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Abstract: Borrelia burgdorferi sensu lato (s.l.) is the etiological agent of Lyme disease, transmitted by ticks of the genus Ixodes La-
treille. Diagnosis of Lyme disease in humans is often difficult and a detailed knowledge of the circulation of B. burgdorferi s.l. in tick 
hosts is therefore fundamental to support clinical procedures. Here we developed a molecular approach for the detection of B. burgdor-
feri s.l. in North Italian Ixodes ricinus (Linnaeus). The method is based on the amplification of a fragment of the groEL gene, which 
encodes a heat-shock protein highly conserved among B. burgdorferi s.l. species. The tool was applied in both qualitative and Real-time 
PCR approaches testing ticks collected in a North Italian area. The obtained results suggest that this new molecular tool could represent 
a sensitive and specific method for epidemiological studies aimed at defining the distribution of B. burgdorferi s.l. in I. ricinus and, 
consequently, the exposure risk for humans.
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Lyme disease (LD) is a human tick-borne disease caused 
by bacteria belonging to the Borrelia burgdorferi sensu lato 
(s.l.) complex, which currently includes 22 species wide-
spread throughout the world (Mannelli et al. 2012, Myster-
ud et al. 2019). In Italy, the most common species causing 
LD are Borrelia garinii, Borrelia afzelii and B. burgdorferi 
sensu stricto (s.s.), with Borrelia lusitaniae and Borrelia 
valaisiana recorded as additional possible agents of the 
disease (Ciceroni and Ciarrocchi 1998, Pintore et al. 2015). 

Currently hard ticks of the genus Ixodes Latreille repre-
sent the main vector of Borrelia spirochetes in the North-
ern hemisphere (Danielová et al. 2010, Scott et al. 2010, 
Rudenko et al. 2011). In particular, the main vector of LD 
in Europe is Ixodes ricinus (Linnaeus), which inhabits a 
wide range of habitats characterised by a humid climate 
and moderate temperatures, up to 1400 m a.s.l. (Ragagli et 
al. 2016). This determines a relatively high exposure risk 
for humans and makes an extensive knowledge on B. burg-
dorferi s.l. distribution pivotal for raising awareness in sub-
jects exposed to I.  ricinus bite and, consequently, to the 
risk of LD development.

The clinical diagnosis of LD in humans is often difficult 
because of the broad, and often generic, range of symptoms 
it can produce (Strle and Stanek 2009, Rizzoli et al. 2011). 
For this reason, knowledge of the circulation of B. burg-
dorferi s.l. in specific areas is fundamental to support LD 
diagnosis, especially in case of negative serological results 
or asymptomatic patients. Contrary to vertebrate hosts, de-
tection, quantification and genotyping of B. burgdorferi s.l. 
in I. ricinus is not an issue, since Borrelia spirochetes are 
quite abundant in ticks. 

Indeed, several DNA-based techniques targeting a vari-
ety of genes have been developed for the detection of bac-
teria belonging to B. burgdorferi s.l. species in tick hosts 
(e.g., Marconi and Garon 1992, Lee et al. 2003, Chu et al. 
2008, Capelli et al. 2012). This is partly due to the com-
plexity of the B. burgdorferi s.l. genome, which is charac-
terised by the presence of genes carrying multiple muta-
tions and various plasmids coding for proteins associated 
to different serotypes (Kòs et al. 2013).

Here we developed a molecular approach for the detec-
tion of B. burgdorferi s.l. in North Italian I. ricinus ticks. In 
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detail, the proposed method is based on the amplification 
of a groEL gene fragment using both qualitative and Re-
al-time PCR approaches. The groEL gene encodes a highly 
conserved 60-kDa heat-shock protein (GroEL) essential 
for the survival of cells in both physiological and stress-
ful conditions (Lee et al. 2003). For the validation of this 
molecular tool, ticks sampled in a northern Italy area were 
tested.

In detail, sampling of ticks was carried out at ‘La 
Fagiana’ Natural Reserve (North Italy, 45°25'57.3"N; 
8°50'10.2"E), an area of confirmed B.  burgdorferi s.l. 
presence (Pistone et al. 2010). One hundred and forty tick 
specimens were collected during two sampling campaigns 
through dragging and flagging techniques from vegetation. 
Sampling period, life stages, sex and number of sampled 
specimens are detailed in Table 1.

Ticks were identified based on morphological features 
(Manilla 1998). Adult ticks from both periods and nymphs 
sampled in June 2018 were analysed as single specimens, 
whereas nymphs sampled in April 2019 were grouped in 
16 pools of 5 nymphs each. All the specimens were stored 
in 70% ethanol at 4 °C until analysis. No larvae were col-
lected in any of the two samplings.

The specimens were rehydrated and washed twice in 
1X PBS for 20 min, cut in half with a sterile scalpel and 
subsequently homogenised in 1.5 ml tubes by crushing 
with a sterile pestle. Subsequently, DNA was extracted 
from single specimens or pool of nymphs using Isolate 
II Genome DNA (Bioline®, Memphis, Tennessee, USA) 
following the manufacturer’s instructions. Proteinase K 
incubation was carried out overnight at 56  °C and DNA 
was eluted in one step with 50 µl of sterile water pre-heated 
at 72 °C. DNA was quantified by the Nanodrop ND 1000 
spectrophotometer (Thermo Fisher Scientific, Indianapolis, 
Indiana, USA) and stored at -20 °C.

A specific qualitative PCR for the amplification of a 
fragment of calreticulin (cal) gene of I.  ricinus was per-
formed to verify the extracted DNA quality and the ab-
sence of inhibitors, following the protocol described in 
Sassera et al. (2008).

The groEL gene sequences of the major representative 
of the B. burgdorferi s.l. complex circulating in Northern It-
aly (B. garinii, B. burgdorferi s.s., B. afzelii, B. valaisiana, 
B. lusitaniae) were aligned in BioEdit, version 7.0.5 (Hall 
1999). A new set of primers was designed in a conserved 
region by means of EasyPrimer tool (https://skynet.unimi.
it/index.php/tools/, Perini et al. 2020) and then manually 
adjusted: groEL-F: 5'-ACGATTTCTTATGTTGAGGG-3'; 

groEL-R; 5'-TCTCAAGAACTGGTAAAAG-3' (fragment 
size 160 bp). Primer sequences were analysed by Prim-
er-BLAST (www.ncbi.nlm.nih.gov/tools/primer-blast) to 
avoid cross-reactions with other organisms. 

Afterwards, the extracted DNA was tested to detect the 
B. burgdorferi s.l. presence in the area of study. Amplifica-
tions were performed in 10 µl of water containing at final 
concentration: 1× Reaction Buffer (Promega®, Madison, 
Washington, USA) 0.2 mM of each dNTP, 1 µM of each 
primer, 0.5 U of GoTaq G2 DNA polymerase (Promega), 
1 µl of DNA sample. The amplification conditions were: 
95 °C for 3 minutes; 40 cycles (95 °C for 20 seconds, 51 °C 
for 15 seconds and 72 °C for 20 seconds), 5 °C for 5 min-
utes. Amplicons were loaded and run in 2% agarose gel.

To verify the reliability of the proposed method, on the 
same samples we performed also a published nested PCR 
protocol amplifying a fragment of the 5S-23S rRNA inter-
genic spacer region of B. burgdorferi s.l. (Chu et al. 2008) 
following the protocol modified by Pistone et al. (2010).

The set of primers targeting the groEL gene was also used 
in Real-time PCR (CFX Connect Real-time PCR detection 
system; Biorad®, Hercules, Canada, USA). Amplification 
was performed in 20 µl of water containing at final concen-
tration: 1× SsoAdvanced Universal SYBR Green Supermix 
(Biorad®), 0.25 µM of each primer, 1 µl of DNA sample. 
The thermal profile for Real-time PCR was as follows: 
98 °C for 3 minutes; 40 cycles (95 °C for 10 seconds, 53 °C 
for 15 seconds and 72 °C for 15 seconds) and melt curve 
from 55 °C to 95 °C with increments of 0.5 °C per cycle. 
Each DNA was tested in duplicate. The obtained amplicons 
were subsequently load and run on 2% agarose gel.

The groEL qualitative and Real-time PCR products, 
as well as the 5S-23S rRNA products, were excised from 
agarose gel, purified using the Wizard® SV Gel and PCR 
Clean-Up System Kit (Promega) and Sanger sequenced 
(Eurofins Genomics, Ebersberg, Germany). The obtained 
sequences were subjected to BLAST analyses.

All the collected tick specimens (nymphs, adult males 
and females) were identified as I. ricinus. The amplifica-
tion of a I. ricinus cal gene fragment in each sample con-
firmed the good quality of the extracted DNA and the ab-
sence of inhibitors (data not shown).

In this study, a new set of primers amplifying a fragment 
of the B.  burgdorferi s.l. groEL gene was designed. The 
groEL gene, compared to other molecular targets, such as 
16S rRNA, is more heterogeneous among species and also 
useful for intraspecies differentiation (Park et al. 2004). 
Indeed, molecular approaches based on the amplification 

Table 1. Sampling period, life stages, sex and number of tick 
specimens collected at ‘La Fagiana’ Natural Reserve.

Sampling period Life stage/sex No. of specimens

June 2018
nymph 39
adult ♀ 0
adult ♂ 0

April 2019
nymph 80
adult ♀ 11
adult ♂ 10

Table 2. Results of the molecular analyses on Ixodes ricinus (Lin-
naeus) samples obtained using groEL amplification approaches 
for Borrelia burgdorferi s.l. detection. 

Life stage/sex (N) % of positive samples (N)
Qualitative PCR groEL Real Time PCR groEL

nymphs (39) 15.4% (6) 28.2% (11)
nymph pools (16)b 81.3% (13) 93.8% (15)
adult ♀ (11) 63.6% (7) 72.7% (8)
adult ♂ (10) 50.0% (5) 50.0% (5)
Total positive samples 40.8% (31) 51.31% (39)
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of groEL gene are already published for the detection of 
B. burgdorferi s.l. and other bacteria such as Anaplasma 
spp. and Rickettsia spp. (Lee et al. 2003, Lew et al. 2003, 
Park et al. 2004, Campos-Calderón et al. 2016). The groEL 
gene sequences of LD B. burgdorferi s.l. species circulating 
in Northern Italy and available in GenBank were aligned 
(Fig. 1). The primers, designed on a conserved region, 
were analysed in silico to detect any potential cross-reac-
tion with other bacterial species (such as common bacteria 
found in ticks) or eukaryoties organisms (e.g., vertebrate 
or tick DNA). 

Results of qualitative and Real-time PCRs carried out 
on the 76 samples (i.e., 60 single specimens and 16 pools 
of 5 nymphs each), are reported in Table 2.

Thirty-one samples (41%) resulted positive to the new-
ly designed qualitative PCR targeting groEL gene. Fifteen 
out of 31 positive samples were randomly sequenced and 
compared to sequences available in GenBank, with sev-
en samples showing 100% identity with B. lusitaniae and 
eight samples 100% identity with B. afzelii.

Thirty-nine samples (51%) resulted positive to the Re-
al-time PCR using the same primers. This approach al-
lowed the detection of eight additional positive samples, 
all showing 100% identity with B. lusitaniae. 

These additional Real-time PCR positive samples could 
be attributed to a low spirochete load that prevented the 
detection during electrophoresis when using the qualitative 
protocol. These samples, showed indeed a threshold cycle 
above 33, confirming the Real-time PCR as more sensitive 
than the qualitative one. Differences between polymerase 
enzymes, as well as between standalone polymerase en-
zymes and Real-time PCR mastermixes, could affect the 
PCR results. These differences could be due to polymer-
ase-specific characteristics or to MgCl2 adjustments (which 
are required for standalone polymerases; Witte et al. 2018). 
This can explain the additional positive samples detected 
using the Real-time PCR approach when compared to the 
qualitative one.

In order to verify the reliability of the proposed meth-
od, samples were also amplified using an already published 
nested protocol targeting a fragment of 5S-23S rRNA in-
tergenic spacer region of B.  burgdorferi s.l. (Chu et al. 
2008) and previously applied for a tick survey in the same 
area of the present study (Pistone et al. 2010).

The obtained results showed the groEL Real-time PCR 
to be more sensitive and more specific than the nested PCR 
approach. Indeed, eight samples positive to the groEL 
amplification were negative when tested with the already 
published protocol. Conversely, the nested PCR protocol 
detected three additional positive samples compared to the 
groEL Real-time approach. The amplicons were thus se-
quenced to confirm the specificity of the amplification, and 
the obtained sequences were compared to those available in 
GenBank. No similarity was found, suggesting that, in cer-
tain conditions, the nested protocol may produce chimeric 
products. The protocol published by Chu and colleagues 
(2008) was firstly developed and tested on samples from 
Zhejiang province (South-East China), and also successful-
ly applied on samples collected in Europe, including Italy 
(Zhan et al. 2009, Pistone et al. 2010, Veronesi et al. 2012). 
In our case, the production of non-specific amplicons may 
have been caused by ticks collected in the present study 
having a different microbial community or by the presence 
of vertebrate hosts’ and bacterial DNA obtained during 
previous blood meals (Cogswell et al. 1996, Brettschnei-
der et al. 1998). In any case, since both the B. burgdorferi 
s.l. amplicons and the non-specific products obtained with 
the 5S-23S rRNA nested PCR approach produced frag-
ments of similar molecular size, a sequencing procedure 
would therefore be necessary to confirm the specificity of 
each amplification. This would result, in turn, in additional 
time-consuming procedures, as well as additional costs for 
PCR product purification and sequencing when performing 
epidemiological studies aimed at evaluating the presence 
of B. burgdorferi s.l. in ticks.

Fig. 1. Alignment of the groEL gene sequences of species of the Borrelia burgdorferi s.l. complex circulating in northern Italy. The 
primers designed in this work are highlighted in red frame.
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In contrast, results obtained with the proposed groEL 
PCR approach showed a high specificity of the ampli-
fication products. In addition, despite the short size of 
the groEL amplicon (160 bp), a high variability among 
B.  burgdorferi s.l. genospecies was observed through in 
silico analyses (Fig. 1). Therefore, the proposed primers for 
the amplification of a fragment of groEL gene may allow: 
(1) the screening of samples for B. burgdorferi s.l. without 
additional sequencing procedures; (2) the discrimination of 
B. burgdorferi s.l. genospecies when the sequencing proce-
dure is undertaken. 

Moreover, the designed primers appear also suitable for 
the amplification of the groEL gene of several addition-
al B.  burgdorferi s.l. species causing LD and circulating 
in Europe (B. bissettii, B.  spielmanii, B. bavariensis), as 
suggested by Supplementary Fig. 1 (alignment based on 
Franke et al. 2012). If this observation was experimentally 
confirmed, the proposed method could potentially be ap-
plied on molecular surveys performed in several European 
areas.

In conclusion, this approach, designed for the amplifica-
tion of a groEL gene fragment, could represent a sensitive 
and specific method for epidemiological studies aimed at 
defining the distribution of B. burgdorferi s.l. in I. ricinus 
and, consequently, the exposure risk for humans. Rapid, 
sensitive and sensible methods are necessary to evaluate 
the risk of contracting LD linked to B. burgdorferi s.l. dis-
tribution in ticks, in order to undertake suitable control and 
prevention measures (Yang et al. 2012, Koś et al. 2013). 
Finally, further analyses are necessary to verify, at least 
in the area of the present study, whether the sensitivity of 
the proposed method is actually comparable to, or higher 
than, other existing protocols, or if it should be analysed 
combined with other gene targets/different methods, as 
suggested by other studies (Wodecka et al. 2010, Yang et 
al. 2012).

Acknowledgements. The study was partially supported by the 
Italian Ministry of Education, University and Research PRIN-
2012 grant 2012A4F828 to CB.

REFERENCES

Brettschneider S., Bruckbauer H., Klugbauer N., Hof-
mann H. 1998: Diagnostic value of PCR for detection of Borre-
lia burgdorferi in skin biopsy and urine samples from patients 
with skin borreliosis. J. Clin. Microbiol. 36: 2658. 

Campos-Calderón L., Ábrego-Sánchez L., Solórzano-Mo-
rales A., Alberti A., Tore G., Zobba R., Jiménez-Rocha 
A.E., Dolz G. 2016: Molecular detection and identification of 
Rickettsiales pathogens in dog ticks from Costa Rica. Ticks Tick 
Borne Dis. 7: 1198–1202.

Capelli G., Ravagnan S., Montarsi F., Ciocchetta S., Cazz-
in S., Porcellato E., Babiker A., Cassini R., Salviato A., 
Cattoli G., Otranto D. 2012: Occurrence and identification 
of risk areas of Ixodes ricinus-borne pathogens: a cost-effective-
ness analysis in north-eastern Italy. Parasit. Vectors 5: 61.

Chu C.Y., Jiang B.G., Liu W., Zhao Q.M., Wu X.M., Zhang 
P.H., Zhan L., Yang H., Cao W.C. 2008: Presence of path-
ogenic Borrelia burgdorferi sensu lato in ticks and rodents in 
Zhejiang, south-east China. J. Med. Microbiol. 57: 980–985.

Ciceroni L., Ciarrocchi S. 1998. Lyme disease in Italy, 1983-
1996. New Microbiol. 21: 407–418.

Cogswell F.B., Bantar C.E., Hughes T.G., Gu Y., Philipp 
M.T. 1996: Host DNA can interfere with detection of Borrelia 
burgdorferi in skin biopsy specimens by PCR. J. Clin. Microbi-
ol. 34: 980–982.

Danielová V., Daniel M., Schwarzová L., Materna J., 
Rudenko N., Golovchenko M., Holubová J., Grubhof-
fer L., Kilián P. 2010: Integration of a tick-borne encephalitis 
virus and Borrelia burgdorferi sensu lato into mountain ecosys-
tems, following a shift in the altitudinal limit of distribution of 
their vector, Ixodes ricinus (Krkonose mountains, Czech Repub-
lic). Vector Borne Zoonotic Dis. 10: 223–230.

Hall T.A. 1999. BioEdit: a user-friendly biological sequence align-
ment editor and analysis program for Windows 95/98/NT. Nucl. 
Acids Symp. Ser. 41: 95–98.

Koś W., Wodecka B., Anklewicz M., Skotarczak B.  2013: 
Rapid identification of Borrelia by high resolution melting anal-
ysis of the groEL gene. Folia Biol. 61: 185–191.

Lee S.H., Lee J.H., Park H.S., Jang W.J., Koh S.E., Yang 
Y.M., Kim B.J., Kook Y.H., Park K.H. 2003: Differentiation 
of Borrelia burgdorferi sensu lato through groEL gene analysis. 
FEMS Microbiol. 222: 51–57.

Lew A.E., Gale K.R., Minchin C.M., Shkap V., de Waal D.T. 
2003: Phylogenetic analysis of the erythrocytic Anaplasma spe-
cies based on 16S rDNA and GroEL (HSP60) sequences of A. 
marginale, A. centrale, and A. ovis and the specific detection of 
A. centrale vaccine strain. Vet. Microbiol. 92: 145–160.

Manilla G. 1998: Fauna d’Italia. Acari: Ixodida. Edizioni Calder-
ini, Bologna, 280 pp.

Mannelli A., Bertolotti L., Gern L., Gray J. 2012: Ecolo-
gy of Borrelia burgdorferi sensu lato in Europe: transmission 
dynamics in multi-host systems, influence of molecular pro-
cesses and effects of climate change. FEMS Microbiol. Rev. 36: 
837–861.

Marconi R.T., Garon C.F. 1992: Development of polymerase 
chain reaction primer sets for diagnosis of Lyme disease and 
for species-specific identification of Lyme disease isolates by 
16S rRNA signature nucleotide analysis. J. Clin. Microbiol. 30: 
2830–2834.

Mysterud A., Heylen D.J.A., Matthysen E., Garcia A.L., 
Jore S., Viljugrein H. 2019: Lyme neuroborreliosis and bird 
populations in northern Europe. Proc Biol ScI. 286: 20190759.

Park H.S., Lee J.H., Jeong E.J., Koh S.E., Park T.K., Jang 
W.J., Park K.H., Kim B.J., Kook Y.H., Lee S.H. 2004: Eval-
uation of groEL gene analysis for identification of Borrelia burg-
dorferi sensu lato. J. Clin. Microbiol. 42: 1270–1273.

Perini M., Piazza A., Panelli S., Di Carlo D., Corbella M., 
Gona F., Vailati F., Marone P., Cirillo D.M., Farina C., 
Zuccotti G., Comandatore F. 2020: EasyPrimer: user-frien-
dly tool for pan-PCR/HRM primers design. Development of an 
HRM protocol on wzi gene for fast Klebsiella pneumoniae typ-
ing. ScI. Rep. 10: 1307.

Pintore M.D., Ceballos L., Iulini B., Tomassone L., Pautas-
so A., Corbellini D., Rizzo F., Mandola M.L., Bardel-
li M., Peletto S., Acutis P.L., Mannelli A., Casalone 
C. 2015: Detection of invasive Borrelia burgdorferi strains in 
north-eastern Piedmont, Italy. Zoonoses Public Health 62: 365–
374.

Pistone D., Pajoro M., Fabbi M., Vicari N., Marone P., Gen-
chi C., Novati S., Sassera D., Epis S., Bandi C. 2010: Lyme 
borreliosis, Po River Valley, Italy. Emerg. Infect. Dis. 16: 1289–
1291.

Ragagli C., Mannelli A., Ambrogi C., Bisanzio D., Cebal-
los L.A., Grego E., Martello E., Selmi M., Tomassone L. 



doi: 10.14411/fp.2020.026	 Chiappa et al.: PCR for detection of Borrelia burgdorferi

Folia Parasitologica 2020, 67: 026	 Page 5 of 5

2016: Presence of host-seeking Ixodes ricinus and their infection 
with Borrelia burgdorferi sensu lato in the Northern Apennines, 
Italy. Exp. Appl. Acarol. 69: 167–178.

Rizzoli A., Hauffe H.C., Carpi G., Vourc’h G.I., Neteler 
M., Rosà R. 2011: Lyme borreliosis in Europe. Eurosurveill. 
16: 19906.

Rudenko N., Golovchenko M., Grubhoffer L., Oliver J.H. 
2011: Updates on Borrelia burgdorferi sensu lato complex with 
respect to public health. Ticks Tick Borne Dis. 2: 123–128.

Sassera D., Lo N., Bouman E.A.P., Epis S., Mortarino M., 
Bandi C. 2008: “Candidatus Midichloria” Endosymbionts 
bloom after the blood meal of the host, the hard tick Ixodes rici-
nus. App. Env. Microbiol. 74: 6138–6140.

Scott J.D., Lee M.K., Fernando K., Durden L.A., Jorgensen 
D.R., Mak S., Morshed M.G. 2010: Detection of Lyme disease 
spirochete, Borrelia burgdorferi sensu lato, including three nov-
el genotypes in ticks (Acari: Ixodidae) collected from songbirds 
(Passeriformes) across Canada. J. Vector. Ecol. 35: 124–139.

Strle F., Stanek G. 2009: Clinical manifestations and diagnosis 
of Lyme borreliosis. Curr. Probl. Dermatol. 37: 51–110.

Veronesi F., Laus F., Passamonti F., Tesei B., Piergili Fio-
retti D., Genchi C. 2012: Occurrence of Borrelia lusitaniae 
infection in horses. Vet. Microbiol. 160: 535–538.

Witte A.K., Sickha R., Mester P., Fister S., Schoder D., 
Rossmanith P. 2018: Essential role of polymerases for assay 
performance – impact of polymerase replacement in a well-es-
tablished assay. Biomol. Detect. Quantif. 16: 12–20.

Wodecka B., Leońska A., Skotarczak B. 2010: A comparative 
analysis of molecular markers for the detection and identification 
of Borrelia spirochaetes in Ixodes ricinus. J. Med. Microbiol. 
59: 309–314.

Yang J., Liu Z., Guan G., Che R., Niu Q., Li Y., Liu J., Ma M., 
Ren Q., Liu A., Luo J., Yin H. 2012: Evaluation of molecular 
methods for detection of Borrelia burgdorferi senso lato in ticks. 
Diagn. Microbiol. Infect. Dis. 73: 80–83.

Zhan L., Cao W.C., Chu C.Y., Jiang B.G., Zhang F., Liu W., 
Dumler J.S., Wu X.M., Zuo S.Q., Zhang P.H., Huang 
H.N., Zhao Q.M., Jia N., Yang H., Richardus J.H., Habbe-
ma J.D. 2009: Tick-borne agents in rodents, China, 2004–2006. 
Emerg. Infect. Dis. 15: 1904–1908.

Cite this article as: Chiappa G., Cafiso A., Monza E., Serra V., Olivieri E., Romeo C., Bazzocchi C. 2020: Development of a PCR 
for Borrelia burgdorferi sensu lato, targeted on the groEL gene. Folia Parasitol. 67: 026. 

Received 13 February 2020 Accepted 9 July 2020 Published online 6 October 2020


