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Abstract

:

The biosynthesis of molybdenum cofactor for redox enzymes is carried out by multiple enzymes in bacteria including MobA and MobB. MobA is known to catalyze the attachment of GMP to molybdopterin to form molybdopterin guanine dinucleotide. MobB is a GTP binding protein that enhances the activity of MobA by forming the MobA:MobB complex. However, the mechanism of activity enhancement by MobB is not well understood. The structure of Bacillus subtilis MobB was determined to 2.4 Å resolution and it showed an elongated homodimer with an extended β-sheet. Bound sulfate ions were observed in the Walker A motifs, indicating a possible phosphate-binding site for GTP molecules. The binding assay showed that the affinity between B. subtilis MobA and MobB increased in the presence of GTP, suggesting a possible role of MobB as an enhancer of MobA activity.
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1. Introduction


Molybdenum is an essential trace element required in diverse redox reactions in bacteria and eukaryotes [1]. A basic molybdenum cofactor (Moco) is a form in which the molybdenum atom is coordinated to the dithiolate moiety of a tricyclic pterin, called Molybdopterin (MPT) [2]. Moco biosynthesis is carried out by a conserved pathway with multiple steps (Figure 1): first, the formation of cyclic pyranopterin monophosphate from guanosine triphosphate (GTP) [3], followed by the insertion of two sulfur atoms to form MPT [4,5], and then the addition of a molybdenum atom to form molybdenum cofactor (Moco) via MPT-AMP intermediates [6,7,8,9,10]. In many bacteria, additional modifications of Moco occur by the attachment of guanosine monophosphate (GMP) or cytosine monophosphate (CMP) to form MPT guanine dinucleotide (MGD) [11] or MPT cytosine dinucleotide (MCD) [12], respectively. Two MGDs can be ligated to a single molybdenum atom, forming the bis-MGD cofactor, a reaction catalyzed by MobA and MobB proteins [13]. MobA is crucial for this reaction and MobB, a GTP-binding protein with weak intrinsic GTPase activity [14], enhances the function of MobA by forming the MobA:MobB complex as shown by an increased activity of nitrate reductase that requires bis-MGD as a cofactor [11]. B. subtilis MobB consists of 173 amino acids with a molecular weight of 19.5 KDa. Homologous structures of B. subtilis MobB include Geobacillus stearothermophilus (PDB ID: 1XJC), Archaeoglobus fulgid (2F1R), and Escherichia coli MobB (1NP6) with sequence identities of 40.6, 31.1 and 25.2% to B. subtilis MobB, respectively.



Our crystal structure of B. subtilis MobB showed that it formed an elongated homodimer. Each subunit contained a Walker A motif for binding the phosphate group of GTP, where a bound sulfate ion from crystallization solution was observed. It was shown that MobB interacts with MobA in vivo using a bacterial two-hybrid system [15], and the model of the MobA:MobB complex structure suggested that GTP was bound in the MobA:MobB interface [16]. We performed binding assays using B. subtilis MobA and MobB, which showed that these two proteins interacted more strongly in the presence of GTP in agreement with the suggested MobA:MobB complex model.




2. Materials and Methods


2.1. Cloning, Expression, and Purification


The mobB gene was amplified from B. subtilis genomic DNA by polymerase chain reaction (PCR) using primers (5′-GCTAGCATGGCCTTGGTCCGTCCTTTC-3′, 5′-GAATTCTTATGCAGATTCCCCCTTCAGC-3′). The purified PCR product was cloned using NheI and EcoRI enzymes into the pET28b vector with an N-terminal His6-tag and thrombin site. The construct was then transformed into BL21(DE3) E. coli strain (Novagen). The cells were cultured in LB media containing 30 µg/mL of kanamycin at 310 K until an OD600 of 0.6. The temperature was lowered to 291 K, followed by induction with 1 mM isopropyl β-D-1-thiogalactopyranoside (IPTG). Cell growth continued for 16 h, after which cells were harvested by centrifugation. Cell pellets were then resuspended in 20 mM Tris-HCl pH 7.5 and 250 mM NaCl buffer (lysis buffer) and lysed by sonication. The lysate was cleared by centrifugation, after which the supernatant was loaded onto a Ni-sepharose 6 affinity column (GE Healthcare) and eluted by a stepwise gradient of 50–800 mM imidazole in lysis buffer. After the N-terminal His6-tag from the protein was cut by thrombin at 277 K for 16 h, MobB was further purified using a Superdex75 size-exclusion column (GE Healthcare) equilibrated with a buffer composed of 20 mM Tris-HCl pH7.5, 250 mM NaCl, 2 mM dithiothreitol (DTT), and 2 mM EDTA. The purity of the protein was analyzed by SDS-PAGE and the yield was about 2 mg from 1L culture. MobB proteins were concentrated by centrifugal ultrafiltration (Amicon, mol. wt. cutoff = 5 kDa) to 10 mg/mL as measured by Bradford assay (Thermo scientific).




2.2. Crystallization, Data Collection, and Structure Determination


Crystals of B. subtilis MobB were obtained by the hanging-drop vapor-diffusion method performed at 293 K by mixing 1 µL of protein with 1 µL of a well solution containing 23% (w/v) polyethyleneglycol (PEG) 3350 and 0.4 M ammonium sulfate. The protein used for crystallization is residues 1-173 of B. subtilis MobB (sequence ID: O31704) with amino acids “GSHMAS” left on the N-terminus from the vector. The crystals were rod-shaped and reached full size after 3 days. Crystals were transferred into a cryoprotectant solution composed of 25% (w/v) PEG 3350, 0.4 M ammonium sulfate, and 20% glycerol and then flash-cooled in liquid nitrogen. X-ray diffraction data were collected to 2.4 Å resolution at the PAL beamline 5C (KOREA). Data were processed using HKL-2000 [17] and the initial model was obtained by molecular replacement using the Phaser program [18] of the CCP4 package [19] with G. stearothermophilus MobB structure (1XJC) as a search model. The space group was C2 and the asymmetric unit contained five subunits in which subunit B formed a homodimer with subunit E, and C with D. Subunit A formed a homodimer with its 2-fold crystallographic symmetry-related molecule. The Matthews’ coefficient (Vm) was 2.19 Å3/Da, and the estimated solvent content was 43.8%. The model was refined with the Refmac [20,21] and PHENIX programs [22], and manual model building was performed using Coot software [23]. Data collection and refinement statistics are summarized in Table 1. Residues that were poorly observed in the electron density maps were not included in the final model (residues 1–6, 45–59, and 170–173 in A, C, and D subunits; residues 1–5, 45–59, and 173 in the B subunit; and residues 1–6, 45–59 and 172–173 in the E subunit). The Ramachandran plot produced by MolProbity [24] showed that 100% of residues were in the allowed or favored region. The coordinates and structure factors for B. subtilis MobB have been deposited in the RCSB Protein Data Bank with accession code 4OYH.




2.3. MobA Preparation and MobA:MobB Binding Assay


The mobA gene was amplified from B. subtilis genomic DNA by PCR using primers (5′-TACTTCCAATCCAATGCAATGAAGCATATAAA-TGTACTGCT-3′, 5′-TTATCCACTTCCAATGTTATTATCAGTCCCACCTGAAGGAG-3′). The purified PCR product was cloned into a pLIC-Tr3Ta-HA vector containing an N-terminal His6-tag and a TEV protease cleavage site. The construct was then transformed into BL21(DE3) E. coli strain (Novagen). MobA protein was expressed and purified using the same protocol as MobB described above. MobA:MobB binding assay was performed using the BLItz instrument (fortebio) and a Ni-NTA biosensor. BLItz system uses a bio-layer interferometry technology that can detect the change of the thickness of the coating on the biosensor that is proportional to the number of bound molecules [25]. BLItz system measures the association (kon) and dissociation (koff) rate constants to obtain KD value (=kon/koff). All proteins were prepared to 2 mg/mL in 20 mM Tris-HCl pH 7.5 and 250 mM NaCl. MobA contained an N-terminal His6-tag, whereas MobB did not contain a His6-tag. After MobA with a His6-tag was bound to the Ni-NTA sensor, the binding of MobB to MobA was monitored. Binding assays were performed in 20 mM Tris-HCl pH 7.5 and 250 mM NaCl ± 0.5 mM dGTP. Binding assay data were analyzed using BLItz Pro software version 1.1 to calculate KD values.





3. Results and Discussions


The structure of B. subtilis MobB was determined at 2.4 Å resolution and refined to final Rwork (Rfree) values of 21.0% (30.3%). There were 5 subunits (two and a half dimers) in the asymmetric unit, and they had similar structures with RMSD’s of 0.673, 0.991, 1.10, and 0.708 Å, respectively, compared to the A subunit when 148 Cα carbons are superposed. B. subtilis MobB formed a homodimer and each subunit consisted of six α-helices and eight β-strands (Figure 2A). B. subtilis MobB was eluted from the Superdex75 size-exclusion column (GE Healthcare) close to 60 kDa based on the calibration curve, and there were no peaks close to its monomer size (19.5 kDa) (Figure S1, in Supplementary Materials). Although this calculated MW of 60 kDa is closer to the trimeric form of MobB (58.5 kDa), we believe this peak corresponds to an elongated dimer of MobB, as observed in the crystal structure (Figure 2A). Interestingly, eight β-strands of subunit A and eight β-strands of subunit B (denoted with ’) formed a contiguous β-sheet composed of 16 β-strands. β-sheets at the ends (β8-β7-β6-β1 and β1’-β6’-β7’-β8’) were more twisted than the central part (β5-β2-β3’-β4’-β4-β3-β2’-β5’) of this contiguous β-sheet. Two molecules of MobB formed a closely intertwined homodimer with a dimer interface formed mainly by six β-strands (β2-β3’-β4’-β4-β3-β2’) in the center of the structure and α-helices (α2 and α3 from subunit A and α2’ and α3’ from subunit B) on both sides of the sheet (Figure 2A).



Analysis of the dimer interface using the PISA program [26] showed that the buried surface area was 2371 Å2, which is about 21% of the total surface area of each monomer. There were 34 hydrogen bonds and three ionic interactions found in the dimer interface. Interactions from the inter-subunit β-sheet (β2-β3’, β4’-β4, and β3-β2’) contributed 18 hydrogen bonds to the interface. B. subtilis MobB showed similar structures to its homologs with known structures including G. stearothermophilus (PDB ID: 1XJC), A. fulgid (2F1R), and E. coli MobB (1NP6) [16], with RMSD’s of 1.15, 2.39, and 3.32 Å, respectively (Figure S2, in Supplementary Materials). All of them formed a homodimer with a central β-sheet forming the major dimerization interface.



B. subtilis MobB protein contains a phosphate-binding site composed of a conserved Walker A motif (also known as the P-loop) [27] at the N-terminal region (GFQNSGKTT) (Figure 3C). A bound sulfate ion, used in the crystallization solution was observed in this motif in all subunits in the asymmetric unit (Figure 3A). The average B-factor of all sulfate ions is 75.1 Å2 with occupancies set to 1. For comparison, the average B-factors of all protein atoms and water molecules are 54.8 and 69.6 Å2, respectively. Oxygen atoms of the sulfate group were hydrogen-bonded to the amide nitrogen atoms of N20, S21, G22, and K23. The side chains of K23 and T24 also formed hydrogen bonds with the oxygen atoms of the sulfate group. Among these residues, G22, K23, and T24 were completely conserved in the multiple sequence alignments of MobB homologs (Figure 3C). Bound sulfate ions have been observed previously in the Walker A motif of E. coli MobB [16], where it was interacting with the amide groups of G16, G18, K19, and T20 (corresponding to N20, G22, K23, and T24 of B. subtilis MobB) in a similar manner to B. subtilis MobB. Another bound sulfate ion was observed in a nearby region, hydrogen-bonded to the amide groups of F111 and K112 of B. subtilis MobB, (Figure 3B) in all of the five subunits in the asymmetric unit. Although these two residues are identical in E. coli and B. subtilis MobB (Figure 3C, indicated by an asterisk), sulfate ion was not observed at this position in E. coli MobB, probably because the conformations of the amide groups are different from each other. Examination of the electrostatic potential surface of MobB dimer calculated by PyMOL [28] showed that both sulfate binding sites of B. subtilis MobB were predominantly positively charged (Figure 2B). Bound sulfate ions were not observed in the case of other homologs such as A. fulgid and G. stearothermophilus MobB either in the Walker A motif or the second sulfate binding site. This is probably because sulfate ion was not included in the crystallization condition.



MobA catalyzes the transfer of GMP to MPT to form MGD. This reaction is enhanced in the presence of MobB by forming a MobA:MobB complex [11]. We cloned the MobA gene from the B. subtilis genome and measured the binding affinity between MobA and MobB using the BLItz system. The dissociation constant (KD) was 12.2 µM in the presence of 0.5 mM GTP and 27.3 µM in the absence of GTP (Figure 4). The model of MobA:MobB complex suggested that both MobA and MobB bind GTP [16] and the GTP-dependence of MobA:MobB binding affinity seems to support this model. We also observed that MobA precipitated quickly in the absence of MobB and became more stable when mixed with MobB during the purification process, suggesting the formation of a MobA:MobB complex.



In summary, the crystal structure of B. subtilis MobB showed that it formed a tightly bound homodimer with a bound sulfate ion in the Walker A motif. A second sulfate ion was observed in the vicinity of the first sulfate ion, which is unique to B. subtilis MobB. The binding affinity between MobA:MobB was increased in the presence of GTP, supporting the model that GTP is bound by both MobA and MobB during complex formation. We believe our structural and biochemical studies of MobB provide insight into the role of MobB as an enhancer of MobA by binding GTP molecule in the MobA and MobB interface. Future study of MobA:MobB complex structure with bound GTP will provide detailed information to understand the mechanism of MobB function.
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Figure 1. Biosynthesis of molybdenum cofactor (Moco) and further modifications to MCD and bis-MGD in bacteria. MobA and MobB catalyze the conversion of Moco to bis-MGD. 
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Figure 2. The overall structure of MobB dimer (A) Two subunits of MobB dimer (magenta and green) are drawn in cartoon representation and the secondary structures are labeled. Four bound sulfate ions are drawn in a ball-and-stick model. The Walker A motifs are highlighted in yellow in both subunits. (B) Electrostatic potential surface of MobB dimer as shown in (A) drawn in −75 to 75 KbT/ec. (C) 90° rotated view of (A). 
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Figure 3. Sulfate-binding sites in MobB (A) bound sulfate ion in the Walker A motif is drawn in the ball-and-stick model. The hydrogen bonds are shown as dashed lines with the distances indicated in Å. (B) Sulfate ion in the second binding site. (C) Multiple sequence alignment of MobB homologs. Completely conserved residues are colored red and similar residues in yellow. Residues that are hydrogen-bonded with sulfate ions are marked with an asterisk. 
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Figure 4. Binding assay between B. subtilis MobA and MobB. The binding affinity was measured using the BLItz system. Response refers to a change in the thickness of the layer on the biosensor. The raw data and calculated KD values in the absence (orange) and presence (green) of GTP are shown. 
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Table 1. Data Collection and Refinement Statistics.
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Data Collection

	






	
Space Group

	
C2




	
Unit Cell parameters (Å, °)

	
a = 225.53, b = 42.11, c = 93.62, β = 100.99




	
Wavelength (Å)

	
0.97921




	
Temperature (K)

	
100




	
Resolution (Å) a

	
50.0–2.40 (2.44–2.40)




	
No. of observed reflections

	
117,931




	
No. of unique reflections

	
33,530




	
Completeness (%)

	
98.8 (99.7)




	
Rsym b

	
0.109 (0.666)




	
<I/σ (I)> c

	
9.0 (3.1)




	
Refinement statistics




	
No. of Residues

	
746




	
No. of water molecules

	
218




	
No. of sulfate ions

	
13




	
Rcryst (%), Rfree (%) d

	
21.0, 30.3




	
rmsd bonds (Å)

	
0.014




	
rmsd angles (°)

	
1.559




	
Ramachandran plot

	




	
Most favored region (%)

	
96.8




	
Additionally allowed region (%)

	
3.2








a Resolution range of the highest shell is listed in parentheses b Rsym = ∑I—<I>|/∑I, where I is the intensity of an individual reflection and <I> is the average intensity over symmetry equivalents c <I/σ (I)> is the mean reflection intensity/estimated error d Rcryst = ∑ ||F0|–|Fc||/∑|F0|, where Fo and Fc are the observed and calculated structure factor amplitudes, Rfree is equivalent to Rcryst but calculated for a randomly chosen set of reflections that were omitted from the refinement process.
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