Sapias-Mminoez, J A R. Tauez-Goszirer, O. WeLss-Lozawo & HA. Baxssra-Sacoasia. Detection of Borrelia
burgdorferi DNA in human skin biopsies and dog synovial fluid by the Polymerase Chain Reaction. Rev.

Lat. -Amer. Microbiol. 37:7-10, 1995,

To determine the value of the
dIPCRasuyuaﬁ tool for Lyme
sease, a specific assay targetin
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}:;ctlun nfBarnfmﬁ_ﬂm et in skin
specimens patients
uﬂzgum fluid from a dog clini-

cally suspected of having Lyme disease'.
MATERIAL AND METHODS

Patients: Puncture Sy specimens we-
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the Department of Dermatology, Univer-
Mm“"’““ ”‘hw‘ T
su of
DNA from
mthnn history of clinical
d:m from Escherm!ﬂamﬁ bucw
ria were included.

synovial fluid were almrwﬁm (-70 "C}
until the DNA was extracted for PCR.

B. burgdorferi isolate: The B. burgdor-
JSeri strains B31 DNA used as a positive
control was kindly donated by Dr. Ulf B.
Gobel from the fiir Medizinische

und Hygiene of the Frei-

burg University of Germany.

Bam'riaf strains. Strain B31 (ATCC
35210), the prot strain, was isolated
DY,
prevention yme
m}m dogs (Fort Dodge Laboratories,

DNA extraction procedures.
samples and am""‘wmﬂ;” u?mm,.
om es
fluid were extracted as uusl
dmihed“‘“

ification Borrelia burgdorferi
Dﬂ The Pﬂﬂgmu pﬂfm'md essentia-

described Ptmmlg' Oligonu-
!Lolgdel (B 1 and BBRT1) were
- kindly donated by Dr. Gobel. Amplifica-

tion of B. -specific target se-
quences (165 r gene sequences) was

carried out in 100 pl reaction mixture
containing 250 ng of DNA from the pa-
tient specimens m' In Eof DNA from the
8 “""’%’i‘éﬂ"’éﬁ’"“ cleotid triphosph.
eotide tn -

(i¢ dA!l'P , dGTP and dCTP),

M of rmrs:tsnnd 10 U of the
BH& polymerase. The reaction was
mru'lud with mineral oil (100 pl) to pre-

vun ion and was subjected to 35
amplification by using an auto-
mated DNA Thermal (MJ Re-

"C) Each cyc!e i heating to

94 fmig ngﬂfl:} ?NA {dtnalurattnn},
cooling to r 2 min (primer annea-
ling), and again heating tﬂp'?ﬂ “C or2
min (primer extension). Determination of
the Cts was pzeur;
F’]lﬂlﬂﬂs on a 0
lamide with
staiming, gb u-:::hl:s (5
ﬁﬂEﬂlﬂﬂﬂ. p n
ength, were sepmmed on 2% agarose
gels and stained with ethydium bromide.

RESULTS

Ilﬂcaunn primers BBUTPI
generated a 244 fragment
nt' the variable region
burgdorferi 168 rRNA

and BBUR
‘Vﬁ of the

The specifici
for the detection of
was determined by the
American (Strain B31) md a bacterin
strain. By using this set, a specific

bp wugﬂwrated in both

of the primer set
ri strain
ion of an

strains (Fig.1).

PCR for B. i in patients sam-
es. It was possible to obtain fresh skin
m from %ﬂs with wﬂdennat:~
single with the primer set on

thl: DNA extracted from these skin sam-
s 153, i, DU, et
a Invo n 15
study is shown i in Fig. 2 This PCR resul-
ted in the specific amphﬁc.ahnn of a 244

fragment from ents (Fi
blle:leﬂlndﬂ}mdt (Fig. Z?Ene
D). No ¢ amplification was seen
from the E. coli strain {Fig, 2 lane A).



