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Molecular Characterization of Enterobacteria from
Argentina Producing blayp._, not associated with Tn4401
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#The first Klebsiella (KPC) was in North Carolina In 1996. Since uun, KPCs have been GenBank F628167 —_— — koiC orf Arep 10- =

Background:The surge of Kiebsiela peumoniae Carbapenemase res from China, Israel, Eu South America and Canada. The spread of KI T From China 1SKpn8 AlSKpn6 ® volte from China, & . soon. Vartant 1 -

. ’ " P e ined ’ pKP043, isolate from China, depicted for comparison. Variant 1a repre o sequence
averse meropacen (T8 specks (ron ol e amant evealed the s (I T D G S BB T 10096 identity obtained from C. freundii M8169 and E. cloacae M11180. Ablargy Indicates a deletion of 10 bp
B e o e nS i Bl has been commonly associated with Tn 4407, possibly responsible for its acquisition. Upstream o the blases start plus the first 201 nuclectides of the encoding gene of theTns
difrent regions sequence. Only the 58-bp deleted fragment in Variant 1b is shown indicating the Tn3-based IRR
e, #A diffrant boc-snironmant wos deicibed Inpiasids from Chiie snbarbuctaria (ETB) whers Bloc, wa aiolatad with o e seauence. only the $-up dolted ragment I Variant 0 Is hown Indlcatng the Tns based IR
Methods: We studed 16 bag., clnical solaes: S KPN.S ST was to be the clone of K in China where 5T258 Bl P Variant 1a/b-harboring isolates. Amplicons 7 and 8 were sequenced In all Isolates to discriminate
Escherichia coll. MLST was done according o the MLST Database. was not detected. between Variants 1a and b.

PCR mapping, sequencing, southen biot (blay, probe) and ¢ In Argentina, the surge of KPC was leaded by K. pneumoniae (KPN) $T258 harboring blayp., in Tn4401a.
s s peormed by phencchorolom estactonand PR sporadic isolates of diverse (ETB) species (non-clonal relation among isolates of the same Composits transposor m Plasmid Profile and Southern blot
Sased epcon yang (RepT) a epored by Caatl ot
bla ,belonged 10 3 ST (1): ST11 (4); ST476 (1) specie) without b/aypc., in Tn4401a were found in different regions (Table 1 and Figure 1). Tngo1-ike )
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goun 425t + We studied 16 clinical isolates that harbour blapc., in a platiorm different 10047 bp e
negative for all I groups. RepT allowed us (0 2550cate biayg,. with form Tn4401. Table 1 and Figure 1. -
IncLM wransferabl I’L ids in 213 tr jugants while the 3' TO charucte e ETB strains from ;‘"n:n oclrl‘l :Tgu."" typing (MLST) was performed according to the MLST Database
Bl oozt among aeent i cou vt e & mor Argentina harboring b/a, -0 QR ¢ PCR and DNA sequencing of 4actamase genes: The screening for bgc, blspes and blacr Plasmid contant analysl of the lslates showed a range of plasmid sizes
was performed in all isolates and their transconjugants by PCR. PCR products were sequenced
role in the Argentinean KPC emergence, leading to the dissemination KPC-2 w Was p jugs p q lasmi profile an eplicon type
of Variants Lalb in diverse clones and ETS species. associated with Tn4407 by standard procedures. Southem blot analysis with Blape probe showed that biggc, was
associated with plasmids of different sizes.

@ Analysis of the Genetic environment of the bla,c gene: The genetic surroundings of blayp.
were studied by PCR cartography and sequencing. ECORI DNA libraries from M9169 and M11181
were generated digesting total DNA and the resuling fragments were cloned by standard
procedures.

 Plasmid content analysis was performed by phenol-chioroform extraction and PCR-based
replicon typing as reported by Carattoli et al.

» Biparental conjugation: E. coli J53 cells (sodium azide resistant) were used as the recipient
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CONCLUDING REMARKS
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SPECIE' ISOLATE HOSPITAL REGION? SAMPLE SITE® strain.  Selection of transconjugants (TC) was achieved in sodium azide (200 mg/mi) and neg 76, 60°, 7 FIA, FIB, FrepB
ceftazidime (25 mg/mi) plates by standard procedures. CFR M9169 c1 Variant 1a neg 130 (] ¢ Here we report the occurrence of blapc., in
SMA  M11181 ‘Sanatorio Mitre BAC 2610212009 Blood m CFR M9988 c2 RmtD+ 130 NT diverse species of ETB obtained from distant
ECO  Mogs4 Htal. Prov. Neuquén NEUQUEN 21072008 Pleural fluid CFR Mi1421 C3__ Variantia neg 130 LM locations in Argentina.
CFR Mo169 Sanatorio Mitre BAC 1511212006 Skin (S0 (DA R arianiiia GER ED 63
CFR M9988 Htal. Prov. Neuquén NEUQUEN 09/10/2008 Urine G0 SRS td Ui HESS D N ¢ blag., was detected in an unusual genetic
CFR  M11421 Hospital Naval BAC 101102008 Prostate KEN LIRS 2 VT neg e fie 1a/b),
KPN M9171 Sanatorio Mitre BAC 1511212006 Skin (S0 (0E=S 2B cranifia neg b0 e conjugation in plusmids of different sizes.
= )
KPN  M11245 Htal. Posadas. BAP 111102008 Blood {E’;{:‘E 076/70, Ec KeN Mit3s4 K2 Variantia =g O A
KPN  M11213 Htal. Espafiol de Mendoza MENDOZA 26103/2009 Urine city of buenos aires KEN 11599 Ks  Variantia CTx M 2] 10 LMA/CCIERS) + R Typing analysi: that blogpc.,
KPN  M11353 Htal. Espafiol de Mendoza MENDOZA 2010712009 Urine G5 Lt 5] Variant 12 Grboal D L was associated to INC-L/M plasmids in TC strains.
KPN  M11354 Htal. Espafiol de Mendoza MENDOZA 20/07/2009 BAL en, G Ll 5 LALLL) R Fely (9 Further analysis is needed to the specific
0s aj EcL m847 E2  Variant1a neg ND ac Py
KPN M11598 Hospital Austral BAP 07/01/2010 Urine U ire. (size, of the that
o ne S ECL m11808 E3  Variant1a PER 76,51 H2
ECL M11180 Sanatorio Mitre BAC 26/02/2009 Blood . harbor bla,pin these strains.
Geographical  distribution of ETB EcL M11851 E4 __ Variantta CTXM-2, PER 51 Hi2
ECL  M11609 Htal. Prov. Neuguén BAC 1310112010 csF Hortortn o - ot assocated with = Toema 178t Variant 1a et 76 T
ECL M9g47 Htal. Espaiiol de Mendoza MENDOZA 10/06/2008 Urine Tn4ador. Dm“m“ species of KPC Eco-J53 TC-cfr 9169 Variant 1a neg 130 LM 3 Plasmid  transferability and 2
ECL  M11808 Instituto Fleni BAC 28/05/2010 Pleural fluid producing ETB  were  detected EcoJs3  TC-.cfr 9988 Variant 1b neg 130 NT mobilization among different plasmids (i.e.
ECL  M11851 Htal. Madre y ol Nifio Formosa FORMOSA 2310612010 sporadically (n=16; 2006-2010) in PR, Givabacter reundi SMA,Serratia marcescens; KPN, Klebsielapreumorias; EGL, Enterobacte cloacae; ECO, Escherichiacol transposition) could have played a major role in
- * ulse fleld . 2.4ST Sonuonu Type;
1CFR, Cit ; SMA, EGL, Enterobacter cloacae; ECO, Escherichia call distant regions of Argentina. R, resistance; PCR based replicon typing apylludhKPc-Z positive the dissemination of Variants 1a/b in diverse clones
BAC, Aires, BAP. ooF. i, BAL, o

neg, negative PCR for all genes tested. * Not associated with KPC. TC: hnmn’uglm; NT non typeable and species.
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