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Abstract

Carbapenem resistant K/lebsiella pneumoniae (CRKP) are isolated with increasing frequency,
especially from immunocompromized patients. The capsular polysaccharide (CPS) types of CPKP
were not determined. Investigation of two CRKP isolates from a 2011 outbreak at the Clinical
Center, the National Institutes of Health, identified a new capsular type shared by the two isolates,
similar to K. pneumonia K19 and K34 but structurally different than any published K. pneumoniae
CPS repeating unit:
-[-2-a-L-Rha-2-a-L-Rha-2-a-L-Rha-3-B-D-Gal-3-0-D-Gal A-] -
|4
a-L-Rha

The LPS of the two isolates was found to have no O-specific polysaccharide and the chemical
structure of the core oligosaccharides agreed with published data.

If this structure type will be prevalent among CPKP isolates, our findings could facilitate rapid
diagnosis and help develop new therapeutic solutions to this antibiotic resistant pathogen.
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Klebsiella pneumoniae is an opportunistic pathogen causing hospital- and community-
acquired infections mostly of the respiratory and urinary tracts. Two important virulence
factors of K. pneumoniae are capsular polysaccharides (CPS) and lipopolysaccharides
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(LPS). These two antigens are used for serotyping: K-typing based on the CPS structure, and
O-typing based on the LPS’s O-specific polysaccharide (O-SP) structure [1].

Capsular antibodies are protective against capsulated pathogens like pneumococci,
meningococci, and Haemophilus influenzae type b [2]. A challenge in developing a
Klebsiella CPS-based vaccine is the large number of K antigens (77 K serotypes and many
non-typable strains), however only some are known to be associated with human diseases
[3]. A 24-valent experimental CPS vaccine was shown to be safe and immunogenic in
humans [3;4]. The serotype/s of carbapenem resistant K. pneumoniae (CRKP) isolates are
not known. One reason is the lack of commercial anti-capsular sera, another is the
occurrence of non-specific serological reactions between sera raised against whole bacteria
carrying structurally different K antigens, used for typing in the laboratories [5].

Klebsiella O antigens are currently divided into 8 basic groups. Initially 12 O serotypes were
described [6], however detailed chemical analyses revealed that 4 of them are structurally
identical [7;8]. New structural types of K. pneumoniae O-antigens are also described [9].

Molecular typing is currently the most common method used in epidemiological studies of
K. pneumoniae, yet it does not provide information about the chemical structures of the CPS
and LPS essential for developing reagents for active or passive protection from the disease.

In 2011, a CRKP caused an outbreak at the Clinical Center, the National Institutes of Health,
infecting 18 patients and causing death of 6 of them [10] The outbreak strain was notable for
its transmissibility and persistence in the gastrointestinal tract of patients. We elucidated the
CPS and LPS saccharide structures of two isolates from this outbreak.

Based on the colony morphology, we have chosen two outbreak isolates: strain 2796,
isolated from patient ID 11 (Table 1 in ref. [10]), with very mucoid colonies, and strain
3264, isolated from patient ID 17 (Table 1 in ref. [10]), with less mucous appearance. The
PCR analyses using enterobacterial repetitive intergenic consensus primers (ERIC-PCR)
showed high clonal relationship between the two isolates (data not shown), which was in
agreement with the results obtained by whole genome sequencing [10]. Both isolates
possessed K. pneumoniae carbapenemase (KPC)-1 gene located on their plasmids.

Analysis of the LPS by SDS-PAGE followed by silver staining showed only one low
molecular weight band indicating a rough LPS type, with no O-specific polysaccharide
chain (Fig. 1). In concordance, this LPS did not react with any O-typing sera. Mild acid
hydrolysis of the LPS produced core, consisting of two major variants, differing by the
presence of one galacturonic acid, and a disaccharide a.-Hep-5-Kdo. Both core and the
disaccharide were characterized by 2D NMR and ESI-MS, and the results were in agreement
with the published data, Fig. 2 [11]. Two core variants with masses of 1490 Da and 1666 Da
were present in similar amounts.

Monosaccharide analysis (GC of alditol acetates) of the two isolates revealed Rha and Gal.
GC of acetylated methanolysis products showed additionally the presence of GalA. Absolute
configurations of the monosaccharides were determined using GC of acetylated or TMS
products (for rhamnose) of the reaction with (~)-2-BuOH/AcCI.

2D NMR spectra of the polysaccharides (gCOSY, TOCSY, NOESY, gHSQC) were
recorded at 25 °C and interpreted using Bruker Topspin 2.1 program. Spectra showed four
spin systems of a-Rhap, one of p-Galp, and one of a-GalpA, identified by characteristic
signal patterns in proton-proton and proton-carbon correlation spectra (Fig. 3). Anomeric
configuration for a-rhamnose residues followed from the observation of TOCSY
correlations from H-1 to H-2,3,4 (not visible for f-anomers) and position of C-5 signals
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around 70 ppm (expected at ~73 ppm for p-anomers). Anomeric configuration for a.-
galacturonic acid residue D followed from J; » 3.5 Hz and position of C-5 signal at 72.1
ppm. B-Gal F had overlapping H-2 and H-3 signals, distorting J; , coupling constant which
can not be used for determination of its anomeric configuration. This configuration was
deduced from the low-field position of C-1 signal at 105.6 ppm and C-5 signal at 76.2 ppm,
typical for B-galactopyranose.

The connection between the monosaccharides was deduced from NOE and methylation data.
The following strong NOE were observed: A1:D4,5; Al:F1; B1:F3; C1:B1,2,3; C1:E5;
E1:C1,2,3; F1:D3; D1:E1,2, indicating linkage between all monosaccharides except for
substitution of Gal F. Due to the overlap of H-2 and H-3 signals of the Gal F one can not
determine its substitution position from NOE data. This was done by methylation analysis,
which showed the presence of 3-substituted Gal, and terminal and 2-substiuted Rha.
Together these data indicate that PS has the structure shown on Fig. 2. 1H and 13C NMR
chemical shifts simulated for this structure using the CASPER web service [12] showed
good agreement with experimental results.

The structure of this CPS is not identical to any of the published K/ebsiella CPS structures,
but it resembles K. pneumoniae serotypes K19 [13] and K34 [14] CPSs (Fig. 2), rare human
isolates [15]. We observed a cross-reaction with anti-K34 serum; however we did not have
anti-K19 serum in our possession.

In summary we present CPS and LPS analyses of two clinical isolates of CRKP, identifying
a novel capsular structure and a rough type LPS. The distribution of K-types among
multidrug-resistant isolates is unknown. Recently, a first description of a novel capsular
gene cluster in a KPC-producing Klebsiella pneumoniae isolated in Brazil was reported [16]
and it encourages extending such investigations to other CRKP outbreak strains.

Experimental

1. Characterization of bacteria

K. pneumoniae clinical isolates were obtained from the Clinical Center, the National
Institutes of Health. Their identification and spread in the hospital units were reported [10].
Clonal relationship of the genomic DNA of investigated strains was confirmed using the
ERIC-PCR method [17]. Briefly, ERIC-PCR conditions were: 7 min/95 °C, 35 cycles
consisting of 30 s/95 °C, 1 min/52 °C, 8 min/65 °C and final extension 16 min/65 °C. The
following primers were used: ERIC-1R (reverse): ATGTAAGCTCCTGGGGATTCAT,;
ERIC-1F: AAGTAAGTGACTGGGGTGAGCG. It was further confirmed by the cluster
method UPGMA (Quantity One Program, Bio-Rad, Munich, Germany). Both isolates were
tested positive by PCR for the presence of KPC-1 using a specific pair of primers as
described [18]. Briefly, plasmid DNA was isolated using an A&A DNA isolation kit (A&A
Biotechnology, Poland). The presence of plasmid DNA was confirmed electrophoretically,
whereas plasmid DNA concentration and purity were assessed using a Picodrop 100 device
(Qiagen, Hilden, Germany). PCR conditions were: 5min/95 °C, 35 cycles consisting of
1min/95 °C, 30s/58 °C, 1.5min/72 °C and final extension — 10min/72 °C.

Two isolates were chosen for detailed chemical analysis of their LPS and CPS structures;
the selection was based on their colony morphology.

2. Isolation of CPS and LPS

Bacteria were cultured on carbohydrate-rich Worfel-Ferguson agar medium, cells collected
and washed with PBS, centrifuged and the pellets washed twice more with PBS. The CPS
was extracted by suspending bacterial pellets in PBS and vigorously vortexing for 2h; after
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centrifugation, the supernatant was dialyzed against water and lyophilized. The CPS
preparation contained a viscous material, which was directly subjected to chemical analyses.

LPS was extracted by the hot phenol method and recovered from the water phase [19]. No
carbohydrate components were detected in the phenol phase. The LPS was purified by
ultracentrifugation. The pellet contained rough LPS as visualized by SDS-PAGE. It was
treated with 2 % acetic acid at 100 °C for 3 h to remove lipid A. Soluble products were
separated by gel chromatography on a BioGel P-10 column and the oligosaccharide
fractions analysed. Both CPS and LPS preparations contained less than 3% of proteins and
nucleic acids.

3. NMR spectroscopy

NMR spectra were recorded at 25°C in D,0O on a Varian UNITY INOVA 600, instrument,
using acetone as reference for proton (2.225 ppm) and carbon (31.5 ppm) spectra. Varian
standard programs DQCOSY, NOESY (mixing time of 400ms), TOCSY (spinlock time 120
ms), HSQC, and gHMBC (long-range transfer delay 100 ms) were used. The spectra were
processed and analyzed using the Bruker Topspin 2.1 program.

4. Methylation

Methylation was performed by the Ciucanu-Kerek procedure [20]. The products were
hydrolyzed with 3 M TFA (120 °C, 3h), dried, reduced with NaBDy, the reagent was
destroyed with 0.5 mL of 4 M HCI, and the solution dried under a stream of air, then dried
twice with the addition of MeOH (1 mL), then acetylated with 0.4 mL Ac,0 — 0.4 mL
pyridine for 30 min at 100 °C, dried with air stream and analyzed by GC-MS (Varian Saturn
2000 electron impact ion-trap instrument, capillary column DB-17, 160-260 °C by 4 °/min).

5. Analytical methods

SDS-PAGE used 16% Tricine gels followed by silver staining [21], protein content was
measured by Lowry [22], nucleic acid by 260 nm absorption.

6. Serological analyses

Isolates were cultured in Worfel-Ferguson medium, next subcultured 3 times every 24
hours, and incubated for another 4 hours in the same medium. Thereafter, a drop of cells was
mixed with a reference K antigen rabbit antiserum on a glass slide and left for 10 min [23].
After application of a coverslip, the preparation was examined for the Quellung reaction
under the light microscope using an oil immersion objective. Double immunodiffusion was
used to observe reaction of purified LPS with O-typing sera obtained by immunizing rabbits
with non-capsulated variants of K/ebsiella reference strains [23]. Reference strains with
confirmed K and O antigens were from Dr. F. Orskov, The Collaborative Centre of
Reference and Research on Escherichia coliand Klebsiellain Copenhagen [23;25].
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CRKP carbapenem resistant Klebsiella pneumoniae

KPC K. pneumoniae carbapenemase
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CPS capsular polysaccharide
LPS lipopolysaccharide
NOE Nuclear Overhauser Effect
gCosy gradient Correlation Spectroscopy
NOESY Nuclear Overhauser Effect Spectroscopy
TOCSY Total Correlation Spectroscopy
gHSQC gradient Heteronuclear Single Quantum Coherence
ERIC enterobacterial repetitive intergenic consensus
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Fig. 1.
SDS-PAGE analyses of LPS from two isolates of K. pneumoniae: A: marker, B: strain 2796,
C: strain 3264.
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Fig. 2.

K. pneumonia strains 2796 and 3264 CPS.

E C B F D
-[-2-a-L-Rha-2-a-L-Rha-2-a-L-Rha-3-3-D-Gal-3-a-D-GalA-]-
|4
o-L-Rha
A

K19 CPS [13]:

-[-2-a-L-Rha-2-a-L-Rha-2-a-D-Gle-3-3-D-Gal-3-a-D-Gal A-]-
|4
a-L-Rha

K34 CPS [14]:

-[-2-a-L-Rha-3-a-L-Rha-2-a-L-Rha-3-B-D-Gle-3-a-D-GalA-]-
|4
a-L-Rha

Structure of the K. pneumoniae LPS core

R-6-B-Glc
4
o-GleN-4-a-GalA-3-a-Hep-3-a-Hep-5-Kdo
|7
B-GalA-7-a-Hep

R =H or B-GalA.

Page 8

Structures of K. pneumoniae strains 2796 and 3264 CPS analyzed in this study and similar

in bold type.
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Fig. 3.

HSQC spectrum of the K. pneumoniae CPS (25 °C, 500 MHz). Both strains, 2796 and 3264,
gave identical spectra. Grey cross peaks are from CH, groups, black from CH.
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