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Background: The illumigene R© (Meridian
Bioscience, Inc., Cincinnati, OH) and
GeneOhm R© (BD Diagnostics, La Jolla, CA)
Clostridium difficile assays target the tcdA
gene and tcdB gene, respectively. We as-
sessed the use of tcdA as the molecular
target in the illumigene R© C. difficile loop-
mediated amplification assay in detecting
a wide variety of C. difficile strains includ-
ing those with tcdA deletions. Methods: We
tested 38 C. difficile strains and 108 patient
stool specimens using the illumigene R© as-
say. The GeneOhm R© real-time polymerase
chain reaction (PCR) assay served as the
reference method. Discordant results were
resolved by repeat testing, anaerobic cul-
ture, and a laboratory-developed real-time
PCR targeting tcdA and tcdB. Results: Both
illumigene R© and GeneOhm R© assays de-

tected all 37 C. difficile toxin B+ strains rep-
resenting seven toxinotypes and including
four toxin A−B+ isolates. No cross-reactivity
with 20 other Clostridium species or toxin-
negative C. difficile was observed in ei-
ther assay. Among patient stool specimens,
agreement was 94.4% (102/108). After dis-
cordant result resolution, agreement was
96.3% (104/108). Specimens with initially
discordant results had target concentrations
approaching the limit of detection for the two
commercial assays. Discordance appeared
unrelated to whether tcdA or tcdB was the
amplification target. Conclusion: The tcdA
5′ region used by the illumigene R© assay
is a practical target for toxigenic C. difficile
detection. J. Clin. Lab. Anal. 27:171–176,
2013. C© 2013 Wiley Periodicals, Inc.
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INTRODUCTION

Toxin-producing Clostridium difficile is the most
common cause of hospital-associated diarrhea, and
community-acquired C. difficile infections (CDIs) are
rapidly increasing (1). These concerning trends demand
rapid diagnosis for treatment and infection control. Many
clinical laboratories now use nucleic acid amplification-
based methods for detection of toxigenic C. difficile
in stool samples in lieu of the less-sensitive enzyme
immunoassay (2, 3).

Most cases of CDI are caused by strains expressing both
toxins A and B (A+B+). Toxin A−B+ strains, while less
frequently encountered, can cause disease and have been
implicated in outbreaks of CDI (4–6). Human disease at-
tributable to toxin A+B− strains is extremely uncommon
(7, 8).

The most common genetic causes for toxin A−B+ C.
difficile strains are a nonsense mutation within tcdA (tox-
inotype VIII) or deletions within conserved sequences at
the 3′ end of tcdA (toxinotypes X, XVI, and XVI; (8–10)).
Integral to the design of molecular assays targeting tcdA
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is the fact that its 5′ end is conserved for the majority of
known toxin-producing A−B+ strains, specifically those
causing known outbreaks (4,6,11,12). Sequence analyses
of tcdA have shown that it is more conserved than tcdB (8).
Taken together, these observations suggest that targeting
the 5′-end of tcdA is a promising strategy for detection of
clinically relevant C. difficile strains.

The illumigene R© C. difficile assay (Meridian Bioscience,
Inc., Cincinnati, OH) is a US Food and Drug Adminis-
tration (FDA) cleared assay that targets the toxin A gene
(tcdA), utilizing loop-mediated isothermal amplification
(LAMP). Published studies thus far have demonstrated
good correlation of the illumigene R© assay with other
FDA-cleared molecular C. difficile assays using clinical
specimens (13–18). Although the amplification target of
the illumigene R© assay is located in the highly conserved
5′-region of tcdA, which is present in almost all known
toxin A−B+ strains, there remains concern that the as-
say does not amplify the widely preferred amplification
target, tcdB (16, 19). Toxin B, and not necessarily toxin
A, is produced by virtually all pathogenic strains to date.
Studies of various toxinotypes of C. difficile, including
A−B+ strains, have also not yet been tested in parallel on
commercial amplification assays that target either tcdA or
tcdB.

In this study, we compared the ability of the
illumigene R© assay and GeneOhm R© C. difficile assay to
recognize various C. difficile reference strains representing
various toxin classes, and assessed their cross-reactivity
with other Clostridium species. Using GeneOhm R© as
a molecular reference method, we evaluated agreement
of the illumigene R© assay, and utilized culture and a
laboratory-developed real-time polymerase chain reac-
tion (PCR) targeting both tcdA and tcdB as arbitrator
methods.

MATERIALS AND METHODS

Clostridium Isolates

Thirty-eight different strains of C. difficile provided by
Meridian Bioscience originated from various collections
where they had previously been characterized (Table 1).
Strains were supplied at a density of 4 McFarland stan-
dards (∼1.2 × 109 CFU/ml). Archived suspensions of 40
Clostridium isolates representing 20 different species pre-
viously isolated at ARUP Laboratories (Salt Lake City,
UT) were subcultured to Columbia blood agar (Hardy
Diagnostics, Santa Maria, CA) and incubated anaerobi-
cally (Table 2). These consisted of C. aldenense (n = 2), C.
bifermentans (n = 4), C. butyricum (n = 1), C. citroniae (n
= 1), C. clostridioforme (n = 2), C. glycolicum (n = 2), C.
hathewayi (n = 5), C. hiranonis (n = 2), C. innocuum (n =
1), C. novyi (n = 1), C. paraputrificum (n = 1), C. peptidi-

vorans (n = 2), C. perfringens (n = 2), C. ramosum (n =
3), C. septicum (n = 2), C. sordellii (n = 3), C. sporogenes
(n = 2), C. symbiosum (n = 1), C. tertium (n = 1), and C.
xylanolyticum/C. aerotolerans (n = 2). Colonies were sus-
pended in phosphate-buffered saline (PBS) to a density of
4 McFarland standards (∼1.2 × 109 CFU/ml) prior to
testing. All resuspended colony isolates were tested by the
illumigene R© and GeneOhm R© C. difficile assays within
24–72 h of each other. Both assays were performed as
directed by the package insert except using 50 μl colony
suspensions as the starting material instead of stool.

Patient Stool Specimens

This study was approved under the University of Utah
Institutional Review Board. Unselected diarrheal stool
specimens (n = 108) submitted to ARUP Laboratories
for C. difficile detection were tested with the GeneOhm R©
assay (BD Diagnostics, La Jolla, CA) as per the manufac-
turer’s package insert. Testing was performed within 48
h of specimen collection and samples were stored at 4◦C.
Testing with the illumigene R© assay was performed within
24–72 h of initial testing and within the specimen stabil-
ity limits according to the package insert instructions (5
days at 4◦C). For future discrepant analysis, specimens
were stored at −20◦C per kit instructions and in-house
validation studies of specimen stability.

Analysis of Discrepant Results

Analysis of discrepant results differed slightly between
Clostridium isolates and patient stool samples. Clostrid-
ium isolates that yielded discrepant results between the
GeneOhm R© and illumigene R© assays were repeated on
both platforms. They were also subcultured on Brucella
blood agar (Hardy Diagnostics) and incubated anaerobi-
cally at 37◦C for 24–48 h. If more than one colony type
was observed, each colony type was isolated for further
analysis.

Patient stool specimens with discrepant results between
the two commercial assays were thawed to room temper-
ature and tested again with both assays. Extracts from
each assay were also subjected to a laboratory-developed
real-time PCR (see below). Stool specimens were plated
on cycloserine-cefoxitin-fructose agar (CCFA; Hardy Di-
agnostics) and grown anaerobically at 37◦C for 24–72 h.
Putative C. difficile colonies, as identified by characteris-
tic Gram stain, colony morphology and odor, and fluores-
cence under Wood’s lamp were isolated by subculturing on
Brucella blood agar. In one case, the sample did not yield
any C. difficile or other bacterial colonies. In a further
attempt to isolate C. difficile, the specimen was subjected
to ethanol shock treatment by mixing with 100% ethanol
at a ratio of 1:1, vortexing, and incubating at ambient
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TABLE 1. Source, Toxinotype and Results With the illumigene R© and GeneOhm R© for 38 C. difficile Strains

C. difficile strain Source Toxinotype Toxin produced illumigene R© result GeneOhm R© result

11186 VPI collection N/A None Neg Neg
10463 VPI collection 0 A+ B+ Pos Pos
2004111 CDC 0 A+ B+ Pos Pos
2004205 CDC 0 A+ B+ Pos Pos
2005070 CDC 0 A+ B+ Pos Pos
2005257 CDC 0 A+ B+ Pos Pos
2008029 CDC 0 A+ B+ Pos Pos
2008162 CDC 0 A+ B+ Pos Pos
2008341 CDC 0 A+ B+ Pos Pos
2008351 CDC 0 A+ B+ Pos Pos
2009066 CDC 0 A+ B+ Pos Pos
2009099 CDC 0 A+ B+ Pos Pos
B1 Hines VA Hosp. 0 A+ B+ Pos Pos
G1 Hines VA Hosp. 0 A+ B+ Pos Pos
J7 Hines VA Hosp. 0 A+ B+ Pos Pos
K12 Hines VA Hosp. 0 A+ B+ Pos Pos
Y1 Hines VA Hosp. 0 A+ B+ Pos Pos
2004052 CDC III A+ B+ Pos Pos
2004118 CDC III A+ B+ Pos Pos
2007431 CDC III A+ B+ Pos Pos
2009052 CDC III A+ B+ Pos Pos
BI17 Hines VA Hosp. III A+ B+ Pos Pos
BI8 Hines VA Hosp. III A+ B+ Pos Pos
2007858 CDC IX/XXIII A+ B+ Pos Pos
2005325 CDC V A+ B+ Pos Pos
2006240 CDC V A+ B+ Pos Pos
2008188 CDC V A+ B+ Pos Pos
2009065 CDC V A+ B+ Pos Pos
BK6 Hines VA Hosp. V A+ B+ Pos Pos
2009018 CDC V A+ B+ Pos Pos
43598 ATCC VIII A− B+ Pos Pos
2008016 CDC VIII A− B+ Pos Pos
CF1 Hines VA Hosp. VIII A− B+ Pos Pos
8864 S.P. Borriello X A− B+ Pos Pos
2007435 CDC XII A+ B+ Pos Pos
2009132 CDC Unknown Unknown Pos Pos
2009155 CDC Unknown Unknown Pos Pos
2009277 CDC Unknown Unknown Pos Pos

Note: VPI, Virginia Polytechnic Institute; CDC, Centers for Disease Control and Prevention; VA, Veterans Affairs; ATCC, American Type Culture
Collection.

temperature for 30 min. The sample was then plated on
CCFA and resulting colonies were isolated as described
above.

All isolated colonies were suspended in PBS to a den-
sity of 4 McFarland (∼1.2 × 109 CFU/ml) prior to
molecular testing. Suspensions were tested with both
the GeneOhm R© and illumigene R© assays as described
above.

Laboratory-Developed Real-Time PCR Analysis

Two real-time PCR assays targeting tcdA and tcdB were
developed to resolve discrepant results. PCR reactions (25
μl final volume) contained 2.0 μl isolate suspensions or
specimen lysates from the commercial assays, 5× Quanti-

Tect Multiplex PCR mastermix (Qiagen, Valencia, CA),
0.5 U AmpErase uracil N-glycosylase (Life Technolo-
gies, Carlsbad, CA), tcdA or tcdB primers and probes
(Table 3; Epoch Bioscience, Bothell, WA), 1,000 copies
internal control template, and internal control primers
and probes (20). Resulting amplicon lengths were 79 bp
for tcdA and 53 bp for tcdB. Pleiades probes containing
5′ MGB and FAM fluorophores and a 3′ BHQ quencher
were used for amplicon detection (21). Reactions were
carried out on the ABI7900HT instrument (Life Tech-
nologies) under the following cycling conditions: 50◦C for
2 min, 95◦C for 8 min, followed by 50 cycles of 95◦C for
15 sec, 58◦C for 30 sec, and 76◦C for 30 sec, and ending
with a dissociation curve analysis (15-sec holds at 95◦C,
45◦C, and 95◦C).
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TABLE 2. Primer and Probe Sequences Utilized by the
Laboratory-Developed Real-Time PCR for Discrepant Results
Analysis

Primer/probe Concentration
name Sequence (μM)
tcdA–forward 5′-AATAAATCATAAA*TGGT*

T*T*ACCTCA*GATAG-3′
0.25

tcdA–reverse 5′-AATAAATCATAAGTTAGCA*
TCCGTA*TTAGCAG-3′

1.00

tcdB–forward 5′- AATAAATCATAACCA*GTA*
AAATCA*AT*T*GCT-3′

1.00

tcdB–reverse1 5′-AATAAATCATAACCA*GCT
AATA*CACT*T*GATGA-3′

0.25

tcdB–reverse2 5′-AATAAATCATAACCA*GCA
GATA*CACT*T*GATGA-3′

0.25

tcdA probe 5′-G*AATACTTTGCA CCTGC-3′ 0.20
tcdB probe 5′-CTAGAAGGN* GA*A*GCA*

A*-3′
0.20

Note: A*, Super A R©; G*, Super G R©; N*, universal base (proprietary
bases are trademarks of Epoch Bioscience).

TABLE 3. Agreement Between the GeneOhm R© and illumigene R©
C. difficile Assays With 108 Clinical Specimens

illumigene R© GeneOhm R© C. difficile assay

C. difficile assay Positive Negative Total

Positive 17 1 18
Negative 5 85 90
Total 22 86 108

RESULTS

Results of Clostridium spp. Isolates Tested With
Illumigene R© and GeneOhm R©

Thirty-seven toxin-producing C. difficile strains and one
nontoxin-producing strain yielded expected results and
showed 100% concordance between the GeneOhm R© and
illumigene R© assays (Table 1). The illumigene R© assay de-
tected all toxin A+B+ strains of toxinotypes 0 (n = 16),
III (n = 6), V (n = 6), XII (n = 1), and IX/XXIII (n =
1). It also amplified all toxin A−B+ strains of toxinotypes
VIII (n = 3) and X (n = 1).

Neither the illumigene R© nor the GeneOhm R© assay am-
plified 40 non-C. difficile Clostridium isolates, including
the closely related C. sordellii (n = 3). One C. sordellii
isolate initially tested as invalid with the illumigene R© as-
say due to internal control failure, but was negative upon
retesting. The sample was negative with the GeneOhm R©
assay. One C. symbiosum sample tested initially positive
with the illumigene R© and negative with the GeneOhm R©
assay. The laboratory-developed real-time PCR assays
confirmed the presence of tcdA and tcdB. Subculture of
the isolate revealed two colony types, one characteristic for
C. difficile and one for C. symbiosum. By the laboratory-
developed real-time PCR assay, the presumptive C. diffi-

cile isolate was positive for tcdA and tcdB and the other
colony type was negative for tcdA and tcdB. Repeat test-
ing on the illumigene R© and GeneOhm R© assays confirmed
these results.

Analysis of Clinical Specimens With Illumigene R©
and GeneOhm R©

There was an initial concordance of 94.4% (102/108)
between the GeneOhm R© and illumigene R© assays with the
patient samples (Table 3). Using the GeneOhm R© assay as
the reference method, the sensitivity and specificity of the
illumigene R© assay was 77.3% (17/22) and 98.8% (85/86),
respectively.

Six samples (cases 1–6) with discordant results were
retested with both assays (Table 4). Two illumigene R©-
negative/GeneOhm R©-positive specimens (cases 4 and 5)
tested positive with both assays upon retesting. One spec-
imen (case 1) was GeneOhm R©-negative/illumigene R©-
positive. The lysate from the illumigene R© assay tested
positive for tcdA and tcdB with the laboratory-developed
real-time PCR. In contrast, the specimen lysate from the
GeneOhm R© assay tested negative for tcdB and positive
for tcdA. Upon retesting, the GeneOhm R© assay was still
negative but the lysate was positive for tcdA and tcdB by
the laboratory-developed real-time PCR. Clostridium dif-
ficile colonies were isolated from the original stool speci-
men and were positive on both commercial assays. In two
of the remaining three specimens (cases 2 and 3), both
GeneOhm R©-positive and illumigene R©-negative, C. diffi-
cile colonies were isolated and tested positive with both
commercial assays. In the third specimen (case 6), positive
GeneOhm R© and negative illumigene R© results were con-
firmed during repeat testing. Testing of lysates from both
assays with the laboratory-developed real-time PCR con-
firmed the presence of tcdB but not tcdA. Culture for C.
difficile from the original specimen yielded two colonies
characteristic for C. difficile after ethanol shock treat-
ment. Both colonies tested negative with both commercial
assays. In all cases with discordant results, the specimen
lysates from both commercial assays were found to be
near the limit of detection (LOD; ten copies per reaction)
when tested with the laboratory-developed real-time tcdB
PCR.

DISCUSSION

Most commercially available and laboratory-developed
molecular tests or toxigenic C. difficile target tcdB because
toxin B production appears to be ubiquitous in clinically
relevant strains (3,22,23). The illumigene R© assay is unique
among currently US FDA cleared molecular assays for C.
difficile in that it targets tcdA. This assay detected all 37
toxigenic C. difficile reference strains used in this study.
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TABLE 4. Discrepant Result Analysis

BD GeneOhm R© Illumigene R©

Initial Repeat Initial Repeat
Laboratory-

Resolved result
specimen specimen specimen specimen

developed PCR
after discordant

Case lysate lysate Isolate lysate lysate Isolate tcdA tcdBa analysis

1 NEG NEG POS POS POS POS POS POSb Low positive
2 POS POS POS NEG NEG POS POS POS Low positive
3 POS POS POS NEG NEG POS POS POS Low positive
4 POS POS POS NEG POS POS POS POS Low positive
5 POS POS POS NEG POS POS POS POS Low positive
6 POS POS NEGc NEG NEG NEGc NEG POS Presumptive low positive

aAll specimens contained less than ten copies per reaction as determined by the laboratory-developed real-time PCR assay.
bThe tcdB PCR was initially negative with the GeneOhm R© lysate, but positive with specimen lysate from repeat testing.
cTwo C. difficile colonies could be isolated and were tested.

Four toxin A−B+ isolates were available for testing cov-
ering the two most clinically relevant A−B+ toxinotypes
(VIII and X) that have caused outbreaks (4, 6, 11, 12). It
is important to note that emerging toxinotypes may have
deletions in tcdA that could affect clinical assays. In a re-
cent study, newly described A−B+ toxinotypes XXX and
XXXI were not detected by the illumigene R© assay due to
deletions in tcdA (24). They represented 0.6% and 0.1% of
C. difficile isolates in the study leading to their discovery,
suggesting they are uncommon strains at this time (19).
Overall, the illumigene R© assay was able to detect the most
clinically relevant strains of C. difficile.

Analysis of 108 stool specimens with both commer-
cial assays showed good agreement (94.4%). Discrepant
results were most likely caused by specimens contain-
ing a low number of toxigenic C. difficile in combi-
nation with sampling error and/or differences in the
analytical sensitivities of the assays. Specimen lysates gen-
erating a GeneOhm R©-positive/illumigene R©-negative or
GeneOhm R©-negative/illumigene R©-positive result were
tested with the laboratory-developed real-time PCR and
found to contain approximately ten copies of tcdB per re-
action. This observation suggests the presence of toxigenic
C. difficile at a concentration approaching the LOD of the
GeneOhm R© assay (4 CFU/reaction or ten copies per re-
action) and the illumigene R© assay (4–64 CFU/reaction).
While stool specimens were all tested within the stated
stability limits of the commercial assays, they were tested
by the illumigene R© assay 24–72 h after being tested by
the GeneOhm R© assay. This delay may have contributed
to the occurrence of GeneOhm R©-positive/illumigene R©-
negative results in five of the six discordant cases. In one
specimen that was repeatedly GeneOhm R©-positive and
illumigene R©-negative (Table 4, case 6), the laboratory-
developed real-time PCR of the specimen lysate was pos-
itive for tcdB and negative for tcdA while the cultured iso-
late (two colonies) was negative for both tcdA and tcdB.

These inconclusive results may be explained by the pres-
ence of both toxigenic and nontoxigenic C. difficile strains
in low numbers in the stool specimen, the difference in the
LOD of our laboratory-developed PCR assay for tcdA
compared to tcdB, or (less likely) a C. difficile strain with
a deletion or mutation in tcdA that precluded detection
by the laboratory-developed real-time PCR tcdA and the
illumigene R© assays.

The clinical significance of low bacterial loads for tox-
igenic C. difficile in diarrheal stool samples remains un-
clear. Since toxigenic C. difficile is known to colonize pa-
tients without causing symptoms, and CDI is attributable
to multiple factors, such as host immune response and
gut microbiota, detection of the C. difficile toxin genes
does not equate infection (25,26). Unfortunately, we were
unable to determine possible alternative causes for the di-
arrheal disease in these patients since specimens were re-
ferred for analysis from a number of hospitals throughout
the United States and clinical histories were not available.

Conclusion

The ability to rapidly and accurately diagnose CDI is
important for prompt treatment and implementation of
infection control measures. Targeting tcdA at the 5′ con-
served region using a LAMP-based assay allowed accu-
rate detection of both toxin A+B+ and most clinically
relevant toxin A−B+ C. difficile strains encompassing
more than seven toxinotypes. Both the GeneOhm R© and
the illumigene R© C. difficile assays accurately identified
toxin-producing C. difficile strains and were highly spe-
cific when tested against a toxin-negative strain and 20
other Clostridium species. The illumigene R© C. difficile
assay was easy to use and appears to offer similar per-
formance characteristics as other commercially available
molecular assays such as the BD GeneOhm R©.

J. Clin. Lab. Anal.



176 Couturier et al.

ACKNOWLEDGMENT

We thank the ARUP Molecular Amplified Detection
laboratory for their technical help.

REFERENCES

1. Khanna S, Pardi DS. The growing incidence and severity of
Clostridium difficile infection in inpatient and outpatient settings.
Expert Rev Gastroenterol Hepatol 2010;4(4):409–416.

2. Kvach EJ, Ferguson D, Riska PF, Landry ML. Comparison of BD
GeneOhm Cdiff real-time PCR assay with a two-step algorithm
and a toxin A/B enzyme-linked immunosorbent assay for diag-
nosis of toxigenic Clostridium difficile infection. J Clin Microbiol
2010;48(1):109–114.

3. Stamper PD, Babiker W, Alcabasa R, et al. Evaluation of a new
commercial TaqMan PCR assay for direct detection of the Clostrid-
ium difficile toxin B gene in clinical stool specimens. J Clin Microbiol
2009;47(12):3846–3850.

4. Alfa MJ, Kabani A, Lyerly D, et al. Characterization of a toxin
A-negative, toxin B-positive strain of Clostridium difficile respon-
sible for a nosocomial outbreak of Clostridium difficile-associated
diarrhea. J Clin Microbiol 2000;38(7):2706–2714.

5. Drudy D, Harnedy N, Fanning S, Hannan M, Kyne L. Emergence
and control of fluoroquinolone-resistant, toxin A-negative, toxin
B-positive Clostridium difficile. Infect Control Hosp Epidemiol
2007;28(8):932–940.

6. Kuijper EJ, de Weerdt J, Kato H, et al. Nosocomial outbreak
of Clostridium difficile-associated diarrhoea due to a clindamycin-
resistant enterotoxin A-negative strain. Eur J Clin Microbiol Infect
Dis 2001;20(8):528–534.

7. Cohen SH, Tang YJ, Hansen B, Silva J, Jr. Isolation of a toxin B-
deficient mutant strain of Clostridium difficile in a case of recurrent
C. difficile-associated diarrhea. Clin Infect Dis 1998;26(2):410–412.

8. Rupnik M. Heterogeneity of large clostridial toxins: Impor-
tance of Clostridium difficile toxinotypes. FEMS Microbiol Rev
2008;32(3):541–555.

9. Kato H, Kato N, Katow S, Maegawa T, Nakamura S, Lyerly DM.
Deletions in the repeating sequences of the toxin A gene of toxin
A-negative, toxin B-positive Clostridium difficile strains. FEMS Mi-
crobiol Lett 1999;175(2):197–203.

10. Lemee L, Dhalluin A, Testelin S, et al. Multiplex PCR targeting tpi
(triose phosphate isomerase), tcdA (toxin A), and tcdB (toxin B)
genes for toxigenic culture of Clostridium difficile. J Clin Microbiol
2004;42(12):5710–5714.

11. Drudy D, Harnedy N, Fanning S, O’Mahony R, Kyne L. Iso-
lation and characterisation of toxin A-negative, toxin B-positive
Clostridium difficile in Dublin, Ireland. Clin Microbiol Infect
2007;13(3):298–304.

12. Pituch H, van Leeuwen W, Maquelin K, et al. Toxin profiles and
resistances to macrolides and newer fluoroquinolones as epidemic-
ity determinants of clinical isolates of Clostridium difficile from
Warsaw, Poland. J Clin Microbiol 2007;45(5):1607–1610.

13. Doing KM, Hintz MS. Prospective evaluation of the Meridian Il-
lumigene loop-mediated amplification assay and the Gen Probe
ProGastro Cd polymerase chain reaction assay for the direct de-

tection of toxigenic Clostridium difficile from fecal samples. Diagn
Microbiol Infect Dis 2012;72(1):8–13.

14. Dubberke ER, Han Z, Bobo L, et al. 2011. Impact of clinical symp-
toms on interpretation of diagnostic assays for Clostridium difficile
infections. J Clin Microbiol 49(8):2887–2893.

15. Lalande V, Barrault L, Wadel S, Eckert C, Petit JC, Barbut
F. Evaluation of a loop-mediated isothermal amplification assay
for diagnosis of Clostridium difficile infections. J Clin Microbiol
2011;49(7):2714–2716.

16. Noren T, Alriksson I, Andersson J, Akerlund T, Unemo M.
Rapid and sensitive loop-mediated isothermal amplification test
for Clostridium difficile detection challenges cytotoxin B cell
test and culture as gold standard. J Clin Microbiol 2011;49(2):
710–711.

17. Pancholi P, Kelly C, Raczkowski M, Balada-Llasat JM. Detec-
tion of toxigenic Clostridium difficile: Comparison of the cell
culture neutralization, Xpert C. difficile, Xpert C. difficile/Epi,
and Illumigene C. difficile assays. J Clin Microbiol 2012;50(4):
1331–1335.

18. Boyanton BL, Sural P, Loomis CR, et al. Loop-mediated isother-
mal amplification compared to real-time PCR and enzyme im-
munoassay for toxigenic Clostridium difficile detection. J Clin Mi-
crobiol 2012;50(3):640–645.

19. Elliott B, Squire MM, Thean S, et al. New types of toxin
A-negative, toxin B-positive strains among clinical isolates of
Clostridium difficile in Australia. J Med Microbiol 2011;60(Pt 8):
1108–1111.

20. Stevenson J, Hymas W, Hillyard D. Effect of sequence poly-
morphisms on performance of two real-time PCR assays for
detection of herpes simplex virus. J Clin Microbiol 2005;43(5):
2391–2398.

21. Lukhtanov EA, Lokhov SG, Gorn VV, Podyminogin MA,
Mahoney W. Novel DNA probes with low background and
high hybridization-triggered fluorescence. Nucleic Acids Res
2007;35(5):e30.

22. Peterson LR, Manson RU, Paule SM, et al. Detection of toxigenic
Clostridium difficile in stool samples by real-time polymerase chain
reaction for the diagnosis of C. difficile-associated diarrhea. Clin
Infect Dis 2007;45(9):1152–1160.

23. Stamper PD, Alcabasa R, Aird D, et al. Comparison of a
commercial-time PCR assay for tcdB detection to a cell culture
cytotoxicity assay and toxigenic culture for direct detection of toxin-
producing Clostridium difficile in clinical samples. J Clin Microbiol
2009;47(2):373–378.

24. Zidaric Valerija ON, Rupnik Maja. Performance of Novel Loop-
Mediated Isothermal Amplification (LAMP) Test for Detection of
C. difficile in Routine Diagnostic Laboratory; Poster presented at
22nd European Congress of Clinical Microbiology and Infectious
Disease. Milan, Italy; 2011.

25. de Jong E, de Jong AS, Bartels CJ, van der Rijt-van den Biggelaar
C, Melchers WJ, Sturm PD. Clinical and laboratory evaluation of
a real-time PCR for Clostridium difficile toxin A and B genes. Eur
J Clin Microbiol Infect Dis 2012;31(9):2219–2223.

26. Kato H, Kita H, Karasawa T, et al. Colonisation and transmission
of Clostridium difficile in healthy individuals examined by PCR
ribotyping and pulsed-field gel electrophoresis. J Med Microbiol
2001;50(8):720–727.

J. Clin. Lab. Anal.




