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TABLE 1. Primers for PCR deduced from M. genitalium 168 rRNA
gene sequence used in initial evaluation

Primer Sequence
MG16-45F ........5" TAC ATG CAA GTC GAT CGG AAG TAG C
MG16-181R. " ACC CTT GCA GGT CCT TTC AACTTT A
MG16-252R .....5" CGT CAT TGC CTT GGT AGG CCA
MG16-411R " TTC TTC CCA AAT AAA AGAACTTTACAATCA A
MG16-447 " AAA CTC CAG CCA TTG CCT GCT AG
MG16-455 " GGT ACA GTC AAA CTC CAG CCATTG
MG16-439F " GAA TGA CTC TAG CAG GCA ATG GCT G

MG16-636R......5" TCC AAA ACT CCC TAC CAC ACT CTA GAC TG
MG16-1117R....5" TCC TCC AAT TTA CAT TAG CAG TCT CGT TAA

MG16-1204F " CAA TGG CCA ATA CAA ACA GTA GCC AA
MGI16-130IR....5" CTG ATT CGC GAT TAC TAG TGA TTC CAG
MG16-1428R...5" ACC GGT GCT ATC CTT GAC ATG CA

MG16-1421R...5" GTG CTA TCC TTG ACA TGC ACT TCC AA

¢ Primer combinations MG16S45F-MG165-447R and MG16S-1204F-MG16S-
1301R (underlined primers) were M. genitalium specific and used in the clinical
evaluation.

FIG. 2. Ethidium bromide-stained agarose gel showing the LOD of
the M. genitalim 168 rRNA gene PCR and the effect of addition of the
IPC and human DNA. Lane 1, 100-bp marker (Pharmacia); lane 2,
~500 genome copies of M. genitalium DNA; lane 3, ~50 genome
copies of M. genitalium DNA; lane 4, ~5 genome copies of M. geni-
talium DNA: lane 5, negative control; lanes 6 to 9, same as lanes 2 to
5 but with addition of IPC:; lanes 10 to 13, same as lanes 2 to 5 but with
addition of IPC and 10 pl of clinical urogenital specimen.

TABLE 1. Primers and probes deduced from the M. genitelium MgPa gene sequence® used for TagMan PCR and
primers for construction of the IPC

Primer or

Primer or probe 1656 5EE Sequence® Nucleotide position
Primers for TagMan MgPa-355F GAGAAATACCTTGATGGTCAGCAA 1420 in MgPa operon sequence
assay MgPa-432R GTTAATATCATATAAAGCTCTACCGTTGTTATC 1497 in MgPa operon sequence
Primers for construc- MgPa-IPC-F GAGAAATACCTTGATGGTCAGCAATTTCCGGGACGT 13915 in phage lambda sequence
tion of IPC ATCATGUT
MePa-[PC-R GTTAATATCATATAAAGCTCTACCGTTGTTATCACCG 14061 in phage lambda sequence
CTCAGGUATTTGCT
MgPa-380 FAM-AC( 'GCAATCAGAAGGT-MGB 1445 in MgPa aperon sequence
Probe Phage lambda IPC-R TAMRA-TCCTTCGTGATATCGGACGTTGGCTG-BHO2 14011 in phage lambda sequence

¥ The GenBank accession number for the M. genitalivm MgPu sequence is M31431,
# Sequences in boldface correspond to the phage lambda sequence {GenBank accession aumber J02459). MGB denotes a minor groove binder and a nonfluorescent
quencher. and BHO-2 denotes Black Hole Quencher 2 (nonfluorescent quencher).
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FIG. 2. Alignmeat of MgPa seqaences from positions 1271 to 1301 of the MaPa operon sequence (GenBank accession number M31421) from cultured M. genraliven strains and PCR products
from 30 specimens from 2% patients. The sequences of the primers used in the TagMan assay are underlined, and the sequence of the TagMan MGB probe is shaded.




M. genitalium DNA load in FVU

FIG. 3. M. genftaliurn DNA load in FVU specimens from patieats
without urethritis (<25 PMNLs/hpf), low-grade NCNGU (5 w0 10
PMNLs/hpf}, and high-grade NCNGU (10 PMNLs/hpf} and patients
with a concomitant C. irachomatis infection (C.tr. pos). The median
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Band intensity in 165 rRNAgene PCR

FIG. 5. M. genitalivon DNA loads in 71 FVU specimens from men
who attended the 8TD clinic for the first time during the study and whe
were grouped by the intensity of the 165 rRNA gene amplicon de-
tected in an ethidium bromide-stained agarose gel. Column L & faint

band: column 2, a clear band but the IPC is sill visible: column 3. a
strong band with no IPC visible. Data were recorded during the sereen-
ing of the specimens. The median DNA load for each group is marked
by a horizontal line.
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TR

realtime PCR
positive | negative total
positive 25 2 27
16S PCR :
negative 10 275 285
total 35 277 312

[ZE—EE:71.4%
P24 —BER: 96.5%

a2

DNA copy

Realtime PCR positive

18246427541 (15-98850)

Realtime PCR positive

2508230041 (15-98850)

16S PCR positive (n:25)
Realtime PCR positive
+ ;
16S PCR negative (n:10) 1150+ 2162 (41-6053)
Realtime PCR negtive 0
16S PCR positive (n:2)
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ThR 2

DNA copy
Realtime PCR positive (n:35) 1824627541 (15-98850)
Realtime PCR positive
+ i,
165 PCR positive (n:25) 2508230041 (15-98850)
Realtime PCR positive
+ i,
16S PCR negative (n:10) 1150%2162 (41-6053)
Realtime PCR negative 0
16S PCR positive (n:2)
Realtime PCR negative
+ -
16S PCR negative (n:15) 1.5£2.0(0.1-4)

h 2R

3

Positive rtes

Realtime PCR positive

35 (11.2%)

16S PCR positive

25 (8.0%)

Realtime PCR positive
+16S PCR positive

37 (11.9%)

Realtime PCR positive
Realtime PCR (0.1-9)

50 (16.0%)
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