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Occurrence of a PCR-Positive but Culture-Negative Case for vanB Vancomycin-Resistant

Enterococci in Stool Surveillance
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We present here occurence of PCR-positive but culture-negative for vanB vancomycin-resistant enterococci (VRE) from an enrichment broth of a
stool surveillance culture in a patient suffering from Parkinson’s disease, who was transferred from a long-term care facility because of aspiration
pneumonia. He developed VRE bacteriuria at the hospital day 42. vanA and vanB genes were detected from 6 pug/mL vancomycin-containing BBL
Enterococcosel broth (BD), of which color changed to black after overnight incubation, by both Seeplex VRE detection (Seegene, Seoul, Korea) and
Anyplex VanR real-time PCR (Seegene). Subculture of an aliquot of the blackened broth on blood agar plate produced only vanA VRE. All of the four
subsequent consecutive surveillance cultures for 1 month until discharge at hospital day 75 resulted in PCR-positive but culture-negative for vanB
VRE from the enrichment broths. Therefore, the presence of a non-enterococcal intrinsic reservoir bearing vanB is more likely than low burden of
vanB VRE. Considering the rare occurrence of vanB VRE in Korea, vanB-positive PCR results from the enrichment broth requires confirmation by

microbiological studies.
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QA = AHE 704 AR} SEA7E U A=A A5
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A= Witk SR1HE Xk shofl A7 F 9 119 49
A Qksatol Al WAL Enterococcus faecium©] 22|tk 99
159 AR 2 wrFato] AU AL wt(vancomycin-resistant en-
terococci, VRE)O]| T8t ZAJuQF-S AAJ81I L MicroScan PBC28
(Baxter Diagnostics, West Sacramento, CA, USA)& 0]-8-5}0] &
ADEAAAE AABE A3} vancomycin D teicoplanin®] 244
A= (minimum inhibitory concentration, MIC)7} >16 pg/mL=
VanA ol tiHAAIE 6 pg/mL vancomycing 3E3FsH En-
terococcosel broth (Becton Dickinson, Sparks, MD, USA)Of|A] 5=
ket 3 714 Wk v RS Seeplex VRE detection (Seegene,
Seoul, Korea) 02 F3rE AAHTHS-(PCR) AALS AAISH At
vanAS} vanB 7347} SA0| AEEATE vanB= Y PCRE
A Wl oFgdo|qlrhFig. D. kARt HgHHul o] |
ohullf 3= Al PCR AN A = vanA VREFE /011l vanB
VRE®= HZER] QFQITE o] 3 109 13U7HA] 43]9] T ZhAHl
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Fig. 1. PCR results for vanA and vanB on enrichment broth culture. (A) Agarose gel electrophoresis of PCR products using Seeplex VRE Detection kit
(Seegene). Lane 1, synthetic marker included in the Seeplex kit; 2 and 3, positive for both vanA and vanB at the first PCR and the second PCR; 4,
negative control; 5, synthetic positive control for vanA and vanB included in the Seeplex kit. (B) Amplification curve of real-time PCR using Any-
plex VanR Real-Time PCR (Seegene). The tested sample showed the curves positive for vanA with Ct of 24.93 and vanB with Ct of 27.67.

Table 1. PCR results for vanA and vanB on the culture isolates and the
enrichment broth

Hospital day Urine culture Stool surveillance culture

42 vanA E. faecium

44 vanA E. faecium

46 vanA VRE Broth vanA+vanB VRE
BAP vanA VRE
PEA vanA+vanB VRE

49 vanA E. faecium

51 vanA VRE

53 Klebsiella. pneumoniae Broth vanA+vanB VRE
BAP vanA VRE

56 K. pneumoniae Broth vanA+vanB VRE
BAP vanA VRE

58 VRE not isolated

62 No growth

66 vanA VRE Broth vanA+vanB VRE
BAP vanA VRE

n No growth

72 vanA VRE Broth vanA+vanB VRE
BAP vanA VRE

Abbreviations: Broth, BBL Enterococcosel Broth +6 pug/mL vancomycin; BAP, blood
agar plate +30 pg vancomycin disk; PEA, phenylethylalcohol agar.
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ZH2 2493, vanBoll Wt Ct ZH 27.670|Itk(Fig. 1). Seeplex VRE
detection kite] ZZAIEE 7| MIE AL 851911, BLAST
(Genbank) ZAol| A FZAHEE vanA®t vanB A2 G714 G
}100% DAISFA=T, vana A2 @714 D VREO| So]#e]
QA vanB 732 H71 B2 WG .2 vanBE 71 Atopo-
bium minutum, Clostridium clostridioforme, Clostridium sp.,
Eggerthella lenta 52 FAALIE 100% YAl L& 4= ¢l
Atk vanASt vanB AR F/3Q) SR E Bz A
el F e A WY F O Hejstel PRSI T
5 vanATr FAZOI1RAL vanBE 273019t} Phenylethyl alcohol
A= 714 uioFE AlEst Ao A= AlEte] SRS =
0JA] PCRS M} W vanAL} vanB 25 FAJo19ARLY vanB Tt
ool e e SRt Aujsisick

ZALe|&tx Rict
vanB AR = FJOIA vanB VREE vjoFgAL A A&

% gioteh

4 EE

SICFH(SONIEE! FIEZIAOIBtal: G514 VanA & Zn-
terococcus durans 1537} 2|2 2] VREZ K 115 o]Zfj[1] VRE HI%=
7F545] S7FsHein 19961 4478 1997 3971A] U gt of
shle] daAelA Eel | et 79055 S = VRE 4
M-S A3EFe] 363(4.6%)2] VREZ}F E-2]=]9JtH2). Korean Nation-
wide Surveillance of Antimicrobial Resistance (KONSAR)2] #=+
A elstal 7] 2 A S RO A1 Azl ofe}

H E. faecium®] vancomycin WAE©] 1997 2.9%0f|A4] 200192
16%2, 2003 o= 20%% Z7}3he] 20008 % ZHF F231ch
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N vanB7} WFAJolek= FAC. R vanB VREZF Itk & o=
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g A4 B ohfet
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TRt HAN Aol PCRE B4 vanB H& Al 919444 $1dlo] =&
o2 QzkEk
HEY u(MS0HHEE TITtALlsta)): oA HEH
Streptococcus mitis [16)2} Streptococcus bovis (171014 &= vanB7}
2% HE Qlek PCR H19AY 7He e AZsto] dAlSatuiA]
2 AJ3¥5F Anyplex VanR Real-Time PCR (Seegene, Seoul)of| A=
vanB §/do19lom FEAERE AT A7 ERA A=
vanB 7 VG BA|5t0] vanBE SIS 4 QAR Al
5101 L VRE AT vants7h AEEA 3tk olu) Azt
T %= A2 AESE 4= e VRE, 275 B &5 (viable but
nonculturable, VBNC) VRE, vanB VREZ} 242 28 7154,
Aol obd T2 Algtell 213t vanB %01tk VBNC VREE #
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o
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oFol] Alufalgiar, Aol At vana VRERE X420 & &3 3l0]
VRE 2]¢] E}E &0l 7t vanB PCR $1974¢] 1] =t E71
dulieFol A HehEa BobA PCR FH| A= vanB PCR /013171
°
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http://dx.doi.org/10.3343/lm0.2013.3.4.264



ksl 2l vanB PCR-Positive but Culture—Negative VRE

~
BY
i
K

A) 9= @7V Aol O anB P4 7o
1

Stk o5 @7VAlte] 7R vanBe] A/dH 2]

]

sk £ =
E2HSAIF panB transposon®| ALt 2 0153 4= Q)7 o
2oll21, 22] vanBZE 7H W713AMIRFe] AHawelE 9o o o

77} Zasitt.

Bl: o] A" PCR AL Al vanB $194/3 7hs/de] A7 Hrkd
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o =4 W vanBol thet Sol=g A5 Zart Akl Az
t} ZZ Yo A= LG AdvanSure, Seegeneo)| 4 AAI7F PCR
AHE EAIBHAAL Bl AARR SAEITE o2 QA
o] HARSC] = Thd oW Fo)7} T ek ZQI7p

2oLt wa(AMS0HE 2 ZIERALRlSl): PCRE o83 |F
st il W] HEs ddaAllM 23 - DNAY
LT 79 24A17F Ol VRE A ARHE AL 4 9= %
o) olrk ZLeiu ofu) AZHaof B 7S ofeia HHA1e VRES) 7
o] o wizntoll Uy f2Ate] Folzie Holck 507lel
i AAof| A 217 B2 DNAZ GeneOhm VanR Assay (BD Di-
agnostics, Erembodegem, Belgium)@} Xpert vanA/vanB (Ce-
pheid, Bouwel, Belgium)& 0|85} VRE A& A|=38F 19
2aHE B vanA°| ez oilg- S0121(93.3% vs. 83.3%)°191
O} T 7F HolF A1(40% vs. 70%), vanBell el A= W E=
ChFLOH100% vs. 66.7%) A=A - W Fole g Kl
(149% vs. 12.8%). PCR &4 A7}2] 79 VRE B7HsA)2 w4
Sh] 985t sand ol Ael| R0 2 AFEE 5 9
HoItk. SHEE S| anB VRES T3] WE 7L W] 0o
vanB ¥/ ATl Ak gelsto] P AET Bavt
ek =] AAZE PCR AR AR A 2-8-8H= H2o] of
St PCROY| 28515 o3t -fra/do] A5 E ik whehA]
AR A ol A8 W Hoh= vanB Y7 1ol AANE o] S
oA Hizo] St PCROY| 2182 Wi vanB 14742 919l A
ok iellA St PCROIA vanB F/gA] REEA] AldueFsto]
VRES1%) Sfelafot & Zlolck
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gl 323
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PCROA = vanB VREZ} HZEE o v g-2/013ld S5 1
gt 2k ool Y Fold et 9l HiE i
of elo.2 AR A 4230 VRE At} elsich
YHAA S 6 pg/mL vancomycing 3E3FsH Enterococcosel broth
(Becton Dickinson, Sparks, MD, USA)ol| A Z=wFaljokst 2 A H
3k v R]o| A Seeplex VRE detection (Seegene, Seoul, Korea)@}
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