21(DE3) strain were used. After
harvesting the bacteria by centrifugation, the cells were lysed by
sonication in equilibration buffer (50 mM Tris-HCIL, 500 mM
NaCl, 50 mM imidazole, pH 8.0), and the lysate was then applied
to Ni**-affinity resin (Chelating Sepharose'™ Fast Flow, GE

@ PLoS ONE | www.plosone.org

Healthcare, NJ, USA) in a Poly-Prep™ chromatography gravity
column (Bio-Rad, CA, USA). After washing the column with
equilibration buffer, the target protein was eluted with Tris-HCl
buffer containing 200 mM imidazole. The protein was purified
using a Superdex™ 200 (10/300 GL) column in gel filtration
buffer (50 mM Tris-HCI, 100 mM NaCl, 1 mM DTT, pH 8.0).
The xoFabV monomer was collected and concentrated, and its
concentration was measured by the Bradford method.

The xoFabV mutants S50A, Y53A, Y53F, DI11A, F113A,
Y226F, Y236A, Y236F, K245A, K245R, V246A and T276A were
constructed using the Easy Mutagenesis Kit (TransGen, Beijing,
China). Primers designed for mutagenesis are listed in Table 4.
The wild-type and mutant xoFabV enzymes were expressed in
BL21(DE3) cells at 16°C, and expression was induced by the
addition of 0.2 mM IPTG for 20 h. The purification procedure
was the same as above, but no DT'T was added.

Crystallisation, data collection and structure

determination

SeMet-xoFabV protein crystals were grown using the hanging-
drop vapour diffusion method in a reservoir solution of 100 mM
Bis-Tris (pH 6.5) containing 200 mM NaCl, 1 mM DTT and
15% PEG 3350. Crystals appeared in 24 h and were of high
quality. Two diffraction datasets were collected. The HKL-2000
package [27] was used for data processing. The crystal belonged to
space group P2,2,2,, with cell dimensions of a=50.52 A,
b=74.53 A and ¢=107.39 A. PHENIX [28] was used for two-
wavelength MAD phasing and automatic model building. One
xoFabV monomer was found in the asymmetric unit, and five out
of the six expected selenium atoms were located in each monomer.
Several iterative rounds of manual building in COOT and
refinement in PHENIX were performed until acceptable Ry
(18.5%) and Rpee (20.5%) values were achieved. The stereochem-
ical quality of the final model at 1.6 A was validated using
PROCHECK [29], which showed that 93.2% of the residues are

October 2011 | Volume 6 | Issue 10 | e26743



Table 4. Primers used for cloning and mutagenesis.

Name Sequence®

5" GACCAGGAGTCCCATATGATCATCCATCCCA 3’
5" CATCCAAGCTTTCAAGCCAACTCGATGCA 3’

5" AAAGTACTGGTGATCGGCGCGGCCAGCGGCTA 3’
5" CCGCGCCGATCACCAGTACTTTCTTGGGGCCG 3’
5" GCGCGTCCAGCGGCGCTGGCCTGGCCTCGL 3°
5" GCGCCGCTGGACGCGCCGATCACCAGTACTT 37
5" CGTCCAGCGGCTTTGGCCTGGCC 3

5" AAGCCGCTGGACGCGCCGATCAC 3

5" TAGCAAGTCGATCAATGGCGCTGCGTTTTCCG 3’
5" GCGCCATTGATCGACTTGCTATACAACCCGGCG 3'
5" ATCAATGGCGATGCGGCTTCCGACGCC 3’

5" GCCGCATCGCCATTGATCGACTTGCTAT 3’

5" GCTATCGGGACCGAGATCACCTGG 3’

5" TCTCGGTCCCGATAGCGCTGAAAGCCACGC 3/
5" GCGTGGCTTTCAGCTTTATCGGGACCG 3’

5" AAGCTGAAAGCCACGCTGCGCGC 3

5" CGAGATCACCTGGCCGATCGCTTGGCATGG 3’
5" GCGATCGGCCAGGTGATCTCGGTCCCGAT 3’

5" TCACCTGGCCGATCTTTTGGCATGGC 3’

5" AAGATCGGCCAGGTGATCTCGGTCC 3’

5" GGCGCACTCGGCAAGGCCGCGGTCGATCTT 3’
5" GCGGCCTTGCCGAGTGCGCCATGCCAATAG 3’
5" CACTCGGCAAGGCCAGGGTCGATCTT 3’

5" CTGGCCTTGCCGAGTGCGCCATGCCA 3’

5" CGCACTCGGCAAGGCCAAGGCCGATCTTGAC 3'
5" GCCTTGGCCTTGCCGAGTGCGCCATGC 3’

5" GGTGCTCAAGTCGGTGGTCGCCCAGGCCAG 3'
5" CGACCACCGACTTGAGCACCGCCACATTGG 3’

xoFabV forward

xoFabV reverse
S50A forward
S50A reverse
Y53A forward
Y53A reverse
Y53F forward
Y53F reverse
D111A forward
D111A reverse
F113A forward
F113A reverse
Y226A forward
Y226A reverse
Y226F forward
Y226F reverse
Y236A forward
Y236A reverse
Y236F forward
Y236F reverse
K245A forward
K245A reverse
K245R forward
K245R reverse
V246A forward
V246A reverse
T276A forward
T276A reverse

“Restriction sites and mutated sites are underlined.
doi:10.1371/journal.pone.0026743.t004

within the most favoured region of the Ramachandran plot and
6.8% are within the additional allowed region. The Matthews
coefficient [30] was 2.1 A®Da™!, and the solvent content was
44.2%.

Plasmid complementation test and NADH oxidation

assay

To test their abilities to restore i vio fatty acid synthesis, wild-
type and mutant xoFabV genes were cloned into the arabinose-
inducible pBAD24 vector [31,32] and transformed into the fabl
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