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ABSTRACT

This study investigated the structural and biophysical characteristics of GumB and GumC,
two Xanthomonas campestris membrane proteins that are involved in xanthan biosynthesis.
Xanthan is an exopolysaccharide that is thought to be a virulence factor that contributes to
bacterial in planta growth. It also is one of the most important industrial biopolymers: The
first steps of xanthan biosynthesis are well understood, but the polymerization and export
mechanisms remain unclear. For this reason, the key proteins must be characterized to better
understand these processes. Here we characterized, by biochemical and biophysical
techniques, GumB, the outer membrane polysaccharide export protein, and GumC, the
polysaccharide co-polymerase protein of the xanthan biosynthesis system. Our results
suggested that recombinant GumB is a tetrameric protein in solution. On the other hand, we
observed that both native and recombinant GumC present oligomeric conformation consistent
with dimers and higher-order oligomers. The transmembrane segments of GumC are required
for GumC expression and/or stability. These initial results provide a starting point for
additional studies that will clarify the roles of GumB and GumC in the xanthan
polymerization and export processes and further elucidate their functions and mechanisms of
action.
Keywords: membrane proteins; xanthan; Xanthomonas campestris; exopolysaccharide
Highlights
—  We report the biochemical and biophysical characterization of the membrane proteins
GumB and GumC of Xanthomonas campestris.
— The recombinant GumB shows to be a tetrameric protein.
— Native and recombinant GumC showed oligomeric conformation.
— Transmembrane segments of GumC are required for its expression and/or stability and

oligomerization.



INTRODUCTION

The first steps of bacterial polysaccharide biosynthesis are well understood, but the
mechanisms involved in polymerization and export through the cell membrane remain
unclear. However, it is well known that membrane proteins are involved in these processes
[1]. Xanthan is an exopolysaccharide of high molecular weight produced by Xanthomonas
spp that is thought to be a virulence factor that contributes to bacterial in planta growth and
that plays a role in biofilm formation [2-4]. Moreover, xanthan is one of the-most important
biopolymers in various industries because of its unique rheological properties [5,6]. Xanthan
is synthesized through a Wzy-dependent pathway [7,8] and requires 12 proteins encoded by
the gum operon [9,10]. Proteins implicated in repeat unit synthesis (GumDFGHIKLM) have
been identified based on experimental data [11-15] while GumE, GumB, and GumC are
proposed to be involved in xanthan polymerization and export, and GumlJ has been postulated
to be the flipase in this system [9,16,17]. Permeabilized Xanthomonas campestris (Xc) cells
synthesize the repeat units but do not produce xanthan when gumB or gumC are inactivated
[14]. In addition, gumB and gumC mutants uncouple synthesis of the lipid-linked repeat unit
from the polymerization process, and co-overexpression of both proteins results in longer
xanthan chains and a more viscous exopolysaccharide. These data suggest that GumB and
GumC are needed for xanthan polymerization and export and that they may interact [16].

However, their mechanisms of action remain unknown.

GumB is a lipoprotein that is classified as an outer membrane polysaccharide export (OPX)
protein [1]. There is currently structural information about only two OPX proteins, GfcC from
Escherichia coli [18] and Wza from E. coli K30 [19], which are involved in the export of
group 1 and group 4 capsular polysaccharides, respectively. GumB contains the
polysaccharide polyexport sequence (PES) motif (Pfam 02563) that is characteristic of the

OPX proteins [1]. GumB aligns with the residues 67 to 253 of Wza (E value: 2e-13 and



identity: 29%), but transmembrane segments could not be found in GumB by in silico
prediction. However, GumB locates in membrane fractions in subcellular location
experiments as we described in a previous work [16]. GumC is an inner membrane protein
belonging to the polysaccharide co-polymerase (PCP) protein family that is classified as being
within the PCP2a sub-family [1]. Despite their low sequence homology, PCP proteins are
distinguished by their common topology, which consists of a large periplasmic domain that is
flanked by two transmembrane segments (TMSs) [1]. The PCP2a proteins have an additional
C-terminal cytoplasmic domain with tyrosine autokinase activity [1,20]: GumC topology has
been confirmed experimentally to comprise a periplasmic region flanked by two TMSs;
however, there is no C-terminal cytoplasmic kinase domain [16], and no obvious kinase

partner has been identified on the Xanthomonas chromosome [1].

To understand how xanthan polymerization and export occurs, the proteins that are involved
in these processes must be characterized. In a previous work, we described the purification
and crystallization of a soluble form of GumB. The crystals diffracted at 2.54 A and we
observed that in the crystal GumBis a tetramer [21]. The aim of this study was to further
characterize the structure and organization of GumB and to obtain the first insight in the
characterization.of GumC. We conducted biochemical and biophysical studies, and here we

present the first structural insights into these two membrane proteins.
MATERIALS AND METHODS
Materials and general procedures

Proteins were separated by sodium dodecyl sulphate-polyacrylamide gel electrophoresis
(SDS-PAGE). Purified proteins, whole bacteria, or membrane preparations were solubilized
with 2x denaturing buffer (10 M urea, 2% SDS, and 100 mM Tris-HCI, pH 8.2) and analyzed

by SDS-PAGE using 10% gels (unless otherwise indicated) followed either by Coomassie



Blue staining or by transfer to polyvinyl difluoride (PVDF) membranes for immunoblot
analysis. Immunoblot analysis was performed using polyclonal mouse anti-GumB or
polyclonal rabbit anti-GumC generated in our laboratory [16] as the primary antibodies. Goat
anti-mouse or goat anti-rabbit IgG peroxidase-conjugated antibodies (Sigma-Aldrich, Buenos
Aires, Argentina) were used as secondary antibodies. Immunoblots were developed with
ECLPlus chemoluminescent substrate according to the manufacturer’s recommendations
(GEHealthcare, Buenos Aires, Argentina). Protein concentration was determined by
absorbance at 280 nm using a NanoDrop 2000 Spectrophotometer (Thermo Scientific,
Rockford, IL, USA). The subcellular localization of proteins was analyzed by differential
centrifugation [11]; each subcellular fraction was subjected to SDS-PAGE and analyzed by

either Coomassie Blue staining or immunoblot.

Bacterial strains, media, and plasmids

E. coli DHS5a was used for DNA cloning and for overexpressing GumB-His as described
previously [21], whereas GumC-His was cloned into E. coli DH5a and overexpressed in E.
coli BL21(DE3). The Xc strains were used for complementation assays and for in vivo cross-
linking assays. The wild type and mutant Xc strains used in this study are listed in Table I.
The inactivation of the gumC gene was obtained in a phosphomano- phosphoglucomutase
deficient strain (Xc3188) because its inactivation in the wild-type strain XcFC2 appeared to

be lethal [14].

E. coli cells were grown in Luria Bertani (LB) or Terrific Broth (TB) media [22] at 37°C with
shaking at 200 rpm. Xc cells were grown in Yeast extract-Malt extract (YM) medium [23] at
28°C with shaking at 200 rpm. Antibiotics were used at the following concentrations when
needed: for E. coli, 30 pg/mL kanamycin and 100 pg/mL ampicillin; for Xc, 50 pg/mL

kanamycin, 30 pg/mL gentamicin, and 5 ug/mL tetracycline. When necessary, isopropyl-p-D-



1-tiogalactopiranésido (IPTG) (Gold Biotechnology, St. Louis, MO, USA) or L-arabinose
(Calbiochem, Buenos Aires, Argentina) was added at the indicated concentrations to cultures

to induce protein overexpression.

The plasmids used in this study are listed in Table I. In this work we use the corrected
sequence for gumB (GeneBank AF427012) and for gumC (AF427011) [16]. The pQE30-
GBHis was obtained as described by Patel et al. [24], while pET-GCHis was derived from
pET28a(+) (Promega) and engineered to encode the C-terminal Hiss-tagged GumC fusion
protein. The gumC gene was amplified from the Xc genomic DNA region that had been
cloned into plasmid pBBRS5-BC. We used primers FGC28.HisCt and RGC28.HisCt for gumC
(Table II). The amplified gumC PCR product was digested with Ncol/Xhol and cloned into
the corresponding sites of the expression vector. The pBBad-B, pBBad-C, and pBBad-CHis
plasmids were generated to express these proteins in Xc cells. The pBBad-B and pBBad-C
plasmids were obtained as described by Galvan et al. [16]. To generate pBBad-CHis, the
gumC gene was amplified from the Xc genomic DNA region that was cloned into plasmid
pBBRS5-BC using primers FGC28:HisCt and RGC22HisCt (Table II). This added a
hexahistidine-tag to the C-terminal end of the protein. PCR product was digested with Ncol

and HindlIlI and ligated into the corresponding sites of pBBad22K.

The construct sequences were confirmed by DNA sequencing (DNA sequencing service,

Fundacién Instituto Leloir).

Purification of the recombinant GumB-His and GumC-His fusion proteins

The expression conditions for GumB and GumC were determined by experimenting with
conditions to determine the temperature, growth time, induction concentrations, plasmids, and

expression strains that would result in protein expression.



The recombinant GumB-His fusion protein was overexpressed in E. coli DH5a (pRep4) and
purified as described by Jacobs et al. [21] GumC-His and was overexpressed in E. coli
BL21(DE3)/pETGumC-His and subjected to a two-step chromatographic purification
protocol. GumC-His overexpression was performed by inoculating 20 ml of starter culture
(grown for 4 h at 37°C) into a liter of TB medium followed by culture to late-log phase
(ODg0p 0.5). At this point, the culture was transferred to 20°C for 30 min, and protein
expression was induced by adding 0.5 mM IPTG and culturing for an additional 18-20 h.
Cells were harvested and washed twice with 50 mM Tris-HCI 10 mM -MgCl,, pH 8.0. Cells
expressing GumC-His were suspended in 20 ml of suspension buffer [Tris-HCl 50 mM,
pHS.0, 0.5 M NaCl, 10% (v/v) glycerol, 1 mM phenylmethylsulfonyl fluoride (PMSF,
Sigma)] per liter of culture and disrupted by three passages through a French pressure cell at
110 MPa at 4°C. Unbroken cells, cellular debris, and inclusion bodies were removed by
differential centrifugation. Membrane fractions were separated by ultracentrifugation for 2 h
at 100,000 x g at 4°C and stored at -20°C until use. Membranes were thawed, suspended in
lysis buffer [SO mM Tris-HCL, pH 8.0, 0.5 M NaCl, 10% (v/v) glycerol, 8.5 mM n-dodecyl -
D-maltopyranoside (DDM; Anatrace), and 1 mM PMSF], incubated with gentle agitation at

4°C for 2 h, and centrifuged for 2 h at 100,000 x g at 4°C.

The solubilized membrane extract containing GumC-His was applied to a nickel HiTrap
Chelatin HP (GE-Healthcare) column pre-equilibrated with buffer A [20 mM TrisHCI, pHS.0;
0.85 mM DDM; 0.5 M NaCl; 10% (v/v) glycerol; 10 mM imidazole]. Bound proteins were
eluted with a gradient of 10-350 mM imidazole in buffer A. Fractions with >25% GumC-His
protein were pooled and applied to a Superdex 200 prep grade size-exclusion chromatography
column (GE Healthcare) pre-equilibrated with buffer B [20 mM Tris-HCI, pH 8.0, 0.85 mM
DDM, 0.5 M NaCl, 15% (v/v) glycerol]. A Jasco FPLC system connected to a UV-1575

Intelligent UV—Vis detector was used for the nickel chelating and SEC columns. Elution of



proteins was analyzed by Coomassie blue staining of SDS-PAGE gels and by
immunoblotting. GumC-His was concentrated using 100,000 MWCO regenerated cellulose

centrifugal filters (Amicon Ultra, Millipore, Billerica, MA, USA).

Size exclusion chromatography coupled to static light-scattering (SEC-SLS)

Protein samples were loaded onto a Superdex 200 (GE-Healthcare) column connected to a
Precision Detectors PD2010 light-scattering instrument that was connected in tandem to a

LKB 2248 high-performance liquid chromatography and to a Waters 486 UV-detector.

GumB-His was applied to a column that was equilibrated with 50 mM Tris-HCI (pH 8.0), 150
mM NacCl, and 0.17 mM DDM, while GumC-His was applied to a column equilibrated with
buffer B. The absorbance at 280 nm, the 90° light scattering, and the refractive index signals
of the eluting material were recorded and analyzed with the Discovery32 software that was
supplied by Precision Detectors. Background subtraction was performed using data from
protein-free buffer. The molecular mass of the proteins was calculated by the three detectors
method [25] using BSA (30-uM) as a standard. We analyzed samples of GumB-His (40, 200,
and 400 pM) and GumC-His (18, 90, and 180 uM). Both proteins were studied in buffers that
had different ionic strengths. Prism 5 (GraphPad, San Diego, CA) was used for plotting and

curve fitting data from the SEC-SLS experiments.

Chemical cross-linking

The purified GumB-His and GumC-His proteins were exchanged by ultrafiltration (10,000
and 100,000 MWCO Amicon Ultra Millipore, Billarica, MA, USA, respectively) into 20 mM
sodium phosphate buffer (PBS), pH 8.0, containing 150 mM NaCl and 0.17 mM DDM for
GumB-His, and 500 mM NacCl, 15% glycerol, and 0.85 mM DDM for GumC-His. Both

proteins were analyzed at concentrations of 1, 5, and 10 uM. Dithiobis(succinimidyl)



propionate (DSP; Pierce, Thermo Scientific, Rockford, IL, USA) was used as cross-linking
agent. Different reaction times, reaction temperatures, and cross-linker concentrations were
assayed to optimize the reaction conditions for each protein. To study protein stability as a
function of temperature, cross-linking experiments were carried out in a temperature range of
5 to 70°C at intervals of 5°C. Samples were equilibrated for 10 min at each temperature
before adding 0.2 mM DSP. Reactions were evaluated by Coomassie Blue staining of SDS-
PAGE gels. For in vivo chemical cross-linking, intact Xc cells were grown in'YM to ODggo
0.7, washed with PBS (pH 7.2), and concentrated 5-fold in PBS. The cross-linking was
carried out with 0.5 mM DSP for 30 min on ice [26,27]. Cells were harvested and suspended
in 2x denaturing buffer. Samples were analyzed by immunoblotting. In vitro and in vivo
cross-linking reactions were stopped by the addition of 50 mM Tris-HCI, pH 7.5. To control
for specific DSP-dependent cross-linking, we reversed the cross-linking by adding 50 mM
dithiothreitol (DTT; Sigma-Aldrich). The use of reducing agents to revert the cross-linking
was possible because GumC do not contain cysteine residue and, although the cysteine
residue (lipidation signal) is still present in GumB-His, it is not involved in any DTT-sensitive
effects seen during cross-linking. As control, we carried out SDS-PAGE experiments under
reducing and non-reducing conditions and the pattern obtained in both cases were similar,

suggesting that oligomers formation in presence of DSP is specific for this cross-linker agent.

Analytical ultracentrifugation (AUC) sedimentation velocity (SV)

The AUC SV experiments were performed using solutions of 400 pM GumB-His in 50 mM
Tris-HCI (pH 8.0), 150 mM NaCl, and 0.17 mM DDM (1 CMC) or 185 uM GumC-His in 20
mM Tris-HCI (pH 8.0), 500 mM NaCl, 15% glycerol, and 0.85 mM DDM (5 CMC). All
experiments were performed on an analytical ultracentrifuge XLI (Beckman Coulter, Palo

Alto, CA, USA) using an Anti-60 rotor with a rotor speed of 42,000 rpm at 20°C, typically

10



overnight. We used double-sector cells of optical path length 3- and 1.5-mm equipped with
sapphire windows. The acquisition software Proteomelab XLI V6.0 was used, and
acquisitions were performed using absorbance at 280 and interference optics. The analyses of
AUC SV data were performed using SEDFIT software (version 13c from P. Schuck;

http://www.analyticalultracentrifugation.com).

The density (p°) and viscosity (n°) of the buffer, which are required for AUC SV analysis,
were calculated with SEDNTERP software from John Philo
(http://www jphilo.mailway.com/). The partial specific volume (5 ) of peptides was calculated
from the amino acid sequences using SEDNTERP. Analyses of AUC SV experiments were

performed using the continuous distribution ¢(s) model analysis of SEDFIT.

According to the theoretical formalism of AUC SV [28], for each species that sediments in
solution, the sedimentation coefficient (s) and the diffusion coefficient (D) are related by the
Stokes-Einstein and Svedberg equations to the molecular mass (M) and the hydrodynamics
radius (Rp): Ru=RT/(Na6m°D)and M=RTs/[D(1-p°v)], where R is the gas constant, T the
absolute temperature, N4 Avogadro’s number. s and D can be corrected for the solvent
conditions to so>"and Dy*"", i.e. to water at 20°C. The frictional ratio J/fnin 1s the ratio of the
hydrodynamic radius to the radius of the anhydrous volume: Ry=(f/fin)Rmin. The former
describes the size (dimension) of the molecule in solution, and the latter depends on the cubic
root of the molar mass. The frictional ratio f/f,,;, depends on the hydration, surface roughness,
shape, and flexibility of the particle. For globular compact macromolecules (which is what is
expected for protein-detergent complexes), its value is nearly constant around 1.25. The
amount of detergent bound to the membrane proteins was determined by the ratio between the
interference signal and the absorbance signal as described previously [28].The SV profiles,

which were acquired with absorbance and interference optics, were analyzed by the c(s)

11



analysis using the SEDFIT program. For GumB-His and GumC-His, the Lamm equation was
simulated for 200 particles in the ranges (0 S, 25 S) and (0 S, 14 S), respectively, with a
partial specific volume of 0.74 ml g'1 for GumB-His and an estimated value of 0.78 ml g'1 for

the complex of GumC-His with bound DDM.
Circular dichroism (CD) spectroscopy

CD studies were performed using a Jasco J-810 spectro-polarimeter equipped with a Peltier
temperature control system. Far-UV CD spectra were collected on a 0.1-cm path length quartz
cuvette (Hellma) at 5 and 20°C, with a scan speed of 100 nm/min; a response time of 2
seconds, and a bandwidth of 2 nm, in a range of 200 to 260 nm, using a protein concentration
of 10 uM for GumB-His and 5 uM for GumC-His. All spectra represent an average of at least

five scans.

Protein thermal denaturation was measured in the far-UV CD spectrum. For thermal scans,
the protein samples were heated from 5 to 95°C and subsequently cooled to 5°C with a
heating/cooling rate of 2°C/min as controlled by a Peltier temperature control system. Far-UV
CD measurements were recorded every 1°C, and the dichroic activity was monitored every
1°C with 2 seconds average time. The melting points were determined by calculating the first
derivative of the experimental curve. GumB-His thermal denaturation was analyzed by fitting

it to a two-state model according to Santoro and Bolen [29].

We analyzed the GumB-His and GumC-His proteins using far-UV CD spectroscopy in the
presence of 0.01, 0.001, and 0.0001% xanthan. Each recombinant protein was incubated with
xanthan for different times (range: 10 min to 24 h). Protein thermal denaturation was also

studied in the presence of 0.01% xanthan as described above.

12



All spectra were corrected for solvent contribution. Background subtraction was performed
using protein-free buffer or protein-free buffer plus xanthan for CD spectra measurements and
for thermal denaturation experiments. CD values were converted to mean residue ellipticity
(MRE) in units of degree.cmz.dmol'1 using standard procedures. Prism 5 (GraphPad, San

Diego, CA) was used for plotting and curve fitting in the CD experiments.
Limited proteolysis

Purified GumB-His and GumC-His in absence and presence of 0.01% of xanthan were
partially digested by trypsin (Sigma). Controlled proteolytic digestion was carried out at 20°C
and at a final protein concentration of 40 pM for GumB-His and 18 pM for GumC-His and
aliquots were analyzed at different reaction times. Before digestion, GumB-His and GumC-
His were incubated for 10 min at 20°C. Proteolysis was carried out using trypsin:GumB-His
and trypsin: GumC-His ratios of 1:50 and 1:200 (w/w), respectively. Samples were vortexed
briefly and incubated at 20°C in a water bath. Aliquots of proteins were taken at different time
points. At each time point, the proteolysis reaction was quenched immediately by adding
denaturing buffer with 100 mM PMSF, heating the reaction to 100°C for 10 min, and then
storing the samples at -80°C until analysis. The time courses and the extent of cleavage of the
proteolytic digestions were analyzed by SDS- PAGE. Samples were separated by 16% SDS-
PAGE for GumB-His and 10% SDS-PAGE gels for GumC-His followed by gel staining with

Coomassie Brilliant Blue solution.

Matrix-Assisted Laser Desorption/Ionization Time-Of-Flight Mass Spectrometry (MALDI-

TOF MS)

In order to determine the presence of glycosilation in GumC-His, it was analyzed by MALDI
TOF MS at the Institut de Biologie Structurale (Mass Spectrometry Platform), Grenoble,

France. A sample of 10 mg/ml purified GumC-His was diluted 1:10 in sinapinic acid matrix

13



(10 mg/ml in acetonitrile/water-0.1% TFA (50:50)) and 2 pl were deposited directly on the
target. The sample was analyzed on a MALDI TOF MS (Autoflex, Bruker Daltonics),

operated in linear positive mode (LP_QC_03.par).

RESULTS

Expression and purification of the recombinant GumB-His and GumC-His proteins

GumB is initially translated as a precursor in the cytoplasm with an N-terminal signal peptide
of 25 amino acids that has a conserved signal peptide. After translocation across the inner
membrane, pro-GumB is processed by binding of a lipid moiety to the N-terminus and
subsequent removal of the signal peptide, which results in the mature lipidated protein. First
we tried to overexpress lipidated GumB. Although.it could be overexpressed without lethal
effects, its expression in E. coli was not detectable by SDS-PAGE. XcFC2/pBBad-B cells
showed higher GumB expression, but a very low proportion of it was located in the outer
membrane fraction (data not shown). We reported previously that we could overexpress and
purify GumB that lacked its‘signal peptide (GumB-His) and that had a hexahistidine-tag
(Hise-tag) at its N-terminal end; this protein was purified using a two-step chromatographic
protocol [21]. GumB-His was obtained as a unique protein band (~24 kDa) without

degradation products and that yielded 20 mg of protein per liter of culture [Fig. 1(A)].

For GumC, we overexpressed the full-length protein with a Hise-tag at its C-terminal end
(GumC-His) and purified it via a two-step protocol that was based on affinity and size
exclusion chromatography. SDS-PAGE and immunoblot analyses of GumC-His showed
unique ~53-kDa protein band with no degradation products that was > 95% pure [Fig. 1(B)
and (C)]. This method had a yield of 2 mg of purified protein per liter of culture. Because we
do not dispose of any method to measure GumC activity in vitro, we carried out

complementation assays. We verified that the amino acid sequence of GumC-His is able to

14



restore xanthan synthesis in the gumC mutant strain (data not shown). This result supports
that the amino acid sequence used for the recombinant GumC-His has the functionality if the

protein is properly folded in E. coli.

Figure 1

Oligomerization state of GumB-His and GumC-His

To investigate the quaternary structure of GumB and GumC, we studied both proteins using
in vitro and in vivo chemical cross-linking, SEC-SLS, and analytical ultracentrifugation AUC

SV experiments.

GumB-His and GumC-His were each cross-linked by incubation with 0.2 mM DSP for 1 min
on ice. On SDS-PAGE, cross-linked GumB-His migrated at ~50, ~75, and ~100 kDa
[Fig.2(A)], while cross-linked GumC-His showed bands between 100 and 150 kDa and at
~225 kDa [Fig. 2(B)]. For both proteins, a fraction of GumB-His and GumC-His migrated as
monomers at ~24 kDa and ~53 kDa, respectively. After DTT addition to reverse the cross-
linking, both proteins returned to their monomeric states, and in the absence of DSP, both
migrated mainly as-monomeric proteins [Fig. 2(A) and (B)]. These results suggest that both
proteins oligomerize or form protein aggregates in vitro. In addition, active XcFC2 cells were
treated with DSP, and the resulting oligomeric forms were analyzed by immunoblotting. The
oligomeric conformation of GumB could not be determined. We observed high molecular
mass complexes or aggregates that did not enter or load onto the gels suggesting that, in its
native environment, GumB might form higher molecular mass homo-oligomers or that it
might interact with other XcFC2 proteins (data not shown). Immunoblots probed with anti-
GumC showed bands migrating between 130 and 170 kDa as well as higher molecular mass
oligomers [Fig. 2(C)]. This result suggests that GumC might form homo-oligomers or that it

might form complexes with other XcFC2 proteins. To investigate whether the Hise-tag

15



interferes with the oligomerization of GumC-His, Xc3188C/pXanA cells complemented with
pBBad-CHis were subjected to in vivo cross-linking with DSP. Results that were similar to
those observed in the XcFC2 strain were obtained (data not shown), indicating that the Hise-

tag did not interfere with the oligomerization.

The conformational homogeneity of the purified GumB-His and GumC-His proteins were
studied by SEC-SLS and their molecular mass were calculated by the three detector method.
GumB-His showed an average value of ~100 kDa, which is consistent with the predicted mass
of a tetrameric protein [Fig. 2(D)], while GumC-His showed values between ~69 and ~95
kDa, corresponding to~1.3- to ~1.8-fold higher than the molecular mass of the monomer [Fig.
2(B)]. In light of these results, we subjected GumC-His to MALDI-TOF MS analysis to
confirm its expected molecular mass. GumC-His showed a molecular mass of 53.758 kDa
when the expected molecular mass was 53.792 kDa. Mass measurement accuracy (663 ppm)
is within the accepted values (300-1000 ppm). This result showed that GumC-His is not a

glycosylated protein [Fig. 2(F) and (G)].

Figure 2

AUC SV experiments were also performed to better characterize the two membrane proteins
in solution. The SV profiles of GumB-His and GumC-His were analyzed in terms of particle
distribution using c¢(s) analysis [Fig. 3(A) and (B)]. The c(s) analysis of GumB-His showed
similar distributions of the sedimentation coefficients (s) no matter which optics were used
[Fig. 3(A)]. GumB-His showed a main contribution at 4.9 S, corresponding to 65% of the
signal, and a second contribution at ~7.1 S, corresponding to 12% of the signal. Considered as
a whole, the species above the main peak at 4.9 S had a mean sedimentation coefficient of 0.3
S and accounted for 34% of the signal. These larger species were most likely protein

aggregates. A minor contribution was detected at ~3 S, which might be due to impurities or to
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a limited amount of DDM-solubilizing impurities. The ratio between the interference signal
and the absorbance signal allows one to determine the amount of detergent bound to the
species [28]. In this case, DDM was not detected bound to GumB-His. According to the
Stokes-Einstein and Svedberg equations, if we consider the hypothesis that GumB-His is a
tetramer of molecular mass of ~100-kDa (as suggested by our in vitro chemical cross-linking
and SEC-SLS experiments), we calculated a frictional ratio (f/finin) of 1.4 (corresponding to a
slightly anisotropic shape) in order to have a sedimentation coefficient of ~4.9 S. Assuming
this f/f.i»value, and assuming that GumB-His is not a globular protein-and that it can have a
slightly anisotropic shape, the SV results indicate that the main contribution at 4.9 S in the
c(s) distribution corresponds to a tetrameric protein of ~100 kDa without any bound DDM.

Similar results were observed on diluted samples of GumB-His.

On the other hand, c(s) analysis of GumC-His above 1.5 S showed a distribution of
contributions that corresponded to different species, with a main contribution at ~2 S, a
shoulder at ~3 S, and minor contributions at ~6 S that were associated with larger species
[Fig. 3(B)]. The species that sediment at ~2 S and 3 S together comprised at least the 70% of
the total signal (~55% and ~15%, respectively), while the remaining 30% corresponded to
larger species that were thought to be aggregates. Looking at the full range of the

sedimentation coefficients, interference showed a main contribution at 1.2 S (s**"= 2.9 S).

The experimental value for DDM micelles measured in water (s*™=2.98) [30] is close to
that observed for the buffer used to dilute the protein. Absorbance data showed a minor
contribution at the same value of s = 1.2 S, which might correspond to a limited number of
DDM micelles that solubilized impurities. Using the ratio between the interference signal and
the absorbance signal, we determined that the amount of bound detergent was 0.65+0.25 g of

DDM per g of GumC-His. Taking into account the molecular mass of GumC-His and the
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amount of bound detergent, we determined from the relationships specified by SV theory [28]
that the main contribution at ~2 S observed above 1.5 S corresponded to GumC-His
monomers and that the shoulder at ~3 S corresponded to dimers. SV experiments performed

on diluted samples showed similar results.

Figure 3

Secondary structure analysis and thermal denaturation experiments

The far-UV CD spectrum of GumB-His showed a negative peak at ~210nm with a less
intense shoulder between 213 and 220 nm [Fig. 4(A)], while GumC-His showed a far-UV CD
spectrum with minima at ~208 and ~222 nm [Fig. 4(B)]. The secondary structure content
could not be estimated for either protein since the spectra showed high dynode voltage

between 190 and 200 nm.

The relative stability of the two proteins was assessed by following changes in the far-UV CD
spectra with increasing temperature. Thermal denaturation of GumB-His resulted in a curve
with a sigmoid shape, indicating cooperative unfolding, and a melting point of 39.9+0.2°C
[Fig. 4(C)]. This reflected the stability of GumB-His at the temperatures used for biophysical
and structural studies. The far-UV CD melting curve of GumC-His showed a non-cooperative
unfolding [Fig. 4(D)]. Both the GumB-His and the GumC-His unfolding processes were
irreversible. To investigate why they were irreversible, dynode voltage (turbidity) was
recorded while solutions of GumB-His or GumC-His were heated. In both cases we observed
a large irreversible heat-induced increase in dynode voltage, which indicates aggregation. In
addition, the turbidity changes clearly correlated with protein unfolding as monitored by far-
UV CD, confirming that GumB-His and GumC-His aggregate when the temperature is

increased. The subsequent reduction in dynode voltage observed upon heating to >35°C for
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GumB-His and to >45°C for GumC-His reflects precipitation of the heat-unfolded proteins

[Fig. 4(C) and (D)].

We also analyzed the thermal stability of both proteins using cross-linking with DSP. As the
temperature increased, GumB-His aggregated leading to high molecular mass complexes that
did not enter the SDS-PAGE gels [Fig. 4(E)]. This indicates that the protein aggregates
quickly after it unfolds. A white precipitate was observed after GumB-His was heated
above~35°C. For GumC-His, cross-linking experiments were carried out to investigate
whether the first section of the melting curve corresponded to protein aggregation. As the
temperature increased, the protein bands gradually disappeared as high molecular mass
aggregates formed that could not enter the gel and that were easy to see at temperatures above

~45°C [Fig. 4(F)].

To investigate whether xanthan induces conformational changes in these proteins, we
analyzed GumB-His and GumC-His by far-UV CD spectroscopy in the presence of this
polysaccharide. The shapes of the GumB-His spectra with versus without 0.01% xanthan
were similar. However, in the presence of xanthan, the GumB-His signal was 15% more
intense [Fig. 4(A)]: To investigate whether xanthan stabilizes GumB-His, we subjected
GumB-His to thermal denaturation in the presence of 0.01% xanthan. GumB-His thermal
unfolding was irreversible, and the melting points were similar regardless of the presence of
xanthan [Fig. 4(C)], suggesting that the thermal stability of GumB-His was not modified by
xanthan. We observed no changes in the far-UV CD spectrum of GumC-His in the presence

of xanthan; similarly, the melting curve did not change [Fig. 4(B) and (D)].

Figure 4

Susceptibility of GumB-His and GumC-His to proteolysis
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To investigate the degree of exposure of the flexible regions of GumB-His and GumC-His,
we digested both purified proteins with trypsin. GumB-His was highly resistant to digestion
by trypsin, leading to a predominant ~17-kDa fragment [Fig. 5(A)]. After 24 h of digestion,
only ~20-30% of the GumB-His had been digested by trypsin. In contrast, GumC-His was
very susceptible to proteolysis by trypsin, with a 5-min digestion producing two predominant

fragments that corresponded to bands of ~45 kDa and ~23 kDa [Fig. 5(B)].

The structure and dynamics of the substrate protein play crucial roles in limiting proteolysis,
and different conformations of the same protein can show different susceptibilities to
proteolysis [31,32]. Because conformational changes can result in the exposure of previously
protected protein regions to protease cleavage, we investigated whether GumB-His and/or
GumC-His underwent such conformational changes in presence of xanthan. We found that the
proteolytic pattern of GumB-His and GumC-His were similar in the absence and in presence

of 0.01% xanthan [Fig. 5(C) and (D)].

Figure 5

Role of the TMSs of GumC in its expression and/or stabilization and oligomerization

To investigate whether the TMSs of GumC contribute to protein expression and/or
stabilization and oligomerization, we analyzed two truncated proteins: GumCs3_472, which
lacks the N-terminal TMS, and GumC,_447, which lacks the C-terminal TMS. Each truncated
protein lacks only one TMS; therefore, we could analyze the individual effect of each TMS.
The gumCs;.47; and gumC; 447 genes, which were cloned into the pBBRprom vector (Table 1),
were expressed in the Xc3188C/pXanA gumC mutant [Fig. 6(A)]. Despite the loss of the N-
terminal TMS, immunoblot analysis showed that GumCs347, was still expressed, although its
expression level was lower than that observed for GumC. In contrast, GumCj_447 was not

expressed or was expressed at undetectable levels or was immediately degraded, suggesting
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that the C-terminal TMS is critical for GumC expression. In vivo cross-linking with DSP
showed that the absence of the N-terminal TMS interfered with the ability of GumC to form
oligomers [Fig. 6(B)]. GumCs3472 did not form any type of oligomers or complexes in the

presence of DSP, at least not at levels that were detectable by immunoblotting.

Figure 6

DISCUSSION

GumB and GumC are the outer membrane polysaccharide export (OPX)and the
polysaccharide co-polymerase (PCP) proteins, respectively, of the xanthan biosynthesis
system. They were classified as members of these families by in silico analysis [1], and there
are no experimental data that confirm these roles. To study GumB and GumC, we
overexpressed them as recombinant proteins and we were able to overexpress and purify

GumB-His that lacked its signal peptide and full-length GumC-His [Fig. 1].

In this study, the results of the in vitro chemical cross-linking, SEC-SLS [Fig. 2], and AUC
SV [Fig. 3] experiments indicated that purified GumB-His could form oligomers up to
tetramer in solution: Jacobs et al. [21] reported that GumB-His crystals that were analyzed by
X-ray diffraction-also showed an oligomeric state corresponding to a tetrameric protein. The
GumB-His quaternary structure was determined unequivocally in solution and the results
were consistent. We could not determine the in vivo oligomeric state of native GumB (data
not shown). We think it is possible that, in its native environment, GumB forms a high
molecular mass complex that transports nascent xanthan chains across the periplasm and/or
the outer membrane. This large “transporter” could be formed by homo- oligomers of GumB
and/or by the interaction of GumB with other XcFC2 protein(s). It has been reported that Wza
forms octameric species [19] and that it interacts with Wzc to form a protein complex that can

translocate the capsular polysaccharide to the bacterial surface [33,34]. McNulty et al. [35]
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demonstrated that KpsD (OPX) and KpsE (PCP) form a multi- protein complex with other
proteins; one of them, RhsA, seems to couple the biosynthesis and export of capsular
polysaccharide group 2. Some evidence indicates that GumB may interact with GumC. For
example, XcFC2 cells that co-express multiple copies of GumB and GumC also synthesize
2.5-fold longer xanthan chains than wild-type XcFC2 cells [16]. Although this may indicate
an interaction between GumB and GumC, further studies are required to determine whether

GumB and GumC form homo- and/or hetero-oligomers in vivo.

Although the in vitro chemical cross-linking results indicated that GumC-His forms
oligomers, the SEC-SLS results were not determinant and did-not allow us to confirm the
oligomeric state of this protein in solution [Fig. 2]. Further analysis by AUC SV experiments
indicated that GumC-His was mainly a monomeric protein in solution; however, ~15% of the
signal corresponded to dimers [Fig. 3]. Keeping in mind that other purified PCP proteins
studied to date form oligomers [36-42], we considered two possible explanations for our
results. One is that in solution, GumC-His is principally a monomeric protein with in vitro
structure that differs from that of other PCP proteins. The other possible explanation is that
GumC does not form stable oligomers outside its native environment. In order to investigate
whether extracting GumC-His from the inner membrane affects its stability, we performed in
vivo cross-linking experiments [Fig. 2]. Immunoblot analysis of cross-linked extracts of the
wild-type XcFC2 strain and in the mutant Xc3188C strain complemented with pBBad-CHis
probed with anti-GumC showed that both GumC and GumC-His oligomerize. However, these
results did not reveal whether GumC forms homo- or hetero-oligomers. As discussed for
GumB, it is possible that GumC is part of a large complex composed of different proteins that
allows xanthan transport across the bacterial wall. Note that if we consider the possibility that
GumC forms in vivo hetero-oligomers with GumB, these complexes should be detected on

immunoblots probed with the anti-GumB antibody. No such immunoreactive bands were
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detected. We speculate that if GumB and GumC do interact, the complexes they form are too
large to enter the SDS-PAGE gels; however, GumC could be forming homo-oligomers and/or
complexes with Xc protein(s) other than GumB. Using in vivo cross-linking with
formaldehyde, Guo et al. [40] showed that Wzzgs forms very large complexes (>250-kDa).

However, that report did not state whether the complexes were homo- or hetero-oligomers.

The TMSs are important for GumC stabilization and/or folding. In general, TMS are
important for the correct localization of membrane proteins. However, it is possible that the
TMS have another function as well. For example, there is evidence that they play a role in the
oligomerization of other PCP proteins [38,39]. For this reason, we studied two truncated
proteins: GumCs; 47, and GumC, 447 [Fig. 6]. Neither Xc3188C/pBBR-promCs; 47, nor
Xc3188C/pBBRprom-Ci447 strains produced xanthan (data not shown). The absence of the N-
terminal TMS affected GumC expression and oligomerization. We did not observe a band
corresponding to GumCi.447 on the immunoblots. Thus, either the absence of the C-terminal
TMS greatly decreased or abolished protein expression or, alternatively, GumC;_447 was
immediately degraded after translation. In any case, the TMSs seemed to play an important

role in GumC stability.

These findings suggest that the N-terminal TMS is involved in GumC expression and
oligomerization, and the inability of Xc3188C/pBBRprom-Cs;47; cells to produce xanthan
indicates that GumC oligomerization is required for its function. The C-terminal TMS seems
to be important for GumC synthesis and/or stability. In contrast with our results, Daniels &
Morona [38] reported that C-terminal-truncated Wzzsr forms oligomers, suggesting that the
N-terminal region of this protein is sufficient for Wzzsg-Wzzsr interaction. This report also
noted that the N-terminal TMS is implicated in Wzzgsg dimerization. On the other hand, site-

directed mutagenesis studies of residues in the C-terminal TMS of ExoP have shown that
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these mutations affect succinoglycan synthesis, suggesting that this TMS is important for
ExoP function [43]. Laure et al. [39] reported that three full-length Wzz proteins form
hexamers, while Tocilj et al. [37] observed that the periplasmic regions of these proteins form
pentamers, octamers, and hexamers, showing the importance of the TMSs of PCP proteins for

their oligomerization and/or function.

The far-UV CD spectrum shape revealed that GumC-His has a predominantly a- helical
secondary structure and that GumB-His is not only composed of B-sheet [Fig.4] as described
for other outer membrane auxiliary proteins [44]. Our results are consistent with in silico
predictions. GumB-His thermal denaturation seemed to follow a simple, cooperative, and
irreversible two-state denaturation process [Fig. 4]. Because GumB-His is an oligomeric
protein, we expected to observe an additional transition in its thermal unfolding,
corresponding to the loss of its quaternary structure, but the native tetrameric GumB-His was
quickly converted into an unfolded protein with a relatively low apparent melting
temperature. GumB-His thermal unfolding was irreversible due to protein aggregation [Fig.
4]. Based on this result, we think that GumB-His is a compact protein that immediately
unfolds when it loses its quaternary structure. This rapid denaturation, which exposes
hydrophobic regions, could be responsible for irreversible aggregation of GumB-His. Limited
proteolysis experiments support the hypothesis that GumB-His is a compact protein. After

incubation of GumB-His with trypsin, we observed its high resistance to digestion [Fig. 5].

In contrast, we observed a non-cooperative and irreversible thermal unfolding process for
GumC-His [Fig. 4]. The transition between the native and the unfolded states indicated the
formation of partially unfolded intermediate(s). This type of melting curves is generally
observed for oligomeric proteins; loss of quaternary structure is reflected in the melting curve

as an intermediate stage between the native and the completely unfolded states. The AUC
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results indicated that GumC-His is predominantly a monomeric protein; therefore, we think
the unfolding transition between 10 to 60°C corresponds to a GumC-His state that retains
significant secondary structure but lacks stable tertiary structure. The far-UV CD spectrum
showed that GumC-His has a stable secondary structure; but the weak near-UV CD spectrum
suggests that GumC-His has a flexible and/or elongated tertiary structure (data not shown). If
we assume that GumC-His has extended or flexible regions, we can attribute the first
denaturation transition to the unfolding of these flexible regions and the second transition
(above 50°C) to the loss of the remaining secondary structure. The thermal denaturation of
GumC-His is also an irreversible process due to protein aggregation and by the formation of
protein complexes that did not enter the SDS-PAGE gel after cross-linking with DSP at
temperatures above 50°C [Fig. 4 ]. As discussed for GumB-His, this irreversible aggregation
could be due to the exposure of hydrophobic regions when the temperature is increased. The
proteolysis profile of GumC-His [Fig. 5] also support our hypothesis that GumC-His has
extended solvent-exposed regions that can be cleaved by proteases, can bind solvent
components (i.e. DDM micelles), and that allow GumC-His to interact with other monomers
and/or other protein(s). As we observed for the in vivo cross-linking experiments, GumC
forms oligomers in its native environment [Fig. 2], and these extended regions may be

involved in GumC oligomerization.

Because GumB and GumC are involved in the polymerization and export of xanthan, we
investigated whether these proteins undergo conformational changes in the presence of this
polysaccharide. Accordingly, we analyzed the far-UV CD spectra of GumB-His and GumC-
His alone and with xanthan [Fig. 4]. We did not observe changes in the shapes of the far-UV
CD spectra of either GumB-His or GumC-His; however, the intensity of the signal of GumB-
His spectrum increased in the presence of xanthan. Based on this result, we wondered whether

GumB-His interacted with xanthan and whether such an interaction modified its stability. To
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investigate this, we carried out thermal denaturation of GumB-His incubated with xanthan,
expecting to see changes in the melting curve [Fig. 4]. However, the melting point was
unchanged. In addition, we subjected GumB-His and GumC-His, either alone or with
xanthan, to limited proteolysis with trypsin. The digestion profiles did not change [Fig. 5].
These results suggest that if GumB-His and xanthan interact, the interaction does not affect
protein stability. In the case of Gumc-His, xanthan does not modify its secondary structure
nor does it expose or block the flexible regions. This suggests that there is no interaction

between the protein and the polysaccharide in these experimental conditions.

The behavior of GumC in the presence of xanthan contrasts with that reported for Wzzge in
the presence of O-antigen. The far-UV CD spectrum of Wzzgs shows a significantly change in
presence of O-antigen [40], and SAXS experiments also show that Wzzgs has an apparent O-

antigen-induced conformational change [41].

The results presented here lay the groundwork for future studies that will clarify the roles of

GumB and GumC in xanthan polymerization and export.
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FIGURE LEGENDS

Figure 1. Overexpression and purification of GumB-His and GumC-His. (A) Immunoblots of
the GumB-His purification using anti-GumB antibody. (B) Coomassie blue-stained SDS-
PAGE analysis of the overexpression and purification of GumC-His by nickel affinity (Ni+)
and size-exclusion (SEC) chromatography. Immunoblot of the GumC-His purification using
anti-GumC antibody. The black and grey arrowheads point to GumB-His and GumC-His,

respectively.

Figure 2. The oligomeric state of GumB-His and GumC-His. Coomassie Blue stained SDS-
PAGE gel of in vitro cross-linked GumB-His (A) and GumC-His (B). (C) Active wild-type
XcFC2 cells were subjected to in vivo chemical cross-linking with DSP and analyzed by
immunoblot using an anti-GumC antibody. SEC-SLS profile of GumB-His (D) and GumC-
His (E). The experiments were performed with a flow rate of 0.4 ml/min. (F and G) Molecular
mass determination of purified GumC-His. m/z values obtained by MALDI-TOF MS match
closely to the predicted molecular mass. In panels A, B, and C, the black and white

arrowheads indicate monomers and oligomers, respectively.

Figure 3. The oligomeric state of GumB-His and GumC-His as determined by AUC SV
analysis. (A) The main contribution of GumB-His was detected at ~4.9 S and the secondary
contribution at ~7.1 S. (B) The main contribution of GumC-His was detected at ~2 S with a
shoulder at ~3 S. For both proteins, the c(s) distributions were normalized to the maximum

value of the pick above 1.5 S. The signal was normalized to a 1-cm optical path length.

Figure 4. Secondary structure and thermal unfolding of GumB-His and GumC-His. GumB-
His (A) and GumC-His (B) far-UV CD spectra. GumB-His (C) and GumC-His (D) were
subjected to thermal denaturation followed by far-UV CD analysis (dashed black line) and

turbidity analysis (black line), recorded at 216 nm and 222 nm, respectively. Thermal
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denaturation of GumB-His (C) and GumC-His (D) incubated with xanthan (grey line). All CD
spectra were collected at 20°C, and similar results were obtained at 5°C. The CD
measurements of each protein were repeated at least three times. The GumB-His and GumC-
His spectra were baseline-corrected with buffer or buffer containing 0.01% xanthan. The
stability of GumB-His (E) and GumC-His (F) as a function of temperature was analyzed by
chemical cross-linking with DSP (panel a) and with the addition of DTT as a control (panel

b).

Figure 5. Limited proteolysis of GumB-His and GumC-His. Profiles of GumB-His (A) and
GumC-His (B) after digestion with trypsin. Profiles of GumB-His (C) and GumC-His (D)
after digestion with trypsin in presence of 0.01% xanthan. The black arrowheads indicate
undigested GumB- His and GumC-His, while white arrowheads point to the digestion

products.

Figure 6. The expression, subcellular localization, and oligomeric state of GumC mutant
proteins lacking transmembrane segments. (A) Immunoblot analysis of in vivo cross- linking
using an anti-GumC antibody. Total cell extracts of Xc3188C/pXanA/pBBRprom (lane 1),
Xc3188/pXanA/pBBRprom (lane 2), Xc3188C/pXanA/pBBRpromC (lane 3),
Xc3188C/pXanA/pBBRpromCss 47 (lane 4), and Xc3188C/pXanA/pBBRpromC, 447 (lane 5).
(B) Immunoblot analysis of the membrane fraction of Xc3188C/pXanA/pBBRpromC cells
(lane 6), Xc3188C/pXanA/pBBRpromCs;_47, cells (lane 7), and
Xc3188C/pXanA/pBBRpromC 447 cells (lane 8); and of the total cell extract from
Xc3188C/pXanA/pBBRpromCss_472 cells (lane 9) and Xc3188C/pXanA/pBBRpromCi.447
cells (lane 10). Black arrowheads indicate GumC and Cs3.47 monomers, while white

arrowheads indicate GumC oligomers.
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Table I. X. campestris strains and plasmids used in this study.

Characteristics Reference
Strains
XcFC2 Rif" derived from wild-type NRRL B-1459* [14]
Xc3188° NRRL B-1459 derivative 0100 pgm Rif" [23]
Xc3188C Xc3188 AgumC [45]
Plasmids
pET28a(+) Km' Promega
pBBad22K Overexpression broad-host range vector containing the BAD [46]
promoter, the pPBBR1-MCS-4 replicon, and Km'
pBBad22T Overexpression broad-host range vector containing the BAD [46]
promoter, the pPBBR1-MCS-4 replicon, and Tc'
pBBR5-BC pBBR1-MCS-5 carrying the gum fragment 771-3611° upstream of [45]
the multiple cloning site
pQE30-GBHis pQE30-XpsB#6: pQE30 vector carrying gum fragment 1336-1971° CP Kelco
with a Hiss-tag added at the N-terminal end
pET-GCHis pET28a(+) derivate carrying the gumC gene® and a Hiss-tag at the This study
C-terminal end
pBBad-B pBBad22T carrying the gumB gene* [16]
pBBad-C pBBad22K carrying the gumC gene* [16]
pBBad-CHis pBBad22K carrying the gumC gene’ and a Hise-tag at the C- This study
terminal end
pREP4 Plasmid containing the repressor gene lacl and Km" Qiagen
pXanA pRK404 derivate carrying the xanA gene® and Tc" [47]
pJC440 Plasmid based on pRK293 carrying the xpsIV region of X. [23]
campestris
pBBR-prom pBBR1-MCS-5 carrying the gum promoter upstream of the [16]
multiple cloning site
pBBR-promC pBBR-prom carrying the gumC gene* [16]
pBBR-promCss;.472 pBBR-prom carrying the gum fragment 2135-3459¢ [45]
Fragment of the gumC gene digested with Ndel/Kpnl that lacks the
first transmembrane segment that encodes the truncated protein
GumCs;.472
pBBR-promC,_447 pBBR-prom carrying the gum fragment 1979-3319¢ [45]

Fragment of gumC gene digested with Ndel/KpnlI that lacks the
second transmembrane segment that encodes the truncated protein
GumC 447

*NRRL B-1459: Xc wild type strain [48]

® Strain deficient in phosphomano-phosphoglucomutase activity. When required its absence was restored by the introduction
of the pXanA plasmid

¢ Fragment of the gum region. Numbers correspond to positions in the nucleotide sequence of the gum region (GenBank
accession number U22511).

4 Numbers correspond to the position in the nucleotide sequence of the gumB gene (GenBank accession number AF427012)
or the gumC gene (GenBank accession number AF427011).

¢Responsible for phosphoglucomutase and phosphomanomutase activities [49]
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Table II. Primers used in this study

Primer Sequence

FGC28.HisCt 5’-CCATGGGGAATTCAGACAATCGTTCCTCTTCG-3’
(Ncol site underlined)

RGC28.HisCt 5’-CCGCTCGAGGTTCAACCGCGACCTCGGAGAAG-3’
(Xhol site underlined)

RGC22HisCt 5’-CCAAGCTTGGTCAGTGGTGGTGGTGGTG-3’

(HindIll site underlined)
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Highlights

— Characterization of GumB and GumC proteins involved in xanthan synthesis.
— The recombinant GumB shows to be a tetrameric protein.

— Native and recombinant GumC showed oligomeric conformation.

— GumC expression, stability and/or oligomerization rely on transmembrane

segments.



