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ABSTRACT  26 

Resistance to antipseudomonal penicillins and cephalosporins is often driven by the 27 

overproduction of the intrinsic β-lactamase AmpC.  However, OXA-10-family β-lactamases are a 28 

rich source of resistance in Pseudomonas aeruginosa. OXA β-lactamases have a propensity for 29 

mutation leading to extended spectrum cephalosporinase and carbapenemase activity.  In this 30 

study, we identified isolates from a subclade of the multidrug-resistant (MDR) high risk clonal 31 

complex CC446 with resistance to ceftazidime.  Genomic analysis revealed that these isolates 32 

harbored a plasmid containing a novel allele of blaOXA-10, named blaOXA-935, which was predicted 33 

to produce an OXA-10 variant with two amino acid substitutions: an aspartic acid instead of 34 

glycine at position 157 and a serine instead of phenylalanine at position 153.  The G157D 35 

mutation, present in OXA-14, is associated with resistance to ceftazidime.  Deletion of blaOXA-935 36 

restored sensitivity to ceftazidime and susceptibility profiling of P. aeruginosa laboratory strains 37 

expressing blaOXA-935 revealed that OXA-935 conferred ceftazidime resistance.  To better 38 

understand the impact of the variant amino acids, we determined the crystal structures of OXA-39 

14 and OXA-935.  In OXA-14, one of two monomers contained the canonical carbamylated lysine-40 

70 (K70).  In contrast, both monomers of OXA-935 were decarbamylated at K70, and the F153S 41 

mutation conferred increased flexibility to the omega (Ω) loop.  Compared to OXA-14, the catalytic 42 

efficiency of OXA-935 for nitrocefin was significantly reduced.   Amino acid changes that confer 43 

extended spectrum cephalosporinase activity to OXA-10-family β-lactamases are concerning 44 

given rising reliance on novel β-lactam/β-lactamase inhibitor combinations such as ceftolozane-45 

tazobactam and ceftazidime-avibactam to treat MDR P. aeruginosa infections.     46 
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INTRODUCTION 50 

Infections caused by multidrug-resistant (MDR) and extensively drug-resistant (XDR) organisms 51 

are an increasing threat to public health.  Leading the way are infections by drug-resistant gram-52 

negative bacteria such as Pseudomonas aeruginosa, Acinetobacter baumannii and members of 53 

the Enterobacteriaceae family.  Of particular interest is the human pathogen, P. aeruginosa, which 54 

is responsible for diverse infections including bacteremia, pneumonia, urinary tract and skin and 55 

soft tissue infections.  At baseline, P. aeruginosa harbors a large armamentarium of antimicrobial 56 

resistance mechanisms including a chromosomally encoded cephalosporinase, AmpC, and basal 57 

and inducible antibiotic efflux pumps.  P. aeruginosa is notable for the frequent acquisition of 58 

exogenous genetic material in the form of plasmids that carry large mobile genetic elements (e.g. 59 

integrons, transposons, ICE elements) that can contain series of antimicrobial resistance genes 60 

(1, 2).  One such element, the class 1 integron in1697, was recently identified as part of a novel 61 

antimicrobial resistance (AMR) plasmid discovered in ST298*, a subclade within the globally-62 

distributed P. aeruginosa high-risk clonal complex 446 (CC446) (1).  Characterization of in1697 63 

revealed the presence of several resistance gene cassettes including genes for sulfonamide, 64 

quaternary ammonium compounds and aminoglycoside resistance. In most strains, in1697 also 65 

contained the β-lactamase gene, blaOXA-10.   66 

OXA-10 (PSE-2) is a class D β-lactamase originally described in the late 1970s (3, 4) that 67 

confers resistance to cefotaxime and ceftriaxone by not ceftazidime (5).  Natural and laboratory-68 

selected variants of OXA-10 have been identified, many of which differ in the spectrum of -69 

lactams that they hydrolyze (6).  One such variant, OXA-14, contains a single amino acid change 70 

(glycine to aspartate at position 157, G157D) from the OXA-10 parent.  The OXA-14 variant has 71 

been implicated in clinically significant resistance to ceftazidime (6, 7).  In P. aeruginosa, 72 

variations in OXA-10-type enzymes are a rich source of expanding AMR, as evidenced by several 73 

recently identified members of the class, OXA-40, OXA-198, OXA-655 and OXA-656, that confer 74 

resistance to carbapenems (8-11).  75 
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Although the isolates within this collection of ST298* P. aeruginosa strains were typically 76 

susceptible to ceftazidime, we noted three isolates that were resistant to this antibiotic (1).  77 

Interestingly, these three isolates also contained AMR integrons in which the blaOXA-10 gene 78 

contained two mutations that were predicted to result in a glycine to aspartic acid substitution at 79 

position 157 (similar to OXA-14) and a phenylalanine to serine substitution at position 153.  In the 80 

present study, we characterized this novel OXA-10 variant, which we designate “OXA-935”. We 81 

determined the crystal structures of both OXA-935 and OXA-14.  The structures of OXA-935 and 82 

OXA-14 shared most of the structural features previously described for OXA-10 (12); however, 83 

OXA-935 contained a second amino substitution, phenylalanine to serine at position 153 (F153S), 84 

that increased the flexibility of the -loop resulting in the loss of critical carbamylation at the active 85 

site residue lysine 70 (K70).       86 

 87 

RESULTS 88 

Identification of OXA-935, a novel class D, OXA-10 family β-lactamase  89 

In a recent study, we described a prolonged epidemic of ST298* XDR P. aeruginosa at a single 90 

academic center (1).  Many of these strains possessed sequence aligning to a novel AMR plasmid 91 

(pPABL048) harboring the integron, in1697. This plasmid, originally described in the strain 92 

PABL048, confers resistance to anti-pseudomonal penicillins likely due to the presence of blaOXA-93 

10 in the integron. We noted that three isolates (PS1793, PS1796, and PS1797) showed high 94 

levels of ceftazidime resistance not present elsewhere in the collection.  Additionally, they also 95 

showed non-susceptibility to ceftazidime-avibactam and ceftolozane-tazobactam by disc 96 

diffusion. These three isolates were closely related and found to possess single nucleotide 97 

variants (SNVs) in the plasmid-borne blaOXA-10 gene leading to G157D and F153S amino acid 98 

substitutions in OXA-10.  These isolates also harbored deletions of amino acids 2-30 in AmpD 99 

(1).  AmpD negatively regulates the chromosomally encoded cephalosporinase, AmpC and 100 

mutations in AmpD are linked to overexpression of AmpC and increased resistance to 101 
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cephalosporins (13, 14).  In this study, we explored the molecular mechanism of ceftazidime 102 

resistance in PS1793, PS1796 and PS1797 with a focus on their OXA-10-variant β-lactamase. 103 

We performed long-read sequencing of PS1793 and used this, along with previously-104 

generated Illumina short reads (1), to assemble a complete genome sequence for PS1793. This 105 

yielded a 7.4 Mb genome, consisting of a 6,868,713 bp circular chromosome and 3 circular 106 

plasmids. Surprisingly, the AMR plasmid pPABL048 described in our previous study aligned to 107 

two separate plasmid sequences in PS1793 (the 318,215 bp PS1793_p1 and 113,189 bp 108 

PS1793_p2) with approximately 19 kb of overlapping sequence present on both plasmids (Fig. 109 

1A-D). No additional sequence was present in these plasmids, suggesting that pPABL048 may, 110 

in fact, be a hybrid plasmid that contains more than one set of replication and partitioning 111 

machinery. This would be similar to other plasmids within this family such as pOZ176 that 112 

possesses both the IncP-2 system and the uncharacterized replication gene described in our 113 

previous study (1, 15).  The AMR integron is present in the larger PS1793_p1 plasmid. PS1793 114 

also harbors an additional 69,506 bp plasmid (PS1793_p3) that was not previously described in 115 

PABL048 (Figure 1A-D). However, following a BLAST search, portions of this third plasmid 116 

aligned with the PABL048 chromosome (a 10 kb fragment aligned with 99% identity and a 2.3 kb 117 

fragment aligned with 76% identity) and shared homology with other Pseudomonas genus 118 

plasmids. Based on alignments with the PS1793 complete genome, PS1796 was identical (with 119 

0 chromosomal or plasmid SNVs) and PS1797 differed by a single chromosomal SNV (Table S1). 120 

Comparison of the blaOXA-10 variant seen in PS1793, PS1796 and PS1797 to the NCBI 121 

database revealed that this allele had not been previously described. As such, it was assigned 122 

the name blaOXA-935 (RefSeq ID WP_141989064.1). When its predicted protein sequence was 123 

compared to other protein sequences within the OXA-10 family, the G157D substitution was 124 

present in multiple homologues, including OXA-11 and OXA-14, which are known to confer 125 

extended spectrum resistance to ceftazidime (7, 16). The F153S substitution was unique to OXA-126 

935, although OXA-795 possesses a deletion at positions 153 and 154 (Fig. S1).  OXA-795 also 127 
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confers ceftazidime resistance without an accompanying G157D substitution (17).  Phylogenetic 128 

analysis of these OXA-10 family proteins showed that they are divided into two major groups 129 

classified by their first identified and earliest-named members, OXA-7 and OXA-10. OXA-935 130 

belongs to the OXA-10 subgroup and is most closely related to OXA-11, OXA-14, OXA-16, and 131 

OXA-142, although most branches within each group have low bootstrap confidence, likely 132 

secondary to limited sequence variability (Fig. 1E).  133 

We next sought to determine the prevalence of blaOXA-10 family genes within the 134 

Pseudomonas genus. By screening 9799 genomes, we found that blaOXA-10-like genes were most 135 

common in P. aeruginosa but were also present in other species including P. stuzeri and P. putida 136 

(Table S2). The blaOXA-10 allele was present in a diverse set of species and P. aeruginosa STs 137 

while other variants were more likely to be limited to a few or a single ST. Thus far, blaOXA-935 has 138 

only been detected in the three ST298* P. aeruginosa isolates described in this study (Table S3).  139 

 140 

Expression of OXA-935 confers ceftazidime resistance  141 

After identification of PS1793, PS1796, and PS1797 as the only three isolates in our cohort of 142 

ST298* P. aeruginosa with resistance to ceftazidime, we sought to characterize the role of the 143 

novel beta-lactamase allele, blaOXA-935, in ceftazidime resistance.  Given that OXA-935 shared the 144 

G157D variation with OXA-14 and that expression of OXA-14 has been previously linked to 145 

ceftazidime resistance (6, 7), we hypothesized that the novel beta-lactamase allele, blaOXA-935, 146 

conferred ceftazidime resistance on our clinical isolates despite the co-existing truncation of 147 

AmpD.  Resistance of PS1793, PS1796, and PS1797 was confirmed using the microbroth dilution 148 

(MBD) method (Table 1).  All three isolates demonstrated similarly high levels of resistance to 149 

ceftazidime with MICs of 64 µg/mL.  Deletion of blaOXA-935 from the AMR plasmid of PS1793, 150 

PS1796 and PS1797 resulted in a reduction in the ceftazidime MIC to 8 µg/mL, 2 µg/mL and 2 151 

µg/mL, respectively, yielding susceptible phenotypes for all three strains.  Deletion of blaOXA-935 152 

also made the strains susceptible to the 4th generation cephalosporin, cefepime.  Previously, when 153 
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we deleted the entire pPABL048 plasmid from related strains in CC446, we detected the loss of 154 

resistance to aztreonam and piperacillin/tazobactam (1).  Interestingly, deletion of blaOXA-935 155 

resulted in minor reductions in the MICs to aztreonam and piperacillin/tazobactam, but did not 156 

restore susceptibility.  This suggests that there likely are compensatory mechanisms that govern 157 

resistance to aztreonam and piperacillin/tazobactam.  We did not observe any differences in 158 

susceptibility to meropenem, suggesting that OXA-935 is unlikely to contribute to carbapenem 159 

resistance.  Other than alterations in MICs to cephalosporins, all three ∆blaOXA-935 deletion strains 160 

maintained resistance to gentamicin and ciprofloxacin and susceptibility to colistin. Taken 161 

together, these results confirm that ceftazidime resistance in PS1793, PS1796 and PS1797 is 162 

driven primarily by the presence of blaOXA-935.   163 

To evaluate the impact of the G157D variant in OXA-14 and the G157D, F153S variants 164 

in OXA-935 on β-lactam resistance, blaOXA-10, blaOXA-14, and blaOXA-935 were individually cloned into 165 

a plasmid and expressed in P. aeruginosa PAO1 and PA14 strain backgrounds.  Comparative 166 

MIC data for PAO1 and PA14 expressing OXA-10, OXA-14, and OXA-935  are shown in Table 2.  167 

Compared to strains expressing a vector control, the expression of OXA-14 resulted in a 16-fold 168 

increase in the ceftazidime MIC in PAO1 and an 8-fold increase in PA14, consistent with previous 169 

reports (6, 7, 17).  Expression of OXA-935 resulted in a 16-fold increase in ceftazidime MIC in 170 

PAO1 and a 32-fold increase in PA14, providing evidence that both OXA-14 and OXA-935 confer 171 

resistance to ceftazidime, but that expression of OXA-935 has a greater impact on MIC.  The 172 

detailed molecular mechanism of the differential impact of OXA-14 and OXA-935 expression on 173 

ceftazidime resistance in various PA strain backgrounds requires more study.  Compared to 174 

strains containing an empty vector, expression of OXA-10 resulted in an 8-fold increase in the 175 

piperacillin-tazobactam MIC in PAO1 and a 16-fold increase in PA14.  Expression of OXA-14 176 

resulted in a 4-fold increase the MIC to piperacillin-tazobactam in both strains while expression 177 

of OXA-935 resulted in no increase in the MIC to piperacillin-tazobactam.  The impact on cefepime 178 

susceptibility was more uniform in that all three proteins, OXA-10, OXA-14, and OXA-935, 179 
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resulted in a 4-fold increase in MIC when expressed in both strain backgrounds.  These results 180 

confirm previous findings indicating that OXA-10 has activity against piperacillin-tazobactam but 181 

not ceftazidime.  In contrast, OXA-935 is not appreciably active against piperacillin-tazobactam in 182 

these strain backgrounds but has substantial activity against ceftazidime.  OXA-14 has an 183 

intermediate resistance phenotype.     184 

 185 

The amino acid change F153S introduced high flexibility into the -loop of OXA-935 186 

OXA-935 differs from OXA-14 in a single amino acid substitution in the protein’s Ω-loop at position 187 

153 (Fig. 1A).  Changes in this loop in multiple classes of β-lactamases are known to increase its 188 

flexibility and therefore increase substrate access to the active site (12, 18, 19), which could 189 

explain increased activity against bulky substrates such as ceftazidime.  Since structures of OXA-190 

14 and OXA-935 were unavailable to corroborate this hypothesis, we determined the crystal 191 

structure of OXA-14 and OXA-935. We were able to determine apo structures for both enzymes 192 

(Fig. 2, Table S4), but not in complex with ceftazidime.  Both protein structures contained two 193 

chains in the asymmetric unit, corresponding to a dimer as previously described for OXA-10 (12, 194 

20). OXA-935 (PDB code: 7L5V) belonged to the space group P21, and OXA-14 (PDB code: 195 

7L5R) belonged to the space group P212121 (Tables S5, S6).  Structural alignment of these 196 

revealed a root mean square deviation (r.m.s.d.) of 0.65 driven primarily by a different 197 

conformation of the -loop, where the F153S mutation was located (Fig. 3A-C, Fig. S3).  In chain 198 

A of OXA-14, the -loop was closer to the active site and the indole group from W154 interacted 199 

with the carbamylated K70 (3.2 Å) as was seen in OXA-10 (Fig. 3D). The interaction between K70 200 

and W154 is critical for both the activity and the stability of OXA-10 (21).  In the chain B of OXA-201 

14, K70 was decarbamylated, causing an open confirmation, consistent with what was observed 202 

for OXA-10. In contrast, the -loops of both chains in the crystal structure of OXA-935 had open 203 

conformations, the hydrogen bond between K70 and the indole group of W154 was lost (16.4 Å), 204 
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and both K70 residues were decarbamylated (Fig. 3E, Fig. S3). This more open confirmation of 205 

the -loop led to a larger and more positively charged active site cavity, which may allow it to 206 

accommodate bulkier and more negatively charged substrates such as ceftazidime (Fig. 3F,G).  207 

An additional structure of OXA-935 determined (PDB code: 7N1M) from different crystallization 208 

conditions and a different space group, P212121, also revealed that both monomers of OXA-935 209 

had decarbamylated K70 residues and disordered -loops supporting the observations that S153 210 

conferred significant flexibility to the -loop.   211 

The carbamylation of K70 in other class D β-lactamases is favored at more basic pH (22, 212 

23), whereas OXA-935 showed decarbamylated K70 even at a pH of 8.3. We hypothesized that 213 

the F153S substitution conferred enough flexibility to the -loop to destabilize the carbamylated 214 

state of K70 even at basic pH.  To corroborate this hypothesis, we used nitrocefin hydrolysis to 215 

examine the activity of OXA-14 and OXA-935 across a range of pH values (pH 7.0 - 8.5) in a 216 

saturated sodium bicarbonate buffer.  Sodium bicarbonate stimulated the activity of both enzymes 217 

across the tested pH range (Fig. S2).  We observed an increase in nitrocefin hydrolysis for OXA-218 

14 as pH values increased suggesting that K70 was more stably carbamylated at higher pH.  219 

Conversely, we observed little increase from the baseline in nitrocefin hydrolysis by OXA-935 as 220 

pH increased.  Thus, unlike OXA-10, OXA-14, and other related β-lactamases, it is likely that K70 221 

of OXA-935 remains decarbamylated in vitro despite increases in pH.        222 

 223 

 Nitrocefin hydrolysis by OXA-935 is slower than OXA-14 224 

The enzymatic activities of OXA-14 and OXA-935 were tested using nitrocefin as a substrate.  225 

Despite the fact that both proteins harbor the G157D mutation and both proteins are responsible 226 

for ceftazidime resistance, there were significant differences in their kinetic parameters (Table 3).  227 

Consistent with previous reports, the enzyme-substrate binding efficiency of OXA-14 showed 228 

cooperativity even at low enzyme concentrations (2.5 nM) and the K0.5, the concentration of 229 
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nitrocefin at which OXA-14 was at half maximum velocity, was 10.1 ± 0.5 µM (7, 20). Contrary to 230 

OXA-14, OXA-935 exhibited Michaelis-Menten kinetics and its Km for nitrocefin (20.8 ± 1.7 µM) 231 

was almost double the K0.5 of OXA-14, suggesting that the affinity of OXA-935 for nitrocefin was 232 

approximately half that of OXA-14.  When comparing OXA-935 to OXA-14, we saw an even more 233 

dramatic effect on the substrate turnover rate.  OXA-935 had a 4.5-fold lower kcat than the Vmax of 234 

OXA-14 for nitrocefin, suggesting that the F135S mutation present in OXA-935 had a dramatic 235 

impact on the ability of OXA-935 to hydrolyze nitrocefin (Table 3).  The crystal structure showed 236 

that the F135S mutation of OXA-935 led to increased Ω-loop conformational flexibility and a lack 237 

of carbamylation at K70 (Fig. 3E) (22).  It is conceivable that the lack of carbamylation at the K70 238 

residue led to the poor nitrocefin hydrolysis observed in our biochemical assay.  Despite the fact 239 

that the nitrocefin hydrolysis kinetics for OXA-935 were slower than for OXA-14, MBD testing 240 

confirmed that expression of OXA-935 was sufficient for significant resistance to ceftazidime 241 

(Table 2).  Additional studies are needed to understand the dynamics of the activation of OXA-242 

935 in the context of our broth dilution assay.  243 

 244 

DISCUSSION 245 

In this study, we characterized a novel OXA-10-family β-lactamase, OXA-935, found in 246 

three XDR ST-298* P. aeruginosa isolates unique with respect to their resistance to ceftazidime.  247 

OXA-935 differs from OXA-10 by two amino acid substitutions, G157D which it shares with OXA-248 

14 and F153S which is novel.  We showed that deletion of blaOXA-935 from our three isolates 249 

restored susceptibility to ceftazidime and that expression of blaOXA-935 in laboratory P. aeruginosa 250 

strains was sufficient for resistance to ceftazidime.  We also determined the crystal structures of 251 

both OXA-14 and OXA-935.  In the crystal structure of OXA-935, the critical active site K70 252 

residue was decarbamylated in both monomers and the F153S substitution resulted in significant 253 

flexibility of OXA-935’s Ω-loop.  These structural changes likely impact the ability of OXA-935 to 254 

hydrolyze bulkier substrates such as ceftazidime.   255 
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The most well characterized pathway of antimicrobial resistance to 3 rd generation 256 

cephalosporins, such as ceftazidime and the newer β-lactam/β-lactamase combination 257 

antimicrobials, is the accumulation of chromosomal mutations leading to the overproduction of 258 

the intrinsic cephalosporinase AmpC (19).  Overexpression of AmpC is often secondary to 259 

mutations in the AmpC repressor, AmpD.  AmpD inactivation in P. aeruginosa results in both 260 

moderate basal-level expression and hyperinducible expression of AmpC (14) and is known to 261 

lead to extended spectrum beta-lactam resistance.  Genome sequencing of our three isolates 262 

revealed a mutation in AmpD, resulting in a truncated N-terminus (∆aa 2-30).  Despite this AmpD 263 

truncation, deletion of blaOXA-935 restored ceftazidime susceptibility and its ectopic expression 264 

produced resistance in laboratory strains of P. aeruginosa.  This suggests that the resistance 265 

phenotype observed in our strains was largely driven by OXA-935 expression and less impacted 266 

by the co-existing AmpD truncation. Interestingly, the G157D and F153S substitutions had a more 267 

unpredictable impact on the MICs to additional -lactam compounds other than ceftazidime.  268 

When compared to OXA-10, expression of both OXA-14 and OXA-935 resulted in decreased 269 

MICs to aztreonam and piperacillin-tazobactam. This suggests that these substitutions, while 270 

extending the spectrum of activity against ceftazidime, may negatively impact the ability of OXA-271 

935 to hydrolyze other -lactam compounds and that there is likely a trade-off to mutations that 272 

affect the confirmation of the active site and the flexibility of the Ω-loop.  273 

In P. aeruginosa there is growing concern for the increasing spectrum of antimicrobial 274 

resistance among OXA-10-family β-lactamases.  OXA-10 has been subject to significant 275 

mutational pressure both in the laboratory where ceftazidime (6), carbapenem (10, 11, 24), 276 

ceftolozane-tazobactam and ceftazidime-avibactam (17, 25, 26) resistant mutants have been 277 

selected, and clinically, as evidenced by the sheer diversity of described mutations leading to 278 

clinically-significant AMR (7, 16, 27-29).  Class D β-lactamases share the same general structure 279 

with conserved motifs including an active-site serine 67, a carbamylated lysine (K70), and a 280 
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stabilizing and invariant tryptophan residue (W154) within the Ω-loop (Fig. S4) (21). In order to 281 

better understand the impact of the OXA-935 amino acid substitutions on enzymatic function, we 282 

determined the crystal structures of OXA-14 and OXA-935.  OXA-14 crystallized as a dimer where 283 

only one of the two K70 residues was carbamylated (22, 23).  The Ω-loop conformation was 284 

maintained and the hydrogen bond between the indole group of W154 and K70 was present.  The 285 

F153S variant found within OXA-935 yielded a distinctly different structure of the Ω-loop whereby 286 

W154 was oriented away from the active site cavity, carbamylation of K70 was not observed, and 287 

the active site groove was more positively charged.  W154, in addition to stabilizing K70, helps 288 

orient K70 so that it has optimal interactions with other residues in the active site (21).  Critically, 289 

mutations in W154 (W154C), deletion of F153-W154, and duplications of negatively charged 290 

residues in this region have been identified in P. aeruginosa clinical isolates resistant to 291 

ceftazidime-avibactam and ceftolozane-tazobactam (17, 30).  In addition, the Ω-loop of OXA-935 292 

was considerably more flexible than in OXA-14.  This suggests that both F153 and its neighboring 293 

residue W154 may be critical sites of mutation that allow for increased substrate accessibility of 294 

the active site.   295 

 In assessing functional kinetics, purified OXA-935 hydrolyzed nitrocefin at a slower rate 296 

than OXA-14; however, expression during MIC testing was sufficient for ceftazidime resistance.  297 

It is possible that decarbamylation of K70 is contributing to this reduced activity against nitrocefin 298 

in our biochemical assay. While the lack of carbamylation may offer an explanation for poor 299 

nitrocefin hydrolysis, it is unclear what the impact is of this lost post-translational modification on 300 

ceftazidime hydrolysis.  Several possible explanations exist for why OXA-935 hydrolyzes 301 

ceftazidime efficiently despite poor nitrocefin hydrolysis.  First, it is possible that OXA-935 may be 302 

more highly expressed than OXA-14, more efficiency transported to the periplasm, or more stable 303 

once it arrives there.  Alternatively, it is possible that carbamylation of K70 is favored under 304 

conditions that were disrupted during purification and crystallization.  In this case, nitrocefin 305 

hydrolysis may be a poor substitute for the kinetics of ceftazidime hydrolysis.  Attempts to 306 
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crystalize OXA-14 or OXA-935 with bound ceftazidime were unsuccessful which may be due to 307 

rapid hydrolysis by both enzymes and a lack of K70 carbamylation in OXA-935.  Regardless, the 308 

new structures of OXA-14 and OXA-935 provide structural insights into the interplay between the 309 

Ω-loop and the active site which governs the broad spectrum of activity for this family of enzymes. 310 

Finally, OXA-10-family -lactamases are often found in mobile transmissible elements 311 

such as plasmids (17).  OXA-935 is no exception in that it is located within a plasmid-borne 312 

integron that harbors additional AMR elements (1).  The mobility of OXA-10-family -lactamases 313 

coupled with their propensity for mutation in the face of antibiotic pressure make this enzymatic 314 

class one of growing concern.  The discovery of yet another variant of OXA-10, OXA-935, that 315 

confers ceftazidime resistance, and non-susceptibility to ceftazidime-avibactam and ceftolozane-316 

tazobactam prior to the clinical introduction of the latter two antimicrobial agents is worrisome.  317 

Minimal amino acid changes in OXA-10 lead to clinically significant extended-spectrum β-318 

lactamase activity, especially when located in the Ω-loop.  Most concerning is the development 319 

of resistance to ceftolozane-tazobactam and ceftazidime-avibactam which are often used as last-320 

resort therapy to treat MDR P. aeruginosa infections.  Ultimately, our findings emphasize the 321 

importance of continued molecular surveillance of multidrug-resistant P. aeruginosa and 322 

increased recognition of the contribution of OXA-10-family -lactamases to AMR phenotypes.     323 
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MATERIALS AND METHODS 324 

Bacterial Strains and Growth Conditions 325 

P. aeruginosa PS1793, PS1796, and PS1797 are clinical strains from the respiratory tract of 326 

patients at Northwestern Memorial Hospital (NMH) isolated between 2005 and 2007 and 327 

PABL048 is a clinical strain from the bloodstream of a patient at NMH isolated in 2001 (1). PA14 328 

and PAO1 are commonly used laboratory strains (31, 32).  Relevant characteristics of these 329 

strains are listed in Table S7.  330 

 Escherichia coli strain TOP-10 (Invitrogen) was used for cloning and E. coli strains S17.1 331 

λpir (33) and SM10 λpir were used to introduce plasmids into P. aeruginosa.  E. coli BL21(DE3) 332 

with and without the pMagic plasmid (34) were used for protein expression.  Bacterial strains were 333 

streaked from frozen cultures onto LB agar and, unless otherwise stated, grown at 37˚C in LB.   334 

 Antibiotics were used at the following concentrations: irgasan 5 µg/mL (irg), hygromycin 335 

500 µg /mL (hyg), and gentamicin 100 µg/mL (gent) for P. aeruginosa, and gentamicin 15 µg/mL, 336 

hygromycin 100 µg/mL, kanamycin 50 µg/mL (kan), and ampicillin 200 µg/mL (amp) for E. coli. 337 

Further details on the strains and plasmids used in this study can be found in Tables S7 and S8. 338 

  339 
Hybrid assembly of PS1793 and comparison to PABL048 340 

For short-read and long-read sequencing, genomic DNA was extracted from an overnight culture 341 

of PS1793 using a Promega Maxwell Cell DNA Purification Kit (Promega Corp., Madison, WI). 342 

For short-read sequencing, a sequencing library was prepared using a Nextera XT kit (Illumina, 343 

San Diego, CA) and sequenced using an Illumina MiSeq instrument and a v3 flow cell, yielding 2 344 

x 301 bp paired-end reads for a total of 1,174 Mbp of sequence, with an approximate coverage 345 

of 160-fold. For long-read sequencing, genomic DNA from PS1793 was used to create a 346 

sequencing library using ligation sequencing kit SQK-LSK109 (Oxford Nanopore, UK, catalogue 347 

number SQK-LSK109) and sequenced on the Oxford Nanopore MinION platform using a FLO-348 

MIN106 flow cell. Base calling with default quality score filtering and demultiplexing of sequenced 349 
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reads was performed using Guppy (v3.4.5) yielding 31,050 reads totaling 297 Mbp of sequence 350 

and approximate coverage of 41-fold. Hybrid genome assembly was performed using Unicyler 351 

(v0.4.8) (35) with default settings to generate a single circular 6,868,713 bp chromosome and 3 352 

circular plasmids totaling 318,215, 113,189, and 69,506 bp respectively. The PS1793 complete 353 

genome was annotated using the NCBI Prokaryotic Genome Annotation Pipeline (PGAP) (v5.2) 354 

(36, 37) and is available through NCBI BioSample SAMN12162657 and GenBank locus 355 

accessions CP083366-CP083369.  PS1793 plasmid contigs and pPABL048 were aligned to each 356 

other and visualized using BRIG (v0.95) (38). 357 

 358 

Sequencing of PS1796 and PS1797 and comparison to PS1793 359 

For short-read sequencing of PS1796 and PS1797, genomic DNA was extracted from an 360 

overnight culture as described previously. Sequencing libraries were prepared using a Nextera 361 

XT kit (Illumina, San Diego, CA) and sequenced using an Illumina MiSeq instrument and v3 flow 362 

cell as described previously.  Reads were quality trimmed and adapter sequences were removed 363 

using Trimmomatic (v0.36) (39). Trimmed reads were aligned to the PS1793 complete genome 364 

(chromosome and plasmids) using BWA  (v0.7.15) (40) (https://arxiv.org/abs/1303.3997v2) and 365 

sorted and indexed using samtools (v0.1.19-44428cd) (41).  SNV sites were then identified as 366 

described previously (1). 367 

 368 

Alignment and phylogenetic comparison of OXA-10-family -lactamases 369 

For alignment visualization, multiple alignment of all OXA-10 family -lactamase amino acid 370 

sequences was performed using Qiagen CLC Sequence Viewer (v8.0) with default parameters. 371 

For phylogenetic analysis, we used all OXA-10 family -lactamase amino acid sequences and 372 

included OXA-5, a relatively closely related class D -lactamase, as an outgroup protein (42). 373 

Sequences were aligned using MUSCLE (v3.8.31) (43). A maximum likelihood phylogenetic tree 374 
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was constructed based on this alignment using RAxML (v8.2.11) (44) with automatic protein 375 

model selection and gamma model of rate heterogeneity (-m PROTGAMMAAUTO) and 1000 376 

rapid bootstraps to assess support (-f a -N 1000). The resulting tree was plotted using iTOL v.6 377 

(45). 378 

 379 

Genus-wide screen for OXA-10-family -lactamase prevalence 380 

OXA-10 family -lactamase sequences were obtained from the NCBI Pathogen Detection 381 

Reference Gene Catalog using “OXA-10” as the search query in January 2021. OXA-16 was 382 

additionally included based on literature review (27). Pseudomonas genus genomes available in 383 

the Pseudomonas Genome Database (46), along with accompanying metadata (species, MLST) 384 

were obtained on November 10th, 2020. After the exclusion of one genome which failed to 385 

download, this yielded a total of 9799 genomes (including both complete and draft genomes). 386 

Nucleotide BLAST alignments were performed using each OXA-10 family -lactamase as the 387 

query sequence and each genome as the subject sequence. In order to identify which genomes 388 

contained known OXA-10 family -lactamase genes, BLAST results were parsed to identify 389 

alignments with 100% sequence identity and coverage. In order to identify genomes containing 390 

any OXA-10 family -lactamase gene, BLAST results were parsed to identify alignments with 90% 391 

sequence identity and coverage for blaOXA-10. 392 

 393 

Generation of pEX18HygB and blaOXA-14 and blaOXA-935 expression plasmids  394 

The hygromycin B resistance gene (hygR) and associated promoter (ampR promoter) were 395 

amplified from the pFLP_hyg (47) plasmid using primers TT115 and TT116, creating a 1,185 bp 396 

amplicon. Inverse PCR with primers TT113 and TT114 were used to amplify the backbone of the 397 

pEX18Ap plasmid (48), excluding the ampicillin resistance gene and associated promoter, 398 

resulting in a 4,644 bp amplicon. Both amplicons were designed with matching overhangs to allow 399 
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for annealing through Gibson assembly. The hygR insert and the inverse PCR product of the 400 

pEX18Ap backbone were mixed at a 5:1 ratio and ligated for 30 minutes at 50°C with New 401 

England Biolabs (NEB) Gibson Assembly ® Cloning Kit to create pEX18HygB. The resulting 402 

assembled product was transformed into chemically competent E. coli TOP10 and plated on LB 403 

agar plates supplemented with 100 μg/mL hygromycin B (GoldBio, USA). An individual colony 404 

was picked and transferred to 5 mL of LB medium supplemented with 100 μg/mL hygromycin B 405 

and incubated overnight at 37 °C.  After 14 h, pEX18HygB was isolated from E. coli TOP10 using 406 

a QIAprep Spin Miniprep Kit (Qiagen, Germany) and was verified by sequencing (using 9 pairs of 407 

overlapping primers, TT117 – TT125) at the NuSeq facility at Northwestern University.  The 408 

resulting sequences confirmed the creation of the 5,829 bp plasmid, pEX18HygB.   409 

 For the creation of OXA -lactamase expression vectors for protein purification, both full 410 

length (FL) and mature sequence (trunc, ∆aa1-20) blaOXA-14 (NCBI Reference Sequence 411 

WP_064056056.1) and blaOXA-935 (NCBI Reference Sequence WP_141989064.1) were codon 412 

optimized (SmartGene®) for expression in E. coli, synthesized (Twist Bioscience) and cloned into 413 

the pMCSG53 vector (49), which contains a tobacco etch virus (TEV) cleavable N-terminal 6x 414 

His-tag, ampicillin resistance and genes for rare codons.   415 

 For the creation of plasmids with isopropyl -d-1-thiogalactopyranoside (IPTG)-inducible 416 

expression of blaOXA-10, blaOXA-14 and blaOXA-935, the full length (fl) and mature (tr) sequences 417 

without their native promoters were amplified from PABL048 (for blaOXA-10), from pMCSG53-oxa14 418 

FL (for blaOXA-14), and from PS1793 (for blaOXA-935) using the primers pPSV37_OXA_F_Gibs, 419 

pPSV37_OXA_trunc_F_Gibs and pPSV37_OXA_R_Gibs, respectively.  HindIII-digested 420 

pPSV37 (50) was mixed at a 1:3 ratio with each OXA -lactamase gene product and ligated using 421 

the NEB Gibson Assembly ® Cloning Kit.  The resulting vectors, pPSV37-tr-oxa10, pPSV37-fl-422 

oxa10, pPSV37-tr-oxa14, pPSV37-fl-oxa14 and pPSV37-tr-oxa935, pPSV37-fl-oxa935 were 423 

verified by sequencing using primers SeqFwPr and SeqRevPr PSV37 and they, along with 424 
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pPSV37 vector control, were transformed into electrocompetent (51) PAO1 and PA14.  All 425 

recombinant methods including introduction of plasmids expressing OXA-10, OXA-14 and OXA-426 

935 in PAO1 and PA14 were reviewed and approved by the Northwestern University Institutional 427 

Biosafety Committee.  All primer sequences are listed in Supplementary Table S8. 428 

 429 

Generation of ∆blaOXA-935 P. aeruginosa PS1793, PS1796, and PS1797  430 

Upstream and downstream fragments surrounding the blaOXA-935 gene were amplified from 431 

PS1793 genomic DNA using the following primers: oxa10 5-1-HindIII, oxa10 5-2, oxa10 3-1, and 432 

oxa10 3-2-HindIII where oxa10 5-2 and oxa10 3-1 contain a 24-bp overlapping linker sequence 433 

(TTCAGCATGCTTGCGGCTCGAGTT) to generate an in-frame deletion of the blaOXA-935 gene 434 

(Table S8).  The resultant upstream and downstream fragments were used as templates for 435 

overlap extension PCR and amplified with oxa10 5-1-HindIII and oxa10 3-2-HindIII to create a 436 

single linear fragment for insertion.  The integration proficient vector, pEX18HygB, was cut with 437 

HindIII and the plasmid and insertion fragment were ligated using the NEB Gibson Assembly ® 438 

Cloning Kit.  The resulting vector, pEX18HygB-∆blaOXA-935, was verified by sequencing at the 439 

NuSeq facility at Northwestern University and transformed into E. coli SM10 λpir.  Following 440 

conjugation and allelic exchange with PS1793, PS1796 and PS1797 whole-genome sequencing 441 

was performed on all mutant strains to confirm the mutation.  Briefly, genomic DNA was isolated 442 

from an overnight culture of each parental strain and its corresponding mutant, sequencing 443 

libraries were prepared using a Nextera XT kit, and sequencing performed using an Illumina 444 

MiSeq instrument and a v2 flow cell, yielding 2 x 251 bp paired end reads. Reads were quality 445 

trimmed and aligned to the PS1793 complete genome as previously described. The site of the 446 

deletion was examined using Tablet v1.21.02.08 (52). 447 

 448 

Protein production and purification 449 
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Gene sequences of the mature sequence from OXA-14 and OXA-953 were cloned as described 450 

above. The plasmids were transformed into E. coli BL21(DE3)(Magic) cells (53) and 451 

transformants were cultured in Terrific Broth (TB) medium supplemented with 200 μg/ml ampicillin 452 

and 50 μg/ml kanamycin. The expression of the protein was induced by addition of 0.5 mM IPTG 453 

when cultures reached OD600=1.8-2.0; cultures were further incubated at 25 C at 200 rpm for 14 454 

h (53). The cells were harvested by centrifugation, resuspended in lysis buffer (50 mM Tris pH 455 

8.3, 0.5 mM NaCl, 10% glycerol, 0.1% IGEPAL CA-630) and frozen at -30°C until purification.  456 

Frozen suspensions of bacteria were thawed and sonicated at 50% amplitude, in 5 s x 10 s cycle 457 

for 20 min at 4C. The lysate was centrifugated at 39,000 x g for 40 min at 4C, the supernatant 458 

was collected, and the protein was purified as previously described with some modifications (22, 459 

54). The supernatant was loaded onto a His-Trap FF (Ni-NTA) column using a GE Healthcare 460 

ÅKTA Pure system in loading buffer (50 mM Na+/Phosphate buffer pH 7.8, 0.5 M NaCl, 1 mM 461 

Tris(2-carboxyethyl) phosphine (TCEP) and 5% glycerol). The column was washed with 10 462 

column volumes (cv) of loading buffer followed by 10 cv of wash buffer (50 mM Na+/phosphate 463 

buffer pH 7.8, 1 M NaCl, 1 mM Tris(2-carboxyethyl) phosphine (TCEP) and 5% glycerol, 25 mM 464 

imidazole), and was eluted with elution buffer (50 mM Na+/phosphate buffer pH 7.8, 0.5 M NaCl, 465 

1 mM Tris(2-carboxyethyl) phosphine (TCEP) and 5% glycerol, 1 M imidazole). The protein was 466 

loaded onto a Superdex 200 26/600 column and run with loading buffer. The peak fraction was 467 

collected, mixed with TEV protease (1:20 protease:protein) and incubated overnight at room 468 

temperature to remove the 6xHis-tag. The cleaved protein was separated from TEV and the tag 469 

by affinity chromatography (Ni-NTA) and dialyzed in crystallization buffer (20 mM K+/Na+ pH 7.8) 470 

for 2 h, concentrated to 8-9 mg/ml and set up for crystallization immediately or flash-frozen and 471 

stored at -80˚C for further use. 472 

 473 

Crystallization and data collection 474 
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Purified OXA-14 or OXA-935 proteins were set up as 2 µl crystallization drops (1µl protein:1µl 475 

reservoir solution) in 96-well plates (Corning) using commercially available Classics II, Anions 476 

and Ammonium sulfate suites (Qiagen). Diffraction quality crystals of OXA-14 apo-form (PDB 477 

code 7L5R) grew from 0.1 M bicine pH 9.0, 2.4 M ammonium sulfate and were cryoprotected 478 

using 2 M lithium sulfate prior to freezing.  Crystals of OXA-935 (PDB code 7L5V) grew from 0.2 479 

M ammonium acetate, 0.1 M Tris pH 8.5, 25% PEG 3350 and crystals for the second OXA-935 480 

structure (PDB code: 7N1M) grew from 0.2 M ammonium iodide, 2.2 M ammonium sulfate (Tables 481 

S4, S5) and were similarly cryoprotected.   482 

The data sets were collected at the beam lines 21ID-D and 21ID-F of the Life Sciences-483 

Collaborative Access Team (LS-CAT) at the Advanced Photon Source (APS), Argonne National 484 

Laboratory. Images were indexed, integrated and scaled using HKL-3000 (55). 485 

 486 

Structure solution and refinement 487 

The OXA-14 and OXA-935 structures were solved by Molecular Replacement with Phaser (55) 488 

from the CCP4 Suite (56) using the crystal structure of the OXA-10 (PDB code 1E3U) as a search 489 

model. Initial solutions went through several rounds of refinement in REFMAC v. 5.8.0258 (57) 490 

and manual model corrections using Coot (58). The water molecules were automatically 491 

generated using ARP/wARP (59) and ligands were manually fit into electron density maps. The 492 

Translation–Libration–Screw (TLS) groups were created by the TLSMD server (60) 493 

(http://skuldbmsc.washington.edu/~tlsmd/) and TLS corrections were applied during the final 494 

stages of refinement. MolProbity (61) (http://molprobity.biochem.duke.edu/) was used for 495 

monitoring the quality of the model during refinement and for the final validation of the structure. 496 

Final model and diffraction data were deposited to the Protein Data Bank (https://www.rcsb.org/) 497 

with the assigned PDB codes: 7L5R (OXA-14), 7L5V (OXA-935) and 7N1M (OXA-935 #2) (Table 498 
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S6). Structures were visualized using PyMOL v2.4., Schrodinger, LLC®. Composite omit maps 499 

were created in CCP4 at the sigma level (62). 500 

 501 

Structural and sequence alignment 502 

The primary amino acid sequences of OXA-10, OXA-14 and OXA-935 were aligned in Clustal 503 

Omega (63). The alignment was used to produce the secondary structure depiction using OXA-504 

935 (PDB code 7L5V) as template using ESPript 3.0 server (64). Additional structure alignments 505 

were performed using the POSA (65) and FATCAT (66) servers. 506 

 507 

Minimal Inhibitory Concentrations 508 

Minimal inhibitory concentrations (MICs) for P. aeruginosa strains were determined in triplicate 509 

using the MBD protocol described by Weigand, et al. (67).  The following antibiotics were prepared 510 

from commercially available sources and were used to assess MICs: piperacillin/tazobactam, 511 

cefepime, ceftazidime, ciprofloxacin, meropenem, gentamicin, colistin and aztreonam.  For P. 512 

aeruginosa strains containing expression vectors, 1 mM of IPTG was added to the MIC assay 513 

plate to induce OXA--lactamase expression.      514 

 515 

Kinetic Assays 516 

The enzyme kinetic parameters of purified OXA-14 and OXA-935 -lactamases were determined 517 

measuring the initial hydrolysis of nitrocefin ( = 490 nm, and ∆ = 17,400 M-1cm-1) over time using 518 

different concentrations of nitrocefin dissolved in 100 mM sodium phosphate with 50 mM sodium 519 

bicarbonate, pH 7.0. The reactions were performed using clear bottom 96-well plates (Grenier) at  520 

30˚C and measured on the Tecan Safire2 spectrophotometer.  The protein concentrations of 521 

OXA-14 and OXA-935 were 2.5 nM and 10 nM, respectively.  For OXA-935, the kcat (turnover rate) 522 

and Km (Michaelis constant) values were obtained through nonlinear regression of the data by the 523 
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Michaelis-Menten equation, using the plot V/[E] versus [S] (where V is the initial velocity, and [E] 524 

and [S] are the enzyme and substrate concentration, respectively). For OXA-14, the initial velocity 525 

was plotted against the concentrations of nitrocefin but fitted using the Hill equation to determine 526 

K0.5 and Vmax.  All plots and curve fitting were generated using Prism software (GraphPad v.9.1.2).  527 

Each experiment was performed in triplicate.  528 

The effect of carbamylation on OXA-14 and OXA-935 was tested using purified protein 529 

(OXA-14 and OXA-935) at 10 nM, incubated with 50 mM of nitrocefin prepared in 100 mM of 530 

sodium phosphate buffer at the following pH values: 7.0, 7.5, 8.0, 8.5 with or without 50 mM of 531 

sodium bicarbonate as indicated.  Solutions were prepared in a 96-well plate with a total volume 532 

of 100 µL.   Nitrocefin hydrolysis was measured as described above.  Each condition was assayed 533 

in triplicate.  Velocity was determined using the following equation: nitrocefin (µM/min) = ((slope 534 

(abs/min)/path length (cm)) x ∆) x 1,000,000.  Linear regression of the initial velocity (nitrocefin 535 

(µM/min)), was determined and plotted according the pH.   536 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  24 
 

ACKNOWLEDGMENTS 537 

This work was supported by grants from the National Institutes of Health (NIH)/National Institute 538 

of Allergy and Infectious Diseases (NIAID) (R01 AI118257, R01 AI053674, U19 AI135964, K24 539 

104831, and R21 AI129167 awarded to A.R.H), NIH/National Institute of General Medical 540 

Sciences (NIGMS) (T32 GM008061 and T32 GM008152 awarded to N.B.P), an American Cancer 541 

Society (ACS) Postdoctoral Fellowship (#130602-PF-17-107-01-MPC, awarded to K.E.R.B.) and 542 

an ACS Clinician Scientist Development Grant (#134251-CSDG-20-053-01-MPC, awarded to 543 

K.E.R.B.).  This project has been funded in whole or in part with Federal funds from the NIAID 544 

under Contract Nos. HHSN272201299926C and HHSN27201700060C and Grant Nos. 545 

U01AI124316 and R01 GM05789 and from the National Institute of Medical Sciences grant 546 

GM118187, both from the NIH, Department of Health and Human Services.  This work used 547 

resources of the Advance Photon Source, a U.S. Department of Energy (DOE) Office of Science 548 

User Facility operated for the DOE Office of Science by Argonne National Laboratory under 549 

Contract No. DE-AC02-06CH11357.  Use of the LS-CAT Sector 21 was supported by the 550 

Michigan Economic Development Corporation and the Michigan Technology Tri-Corridor (Grant 551 

085P1000817). This work was also supported by the Northwestern University NUSeq Core 552 

Facility and used resources of the Northwestern University Structural Biology Facility which is 553 

generously supported by the NCI CCSG P30 CA060553 award to the Robert H. Lurie 554 

Comprehensive Cancer Center and was supported in part through the computational resources 555 

and staff contributions provided by the Genomics Compute Cluster which is jointly supported by 556 

the Feinberg School of Medicine, the Center for Genetic Medicine, and Feinberg's Department of 557 

Biochemistry and Molecular Genetics, the Office of the Provost, the Office for Research, and 558 

Northwestern Information Technology. The Genomics Compute Cluster is part of Quest, 559 

Northwestern University's high-performance computing facility, with the purpose to advance 560 

research in genomics. The funders had no role in study design, data collection and analysis, 561 

decision to publish, or preparation of the manuscript.  We would like to thank members of the 562 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  25 
 

Center for Structural Genomics of Infectious Diseases (CSGID) and the Hauser, Ozer, and 563 

Kociolek laboratories for their valuable comments during numerous discussions of this work.     564 

  565 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  26 
 

BIBLIOGRAPHY 566 

1. Pincus NB, Bachta KER, Ozer EA, Allen JP, Pura ON, Qi C, Rhodes NJ, Marty FM, Pandit 567 

A, Mekalanos JJ, Oliver A, Hauser AR. 2020. Long-term Persistence of an Extensively 568 

Drug-Resistant Subclade of Globally Distributed Pseudomonas aeruginosa Clonal 569 

Complex 446 in an Academic Medical Center. Clin Infect Dis 71:1524-1531. 570 

2. Potron A, Poirel L, Nordmann P. 2015. Emerging broad-spectrum resistance in 571 

Pseudomonas aeruginosa and Acinetobacter baumannii: Mechanisms and epidemiology. 572 

Int J Antimicrob Agents 45:568-85. 573 

3. Huovinen P, Huovinen S, Jacoby GA. 1988. Sequence of PSE-2 beta-lactamase. 574 

Antimicrob Agents Chemother 32:134-6. 575 

4. Matthew M. 1979. Plasmid-mediated beta-lactamases of Gram-negative bacteria: 576 

properties and distribution. J Antimicrob Chemother 5:349-58. 577 

5. Poirel L, Naas T, Nordmann P. 2010. Diversity, epidemiology, and genetics of class D 578 

beta-lactamases. Antimicrob Agents Chemother 54:24-38. 579 

6. Danel F, Hall LM, Livermore DM. 1999. Laboratory mutants of OXA-10 beta-lactamase 580 

giving ceftazidime resistance in Pseudomonas aeruginosa. J Antimicrob Chemother 581 

43:339-44. 582 

7. Danel F, Hall LM, Gur D, Livermore DM. 1995. OXA-14, another extended-spectrum 583 

variant of OXA-10 (PSE-2) beta-lactamase from Pseudomonas aeruginosa. Antimicrob 584 

Agents Chemother 39:1881-4. 585 

8. Sevillano E, Gallego L, Garcia-Lobo JM. 2009. First detection of the OXA-40 586 

carbapenemase in P. aeruginosa isolates, located on a plasmid also found in A. 587 

baumannii. Pathol Biol (Paris) 57:493-5. 588 

9. El Garch F, Bogaerts P, Bebrone C, Galleni M, Glupczynski Y. 2011. OXA-198, an 589 

acquired carbapenem-hydrolyzing class D beta-lactamase from Pseudomonas 590 

aeruginosa. Antimicrob Agents Chemother 55:4828-33. 591 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  27 
 

10. Kotsakis SD, Flach CF, Razavi M, Larsson DGJ. 2019. Characterization of the First OXA-592 

10 Natural Variant with Increased Carbapenemase Activity. Antimicrob Agents Chemother 593 

63. 594 

11. Leiros HS, Thomassen AM, Samuelsen O, Flach CF, Kotsakis SD, Larsson DGJ. 2020. 595 

Structural insights into the enhanced carbapenemase efficiency of OXA-655 compared to 596 

OXA-10. FEBS Open Bio 10:1821-1832. 597 

12. Paetzel M, Danel F, de Castro L, Mosimann SC, Page MG, Strynadka NC. 2000. Crystal 598 

structure of the class D beta-lactamase OXA-10. Nat Struct Biol 7:918-25. 599 

13. Jacoby GA. 2009. AmpC beta-lactamases. Clin Microbiol Rev 22:161-82, Table of 600 

Contents. 601 

14. Langaee TY, Gagnon L, Huletsky A. 2000. Inactivation of the ampD gene in Pseudomonas 602 

aeruginosa leads to moderate-basal-level and hyperinducible AmpC beta-lactamase 603 

expression. Antimicrob Agents Chemother 44:583-9. 604 

15. Xiong J, Alexander DC, Ma JH, Deraspe M, Low DE, Jamieson FB, Roy PH. 2013. 605 

Complete sequence of pOZ176, a 500-kilobase IncP-2 plasmid encoding IMP-9-mediated 606 

carbapenem resistance, from outbreak isolate Pseudomonas aeruginosa 96. Antimicrob 607 

Agents Chemother 57:3775-82. 608 

16. Hall LM, Livermore DM, Gur D, Akova M, Akalin HE. 1993. OXA-11, an extended-609 

spectrum variant of OXA-10 (PSE-2) beta-lactamase from Pseudomonas aeruginosa. 610 

Antimicrob Agents Chemother 37:1637-44. 611 

17. Arca-Suarez J, Lasarte-Monterrubio C, Rodino-Janeiro BK, Cabot G, Vazquez-Ucha JC, 612 

Rodriguez-Iglesias M, Galan-Sanchez F, Beceiro A, Gonzalez-Bello C, Oliver A, Bou G. 613 

2021. Molecular mechanisms driving the in vivo development of OXA-10-mediated 614 

resistance to ceftolozane/tazobactam and ceftazidime/avibactam during treatment of XDR 615 

Pseudomonas aeruginosa infections. J Antimicrob Chemother 76:91-100. 616 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  28 
 

18. Banerjee S, Pieper U, Kapadia G, Pannell LK, Herzberg O. 1998. Role of the omega-loop 617 

in the activity, substrate specificity, and structure of class A beta-lactamase. Biochemistry 618 

37:3286-96. 619 

19. Berrazeg M, Jeannot K, Ntsogo Enguene VY, Broutin I, Loeffert S, Fournier D, Plesiat P. 620 

2015. Mutations in beta-Lactamase AmpC Increase Resistance of Pseudomonas 621 

aeruginosa Isolates to Antipseudomonal Cephalosporins. Antimicrob Agents Chemother 622 

59:6248-55. 623 

20. Danel F, Frere JM, Livermore DM. 2001. Evidence of dimerisation among class D beta-624 

lactamases: kinetics of OXA-14 beta-lactamase. Biochim Biophys Acta 1546:132-42. 625 

21. Baurin S, Vercheval L, Bouillenne F, Falzone C, Brans A, Jacquamet L, Ferrer JL, 626 

Sauvage E, Dehareng D, Frere JM, Charlier P, Galleni M, Kerff F. 2009. Critical role of 627 

tryptophan 154 for the activity and stability of class D beta-lactamases. Biochemistry 628 

48:11252-63. 629 

22. Golemi D, Maveyraud L, Vakulenko S, Samama JP, Mobashery S. 2001. Critical 630 

involvement of a carbamylated lysine in catalytic function of class D beta-lactamases. Proc 631 

Natl Acad Sci U S A 98:14280-5. 632 

23. Maveyraud L, Golemi D, Kotra LP, Tranier S, Vakulenko S, Mobashery S, Samama JP. 633 

2000. Insights into class D beta-lactamases are revealed by the crystal structure of the 634 

OXA10 enzyme from Pseudomonas aeruginosa. Structure 8:1289-98. 635 

24. De Luca F, Benvenuti M, Carboni F, Pozzi C, Rossolini GM, Mangani S, Docquier JD. 636 

2011. Evolution to carbapenem-hydrolyzing activity in noncarbapenemase class D beta-637 

lactamase OXA-10 by rational protein design. Proc Natl Acad Sci U S A 108:18424-9. 638 

25. Boulant T, Jousset AB, Bonnin RA, Barrail-Tran A, Borgel A, Oueslati S, Naas T, Dortet 639 

L. 2019. A 2.5-years within-patient evolution of a Pseudomonas aeruginosa with in vivo 640 

acquisition of ceftolozane-tazobactam and ceftazidime-avibactam resistance upon 641 

treatment. Antimicrob Agents Chemother doi:10.1128/AAC.01637-19. 642 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  29 
 

26. Fraile-Ribot PA, Cabot G, Mulet X, Perianez L, Martin-Pena ML, Juan C, Perez JL, Oliver 643 

A. 2018. Mechanisms leading to in vivo ceftolozane/tazobactam resistance development 644 

during the treatment of infections caused by MDR Pseudomonas aeruginosa. J Antimicrob 645 

Chemother 73:658-663. 646 

27. Danel F, Hall LM, Gur D, Livermore DM. 1998. OXA-16, a further extended-spectrum 647 

variant of OXA-10 beta-lactamase, from two Pseudomonas aeruginosa isolates. 648 

Antimicrob Agents Chemother 42:3117-22. 649 

28. Danel F, Hall LM, Duke B, Gur D, Livermore DM. 1999. OXA-17, a further extended-650 

spectrum variant of OXA-10 beta-lactamase, isolated from Pseudomonas aeruginosa. 651 

Antimicrob Agents Chemother 43:1362-6. 652 

29. Hocquet D, Colomb M, Dehecq B, Belmonte O, Courvalin P, Plesiat P, Meziane-Cherif D. 653 

2011. Ceftazidime-hydrolysing beta-lactamase OXA-145 with impaired hydrolysis of 654 

penicillins in Pseudomonas aeruginosa. J Antimicrob Chemother 66:1745-50. 655 

30. Fraile-Ribot PA, Mulet X, Cabot G, Del Barrio-Tofino E, Juan C, Perez JL, Oliver A. 2017. 656 

In Vivo Emergence of Resistance to Novel Cephalosporin-beta-Lactamase Inhibitor 657 

Combinations through the Duplication of Amino Acid D149 from OXA-2 beta-Lactamase 658 

(OXA-539) in Sequence Type 235 Pseudomonas aeruginosa. Antimicrob Agents 659 

Chemother 61. 660 

31. Rahme LG, Stevens EJ, Wolfort SF, Shao J, Tompkins RG, Ausubel FM. 1995. Common 661 

virulence factors for bacterial pathogenicity in plants and animals. Science 268:1899-902. 662 

32. Holloway BW. 1955. Genetic recombination in Pseudomonas aeruginosa. J Gen Microbiol 663 

13:572-81. 664 

33. Simon RS, Priefer UB, Puhler A. 1983. A Broad Host Range Mobilization System for In 665 

Vivo Genetic Engineering: Transposon Mutagenesis in Gram Negative Bacteria. Nat 666 

Biotechnol 1:784-791. 667 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  30 
 

34. Wu N, Christendat D, Dharamsi A, Pai EF. 2000. Purification, crystallization and 668 

preliminary X-ray study of orotidine 5'-monophosphate decarboxylase. Acta Crystallogr D 669 

Biol Crystallogr 56:912-4. 670 

35. Wick RR, Judd LM, Gorrie CL, Holt KE. 2017. Unicycler: Resolving bacterial genome 671 

assemblies from short and long sequencing reads. PLoS Comput Biol 13:e1005595. 672 

36. Tatusova T, DiCuccio M, Badretdin A, Chetvernin V, Nawrocki EP, Zaslavsky L, Lomsadze 673 

A, Pruitt KD, Borodovsky M, Ostell J. 2016. NCBI prokaryotic genome annotation pipeline. 674 

Nucleic Acids Res 44:6614-24. 675 

37. Haft DH, DiCuccio M, Badretdin A, Brover V, Chetvernin V, O'Neill K, Li W, Chitsaz F, 676 

Derbyshire MK, Gonzales NR, Gwadz M, Lu F, Marchler GH, Song JS, Thanki N, 677 

Yamashita RA, Zheng C, Thibaud-Nissen F, Geer LY, Marchler-Bauer A, Pruitt KD. 2018. 678 

RefSeq: an update on prokaryotic genome annotation and curation. Nucleic Acids Res 679 

46:D851-D860. 680 

38. Alikhan NF, Petty NK, Ben Zakour NL, Beatson SA. 2011. BLAST Ring Image Generator 681 

(BRIG): simple prokaryote genome comparisons. BMC Genomics 12:402. 682 

39. Bolger AM, Lohse M, Usadel B. 2014. Trimmomatic: a flexible trimmer for Illumina 683 

sequence data. Bioinformatics 30:2114-20. 684 

40. Li H, Durbin R. 2009. Fast and accurate short read alignment with Burrows-Wheeler 685 

transform. Bioinformatics 25:1754-60. 686 

41. Li H. 2011. A statistical framework for SNP calling, mutation discovery, association 687 

mapping and population genetical parameter estimation from sequencing data. 688 

Bioinformatics 27:2987-93. 689 

42. Scoulica E, Aransay A, Tselentis Y. 1995. Molecular characterization of the OXA-7 beta-690 

lactamase gene. Antimicrob Agents Chemother 39:1379-82. 691 

43. Edgar RC. 2004. MUSCLE: multiple sequence alignment with high accuracy and high 692 

throughput. Nucleic Acids Res 32:1792-7. 693 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  31 
 

44. Stamatakis A. 2014. RAxML version 8: a tool for phylogenetic analysis and post-analysis 694 

of large phylogenies. Bioinformatics 30:1312-3. 695 

45. Letunic I, Bork P. 2021. Interactive Tree Of Life (iTOL) v5: an online tool for phylogenetic 696 

tree display and annotation. Nucleic Acids Res 49:W293-W296. 697 

46. Winsor GL, Griffiths EJ, Lo R, Dhillon BK, Shay JA, Brinkman FS. 2016. Enhanced 698 

annotations and features for comparing thousands of Pseudomonas genomes in the 699 

Pseudomonas genome database. Nucleic Acids Res 44:D646-53. 700 

47. Huang TW, Lam I, Chang HY, Tsai SF, Palsson BO, Charusanti P. 2014. Capsule deletion 701 

via a lambda-Red knockout system perturbs biofilm formation and fimbriae expression in 702 

Klebsiella pneumoniae MGH 78578. BMC Res Notes 7:13. 703 

48. Hoang TT, Karkhoff-Schweizer RR, Kutchma AJ, Schweizer HP. 1998. A broad-host-704 

range Flp-FRT recombination system for site-specific excision of chromosomally-located 705 

DNA sequences: application for isolation of unmarked Pseudomonas aeruginosa mutants. 706 

Gene 212:77-86. 707 

49. Eschenfeldt WH, Makowska-Grzyska M, Stols L, Donnelly MI, Jedrzejczak R, Joachimiak 708 

A. 2013. New LIC vectors for production of proteins from genes containing rare codons. J 709 

Struct Funct Genomics 14:135-44. 710 

50. Lee PC, Stopford CM, Svenson AG, Rietsch A. 2010. Control of effector export by the 711 

Pseudomonas aeruginosa type III secretion proteins PcrG and PcrV. Mol Microbiol 712 

75:924-41. 713 

51. Choi KH, Kumar A, Schweizer HP. 2006. A 10-min method for preparation of highly 714 

electrocompetent Pseudomonas aeruginosa cells: application for DNA fragment transfer 715 

between chromosomes and plasmid transformation. J Microbiol Methods 64:391-7. 716 

52. Milne I, Stephen G, Bayer M, Cock PJ, Pritchard L, Cardle L, Shaw PD, Marshall D. 2013. 717 

Using Tablet for visual exploration of second-generation sequencing data. Brief Bioinform 718 

14:193-202. 719 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  32 
 

53. Millard CS, Stols L, Quartey P, Kim Y, Dementieva I, Donnelly MI. 2003. A less laborious 720 

approach to the high-throughput production of recombinant proteins in Escherichia coli 721 

using 2-liter plastic bottles. Protein Expr Purif 29:311-20. 722 

54. Shuvalova L. 2014. Parallel protein purification. Methods Mol Biol 1140:137-43. 723 

55. McCoy AJ, Grosse-Kunstleve RW, Adams PD, Winn MD, Storoni LC, Read RJ. 2007. 724 

Phaser crystallographic software. J Appl Crystallogr 40:658-674. 725 

56. Winn MD, Ballard CC, Cowtan KD, Dodson EJ, Emsley P, Evans PR, Keegan RM, 726 

Krissinel EB, Leslie AG, McCoy A, McNicholas SJ, Murshudov GN, Pannu NS, Potterton 727 

EA, Powell HR, Read RJ, Vagin A, Wilson KS. 2011. Overview of the CCP4 suite and 728 

current developments. Acta Crystallogr D Biol Crystallogr 67:235-42. 729 

57. Murshudov GN, Skubak P, Lebedev AA, Pannu NS, Steiner RA, Nicholls RA, Winn MD, 730 

Long F, Vagin AA. 2011. REFMAC5 for the refinement of macromolecular crystal 731 

structures. Acta Crystallogr D Biol Crystallogr 67:355-67. 732 

58. Emsley P, Cowtan K. 2004. Coot: model-building tools for molecular graphics. Acta 733 

Crystallogr D Biol Crystallogr 60:2126-32. 734 

59. Morris RJ, Perrakis A, Lamzin VS. 2003. ARP/wARP and automatic interpretation of 735 

protein electron density maps. Methods Enzymol 374:229-44. 736 

60. Painter J, Merritt EA. 2006. Optimal description of a protein structure in terms of multiple 737 

groups undergoing TLS motion. Acta Crystallogr D Biol Crystallogr 62:439-50. 738 

61. Chen VB, Arendall WB, 3rd, Headd JJ, Keedy DA, Immormino RM, Kapral GJ, Murray 739 

LW, Richardson JS, Richardson DC. 2010. MolProbity: all-atom structure validation for 740 

macromolecular crystallography. Acta Crystallogr D Biol Crystallogr 66:12-21. 741 

62. Collaborative Computational Project N. 1994. The CCP4 suite: programs for protein 742 

crystallography. Acta Crystallogr D Biol Crystallogr 50:760-3. 743 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  33 
 

63. Sievers F, Wilm A, Dineen D, Gibson TJ, Karplus K, Li W, Lopez R, McWilliam H, Remmert 744 

M, Soding J, Thompson JD, Higgins DG. 2011. Fast, scalable generation of high-quality 745 

protein multiple sequence alignments using Clustal Omega. Mol Syst Biol 7:539. 746 

64. Robert X, Gouet P. 2014. Deciphering key features in protein structures with the new 747 

ENDscript server. Nucleic Acids Res 42:W320-4. 748 

65. Li Z, Natarajan P, Ye Y, Hrabe T, Godzik A. 2014. POSA: a user-driven, interactive 749 

multiple protein structure alignment server. Nucleic Acids Res 42:W240-5. 750 

66. Li Z, Jaroszewski L, Iyer M, Sedova M, Godzik A. 2020. FATCAT 2.0: towards a better 751 

understanding of the structural diversity of proteins. Nucleic Acids Res 48:W60-W64. 752 

67. Wiegand I, Hilpert K, Hancock RE. 2008. Agar and broth dilution methods to determine 753 

the minimal inhibitory concentration (MIC) of antimicrobial substances. Nat Protoc 3:163-754 

75. 755 

 756 

  757 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  34 
 

FIGURES, TABLES and LEGENDS758 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  35 
 

  759 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  36 
 

FIGURE 1 Comparison of the plasmids found in P. aeruginosa PS1793 with pPABL048 and 760 

phylogenetic relationships between OXA-10-like family serine β-lactamases. (A) Alignment 761 

of pPABL048 (blue) with the three plasmids present in PS1793, p1 (teal), p2 (magenta) and p3 762 

(green). (B, C) Alignment revealed that two separate plasmids, p1 and p2 shared substantial 763 

sequence overlap with pPABL048. PS1793_p1 and p2 also share an overlapping 19 kb region. 764 

(D) The 69 kb PS1793_p3 plasmid did not share substantial sequence with the previously 765 

characterized pPABL048 plasmid. (E) Maximum likelihood phylogenetic tree of OXA-10-family 766 

serine β-lactamases. Tree is rooted at OXA-5, which was included as an outgroup. Bootstrap 767 

confidence is indicated by color. Analysis revealed two major families with OXA-10 and OXA-7 768 

as their earliest-identified members.   769 
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TABLE 1 Minimal Inhibitory Concentrations (MICs) 770 
 MICs (µg/mL) 

Strain Gent Cipro Col Mero Pip/Tazo Az Cep Ctz 

PS1793 >128 – ns 32 – ns 1 16 – ns 64 – ns 16 - ns 16 - ns 64 - ns 

PS1793 ∆blaoxa935 >128 – ns 32 – ns 0.5 16 – ns 32 – ns 16 - ns 8 8 

PS1796 >128 – ns 32 – ns 1 16 – ns 64 – ns 16 - ns 16 - ns 64 - ns 

PS1796 ∆blaoxa935 >128 – ns 16 – ns 0.25 8 – ns 32 – ns 16 – ns 4 2 

PS1797 >128 – ns 32 – ns 1 16 – ns 128 - ns 16 – ns 32 - ns 64 – ns 

PS1797 ∆blaoxa935 >128 – ns 16 – ns 0.25 8 – ns 32 – ns 16 – ns 4 2 

Gent: gentamicin, Cipro: ciprofloxacin, Col: Colistin, Mero: Meropenem, Pip/Tazo: Piperacillin-Tazobactam,  771 
Az: Aztreonam, Cep: Cefepime, Ctz: Ceftazidime 772 
ns: non-susceptible (intermediate and resistant); Clinical Laboratory Standards Institute, MIC Interpretive  773 
Standards (𝜇g/mL), 2018.   774 
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TABLE 2 MICs for PAO1 and PA14 producing OXA-10, OXA-14, and OXA-935 775 
 MICs (µg/mL) 

Strain Pip/Tazo Az Cep Ctz 

PAO1 + pPSV37 2 4 1 1 

PAO1 + pPSV37-oxa10 16 8 4 1 

PAO1 + pPSV37-oxa14 8 8 4 16 – ns 

PAO1 + pPSV37-oxa935 2 4 4 16 – ns 

PA14 + pPSV37 2 4 1 2 

PA14 + pPSV37-oxa10 32 – ns 8 4 4 

PA14 + pPSV37-oxa14 8 8 4 16 – ns 

PA14 + pPSV37-oxa935 2 8 4 64 - ns 

Pip/Tazo: Piperacillin-Tazobactam, Az: Aztreonam, Cep: Cefepime, Ctz: Ceftazidime 776 
ns: non-susceptible (intermediate and resistant); Clinical Laboratory Standards  777 
Institute, MIC Interpretive Standards (µg/mL), 2018.  778 
 779 

780 
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 781 
FIGURE 2 Differences in the structures of OXA-935 and OXA-14. (A) Sequence alignment of 782 

the -loop of OXA-935, OXA-14 and OXA-10 indicating in orange (F) and green (S) the 783 

changes in the residue 153. Cartoon representation of the asymmetric dimeric structures of (B) 784 

OXA-935 and (C) OXA-14 showing the -loop in green for OXA-935 and orange for OXA-14.  785 
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 786 

FIGURE 3 The F153S substitution disrupts the interactions of W154 in the -loop of OXA-787 

935 with the catalytic residue K70. (A) Structural alignment of OXA-14 (blue) and OXA-935 788 

(pink) highlighting the -loop in orange and green, respectively.  Zoomed in view of the -loop 789 

of (B) OXA-14 and (C) OXA-935.  Position of the -loop and interactions of W154 and the 790 

catalytic residue K70 in (D) OXA-14 and (E) OXA-935   Dashed lines represent hydrogen bond 791 

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted September 23, 2021. ; https://doi.org/10.1101/2021.09.20.461173doi: bioRxiv preprint 

https://doi.org/10.1101/2021.09.20.461173
http://creativecommons.org/licenses/by-nc-nd/4.0/


   
 

  41 
 

interactions.  The continuous black line shows the distance between K70 and W154 in OXA-792 

935.  Surface charge representation of the -loop and the active site of (F) OXA-14 and (G) 793 

OXA-935.  794 

  795 
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 796 

TABLE 3 Steady-state kinetic constants of nitrocefin hydrolysis for OXA-14 and OXA-935a  

 blaOXA-14 (G157D) blaOXA-935 (G157D, F153S) 

 Vmax (s-1)  K0.5(µM)  kcat (s-1)  Km (µM)  

Nitrocefin  18.5  0.5  10.1  0.5 4.0  0.169 20.8  1.7 
 797 
aThe data represent the means  standard deviations from three independent experiments. 798 
 802 
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