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Objectives: Human health surveillance and food safety monitoring systems use different antimicrobial suscepti-
bility testing (AST) methods. In this study, we compared the MICs of Escherichia coli isolates provided by these
methods.

Methods: E. coli isolates (n = 120) from human urine samples and their MICs were collected from six medical
laboratories that used automated AST methods based on bacterial growth kinetic analyses. These isolates were
retested using broth microdilution, which is used by the food safety monitoring system. The essential and cat-
egorical agreements (EA and CA), very major errors (VME), major errors (ME) and minor errors (mE) for these two
methods were calculated for 11 antibiotics using broth microdilution as a reference. For statistical analysis, clinic-
al breakpoints provided by EUCAST were used.

Results: Five study laboratories used VITEK®2 and one MicroScan (Walkaway Combo Panel). Out of 120 isolates,
118 isolates (98.3%) were confirmed as E. coli. The 99 E. coli isolates from five study laboratories that used
VITEK®2 showed high proportions of EA and CA with full agreements for gentamicin, meropenem, imipenem
and ertapenem. Additionally, 100% CA was also observed in cefepime. Few VME (0.5%), ME (1.9%) and mE
(1.5%) were observed across all antibiotics. One VME for ceftazidime (7.1%) and 12 MEs for ampicillin (29.4%),
cefotaxime (2.4%), ciprofloxacin (3.2%), tigecycline (1.5%) and trimethoprim (22.2%) were detected.

Conclusions: MICs from E. coli isolates produced by VITEK®2 were similar to those determined by broth microdi-
lution. These results will be valuable for comparative analyses of resistance data from human health surveillance
and food safety monitoring systems.

Introduction

Few efforts have been made to compare the results of routinely
performed antimicrobial susceptibility testing (AST) in medical lab-
oratories with broth microdilution as used for food safety monitor-
ing in Germany and Europe. The direct comparison of MICs will
facilitate reliable comparative analyses that are also robust when
changes are made in the evaluation criteria or breakpoints over

time. The comparison needs to consider that MICs in the human,
animal and food sectors are determined by different AST meth-
ods.?”’ Better harmonization of surveillance and monitoring for
antibiotic resistance in the human and animal sector is demanded
by the German national antibiotic resistance strategy DART.®
Therefore, comparison of AST results generated by different meth-
ods is crucial. The main objective was to study the comparability of
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the MICs of Escherichia coli isolates determined by two different
methods: automated AST systems used in German human health
surveillance and the broth microdilution method used in German
food safety monitoring. The agreement of the results from these
two methods was calculated.

Materials and methods

One hundred and twenty randomly chosen E. coli isolates from urine sam-
ples were collected from six medical laboratories between March and May
2019 (20 isolates per participating laboratory). The medical laboratories
participated regularly in the German Antibiotika Resistenz Surveillance (ARS)
system? from 2014 to 2017 and provided their results as MICs. E. coli iso-
lates were sent to the National Reference Laboratory for Antimicrobial
Resistance (NRL-AR) using transport swabs (Amies Agar Gel Transport
Swab, Thermo Scientific Oxoid TSO001A). They were non-selectively cul-
tured on Columbia blood agar (Oxoid, Wesel, Germany). Following incuba-
tion at 37 4 2°C for 16-22h, the purity of the isolates was assessed.
Bacterial species were confirmed as E. coli using a MALDI-MS Biotyper
(Bruker, Bremen, Germany). If the colony morphologies of an isolate dif-
fered after initial cultivation on blood agar, PFGE (Xbal, PulsNet) was con-
ducted. AST was performed by lyophilized broth microdilution according to
the CLSI guidelines (ISO 20776-1:2006 or CLSI M31-A3) using a standar-
dized antibiotic panel [EUVSEC and EUVSEC2 scheme, TREK Diagnostic
Systems/Thermo Fisher Scientific (lyophilized), Schwerte, Germany].
Essential agreement (EA) was stated if MICs determined by the automated
AST systems and by broth microdilution showed no discrepancies. A dis-
crepancy was observed if the MICs differed by more than one dilution step
(Table S1, available as Supplementary data at JAC-AMR Online). For the
measurement of categorical agreement (CA) and errors, MICs were inter-
preted using clinical breakpoints published by EUCAST (Version 9.0).1° CA
was the agreement between the two measurements concerning the
resulting evaluation as susceptible, intermediate or resistant. A very major
error (VME) was stated if the reference test result was ‘resistant’ while the
result from automated AST systems was ‘susceptible’. A major error (ME)
was defined as reference test result ‘susceptible’ while the automated AST
systems resulted in ‘resistant’. A minor error (mE) was determined if the
results of one method was ‘intermediate’ and in the other method it was ei-
ther ‘susceptible’ or ‘resistant’. All analyses were run in R (R 3.5.1; Rstudio
1.1.442).

Results

Five participating laboratories used VITEK®2 (bioMérieux,
Ndrtingen, Germany). One laboratory used the MicroScan
(Walkaway Combo Panel, Beckmann Coulter, Germany). The
use of three different AST cards for the VITEK®2 system was
reported (GN ASTN387, GN AST-N371 and GN AST N263). Since
the data were coming mostly from VITEK®2, this study will
focus on the results of VITEK®2 system. The results and analy-
ses of MicroScan are documented separately in the
Supplementary data (Table S2). One hundred presumptive E.
coliisolates were obtained from the five participating medical
laboratories (20 isolates/participating laboratory). Out of
these, 99 isolates (99%) were confirmed as E. coli. One isolate
was identified as Klebsiella pneumoniae and excluded from the
analyses. Of the 99 E. coliisolates, 7 isolates exhibited two dif-
ferent colony morphologies with similar PFGE patterns (Figure
S1). Both of the seven pairs of isolates were included in the
analyses to study this potential source of variation (Table S3).
In total, 106 isolates were included in the analysis. Table 1
highlights the results of agreements and errors. Full EA and CA

(100%) were observed for gentamicin, meropenem, imipenem
and ertapenem. Additionally, 100% CA was detected in
cefepime. One VME was detected for ceftazidime (1 VME/14
ceftazidime-resistant isolates, 7.1% and 1/199 all resistant
isolates, 0.5%). Twelve MEs (12 MEs/623 all susceptible
isolates, 1.9%) were detected for ampicillin (5/17 susceptible
isolates, 29.4%), cefotaxime (2/83 susceptible isolates, 2.4%),
ciprofloxacin (2/63 susceptible isolates, 3.2%), tigecycline
(1/65 susceptible isolates, 1.5%) and trimethoprim (2/9
susceptible isolates, 22.2%). Eight mEs (8 mEs/530 tested
isolates, 1.5%) were detected in cefotaxime (1/106 tested
isolates, 0.9%), and ciprofloxacin (7/106 tested isolates, 6.6%).
All mEs were observed with a difference of one dilution step.

Discussion

Good agreement was observed between the result of the auto-
mated AST systems and broth microdilution (Table 1). Our study
results are in line with earlier studies that reported a high level of
agreement between VITEK®2 test results and broth microdilution
as the reference method for AST E. coli isolates.'**? Both studies
found fewer VMEs and MEs than our study (Tables 1 and S4). In
these studies, testing with the automated system was repeated if
discrepancies occurred. Bobenchik et al. (2015)*? reported the cor-
rection of 12 VMEs out of 13 VMEs from the initial testing for their
study antibiotics and 9 of 24 MEs after repeated measurements.
Only if the errors still occurred after repeating the measurements
were these errors included in the analyses.!™"'? This repeated test-
ing was not foreseen in our study as we wanted to compare rou-
tine results rather than results optimized by repeated testing. As
part of routine diagnostics, AST will probably only be repeated if
the results are contradictory (e.g. E. coli resistant to cefotaxime but
susceptible to ampicillin). Therefore, surveillance data are not opti-
mized as in the cited studies. The comparative interpretation of
MICs was limited by different antibiotics included in the AST in the
five participating laboratories (Table S5). Different concentration
ranges of antibiotics were tested in the participating laboratories
and NRL-AR (Tables S6 and S7). In the medical laboratories, the
variability of antibiotic substances and their range of MICs is the
consequence of the use of three different AST cards manufactured
for slightly different purposes’® that contain slightly different anti-
biotics” (Table S8). Two cards were manufactured for all Gram-
negative bacteria. Another card is specifically manufactured for
Gram-negative bacteria from urinary samples. In food safety mon-
itoring, fixed EUVSEC panels established by the European
Commission and harmonized across Europe are used for AST of E.
coli and Salmonella.® These panels include antimicrobial agents
that are relevant to human and veterinary medicine and are con-
sidered representative of the different antimicrobial families.
Some of the frequently tested antibiotics for E. coliin the participat-
ing laboratories, e.g. piperacillin/tazobactam, are not included in
the EUVSEC panels (Table S5).** A broader range of concentrations
than in medical laboratories is tested in the monitoring of food
safety to allow for further epidemiological analyses. This is how-
ever not the purpose of routine medical laboratories that primarily
aim to guide therapy decisions. The difference of the ranges results
in alimited comparability of the individual MICs with respect to EA.
However, as all ranges included the clinical breakpoints provided
by EUCAST, the CA could be fully analysed.
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Table 1. EA, CA, VMEs, MEs and mEs for each antibiotic that was tested with VITEK®2 and included in the food safety resistance monitoring panel

(EUVSEQ)

Ref based on EUCAST'®
Antibiotics No. of tested isolates (n) EA (%) S I R CA (%) VME (%) ME (%) mE (%)
Ampicillin 106 101 (95.3) 17 ND“ 89 101 (95.3) 0(0) 5(29.4) ND®
Cefotaxime 106 102 (96.2) 83 0 23 103 (97.2) 0(0) 2(2.4) 1(0.9)
Ceftazidime 84 82(97.6) 70 ND¢ 14 83(98.8) 1(7.1) 0(0) ND®
Cefepime 41 40 (97.6) 30 0 11 41 (100) 0(0) 0(0) 0(0)
Ciprofloxacin 106 104 (98.1) 63 4 39 97 (91.5) 0(0) 2(3.2) 7(6.6)
Gentamicin 85 85 (100) 74 0 11 85 (100) 0(0) 0(0) 0(0)
Meropenem 106 106 (100) 106 0 0 106 (100) 0 (NA) 0(0) 0
Imipenem 65 65 (100) 65 0 0 65 (100) 0 (NA) 0(0) 0(0)
Ertapenem 41 41 (100) 41 ND® 0 41 (100) 0 (NA) 0(0) ND®
Tigecycline 65 64 (98.5) 65 ND¢ 0 64 (98.5) 0 (NA) 1(1.5) ND¢
Trimethoprim 21 19 (90.5) 9 0 12 19(90.5) 0(NA) 2(2222) 0

Ref, reference AST (lyophilized broth microdilution); S, susceptible; I, intermediate; R, resistant.

“Not determined (ND): no breakpoints for ‘intermediate’ AST results.

Our study has a few limitations. The measurements for errors
could not be repeated since VITEK®2 and broth microdilution were
performed in different laboratories. Moreover, this study does not
cover the complete current situation of AST testing in medical lab-
oratories in Germany because of the limited number of participat-
ing laboratories (n = 6) and the exclusive testing of E. coli. E. coli
was chosen because it represents a substantial part of the AST
data in the ARS system? (21.6% out of all collected pathogens in
2018) and is likewise routinely tested in food safety monitoring
where it is considered as an indicator of the antimicrobial resist-
ance situation in the population.’® We only wanted to include lab-
oratories that routinely provide MIC values to the ARS system
together with SIR results. One laboratory used the MicroScan for
automated AST and was finally excluded from the analysis.
However, we observed no obvious difference between the results
for this laboratory and the other laboratories (Table S2). Further
comparisons of routine results of other automated AST methods
with broth microdilution also using a wider range of bacteria are
therefore necessary.

Conclusions

To the best of our knowledge, this is the first study that compares
MIC data, which are routinely generated by automated AST sys-
tems in medical laboratories, with the results of broth microdilu-
tion used in food chain monitoring. The study findings underline
the overall comparability of the AST results from medical laborato-
ries that are part of human health surveillance with the AST results
from food safety monitoring.

Acknowledgements

We would like to thank all participating medical laboratories:
Zentrallabor Friedrich-Ebert-Krankenhaus Neumdinster; SYNLAB MVZ
Berlin GmbH, Labor Dr Fenner & Kollegen MVZ; Labor Ménchengladbach
MVZ Dr Stein + Kollegen DbR; LADR GmbH MVZ Nord; and MVZ Labor Dr
Limbach & Kollegen GbR, Heidelberg. Furthermore, we would like to

thank Ines Noll and Angelina Taylor (RKI) and NRL-AR (BfR) for all tech-
nical support.

Funding
This work was supported by the ‘German Federal Institute for Risk

Assessment’ in the framework of the German One Health Initiative
(GOHI) (grant number 1322-687).

Transparency declarations
None to declare.

Supplementary data

Figure S1 and Tables S1 to S8 are available as Supplementary data at
JAC-AMR Online.

References

1 van der Bij AK, van Dijk K, Muilwijk J et al. Clinical breakpoint changes and
their impact on surveillance of antimicrobial resistance in Escherichia coli
causing bacteraemia. Clin Microbiol Infect 2012; 18: E466-72.

2 van Belkum A, Bachmann TT, Ludke G et al. Developmental roadmap for
antimicrobial susceptibility testing systems. Nat Rev Microbiol 2019; 17:
51-62.

3 EUCAST. MIC Determination of Non-Fastidious and Fastidious Organisms.
http://www.eucast.org/ast_of_bacteria/mic_determination/.

4 bioMérieux. How Does VITEK® 2 Generate MIC Values? https://www.
biomerieux-microbio.com/education/how-does-vitek-2-generate-
mic-values/.

5 bioMérieux. What is a “Real” or “True” MIC - and Does VITEK® 2 Provide
Them? https://www.biomerieux-microbio.com/education/what-is-a-real-or-
true-mic-and-does-vitek-2-provide-them/.

6 European Commission. Commission Implementing Decision of 12
November 2013 on the Monitoring and Reporting of Antimicrobial Resistance

3of4

2202 UdIBI 1.0 UO Jasn yauolqig “PaN - IeyD A LO0ELEQ/SY L BIP/E/E/A1o1ME IWEDEl/ W00 dno-olWapeE//:Ssd)y Woly papeojumod


http://academic.oup.com/jacamr/article-lookup/doi/10.1093/jacamr/dlab145#supplementary-data
http://academic.oup.com/jacamr/article-lookup/doi/10.1093/jacamr/dlab145#supplementary-data
http://academic.oup.com/jacamr/article-lookup/doi/10.1093/jacamr/dlab145#supplementary-data
http://academic.oup.com/jacamr/article-lookup/doi/10.1093/jacamr/dlab145#supplementary-data
http://www.eucast.org/ast_of_bacteria/mic_determination/
https://www.biomerieux-microbio.com/education/how-does-vitek-2-generate-mic-values/
https://www.biomerieux-microbio.com/education/how-does-vitek-2-generate-mic-values/
https://www.biomerieux-microbio.com/education/how-does-vitek-2-generate-mic-values/
https://www.biomerieux-microbio.com/education/what-is-a-real-or-true-mic-and-does-vitek-2-provide-them/
https://www.biomerieux-microbio.com/education/what-is-a-real-or-true-mic-and-does-vitek-2-provide-them/

Suwono et al.

in Zoonotic and Commensal Bacteria (2013/652/EU). https://eur-lex.europa.
eu/LexUriServ/LexUriServ.do?uri=0J:L:2013:303:0026:0039:EN:PDF.

7 bioMérieux. VITEK 2 - Karten fur die Empfindlichkeitsprifung. bioMérieux,
2019.

8 Federal Ministry of Health. DART 2020: Fighting Antibiotic Resistance for
the Good of Both Humans and Animals. Federal Ministry of Health, 2015.

9 Robert Koch Institute (RKI). ARS - Antibiotika-Resistenz-Surveillance.
https://ars.rki.de/.

10 EUCAST. Breakpoint Tables for Interpretation of MICs and Zone
Diameters, Version 9.0, 2019. https://www.eucast.org/fileadmin/src/media/
PDFs/EUCAST files/Breakpoint tables/v 9.0 Breakpoint Tables.pdf.

11 De Angelis G, Posteraro B, Menchinelli G et al. Antimicrobial susceptibility
testing of pathogens isolated from blood culture: a performance comparison
of Accelerate Pheno™ and VITEK® 2 systems with the broth microdilution
method. J Antimicrob Chemother 2019; 74:i24-31.

12 Bobenchik AM, Deak E, Hindler JA et al. Performance of Vitek 2 for
antimicrobial susceptibility testing of Enterobacteriaceae with Vitek 2
(2009 FDA) and 2014 CLSI breakpoints. J Clin Microbiol 2015; 53:
816-23.

13 bioMérieux. VITEK® 2 AST Cards. https://www.biomerieux-diagnostics.
com/vitekr-2-ast-cards-0#Expanding%20range.

14 European Food Safety Authority (EFSA). Technical specifications
on the harmonised monitoring and reporting of antimicrobial re-
sistance in Salmonella, Campylobacter and indicator Escherichia coli
and Enterococcus spp. bacteria transmitted through food. EFSA J
2012; 10: 2742.

15 Aerts M, Battisti A, Hendriksen R et al.,; European Food Safety Authority
(EFSA). Technical specifications on harmonised monitoring of antimicrobial
resistance in zoonotic and indicator bacteria from food-producing animals
and food. EFSA J2019; 17: e05709.

4 of 4

2202 UJBIN L0 UO Jasn auolidig “POIN - 91IBYD A LOOELEY/SY L UBIP/E/E/BI0IE/IWEIE L0 dNO DIWSPEDE//:SA]Y WOl PAPEOUMOQ


https://eur-lex.europa.eu/LexUriServ/LexUriServ.do?uri=OJ:L:2013:303:0026:0039:EN:PDF
https://eur-lex.europa.eu/LexUriServ/LexUriServ.do?uri=OJ:L:2013:303:0026:0039:EN:PDF
https://eur-lex.europa.eu/LexUriServ/LexUriServ.do?uri=OJ:L:2013:303:0026:0039:EN:PDF
https://ars.rki.de/
https://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Breakpoint_tables/v_9.0_Breakpoint_Tables.pdf
https://www.eucast.org/fileadmin/src/media/PDFs/EUCAST_files/Breakpoint_tables/v_9.0_Breakpoint_Tables.pdf
https://www.biomerieux-diagnostics.com/vitekr-2-ast-cards-0#Expanding%20range
https://www.biomerieux-diagnostics.com/vitekr-2-ast-cards-0#Expanding%20range
https://www.biomerieux-diagnostics.com/vitekr-2-ast-cards-0#Expanding%20range
https://www.biomerieux-diagnostics.com/vitekr-2-ast-cards-0#Expanding%20range

	tblfn1
	tblfn2



