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Abstract:

Due to the absence of antisera in Iraq, thereupdhis search, the isolated species which betbtme
genus Mycoplasma are presumptive (probably) species ofabenyicoplasma, the characteristic and
biochemical properties of them were fit with those Mthominis, U.urealyticum, M.fermentans,
M.genitalium and M.penetrans in dependence on BergeyManual of determinative bacteriology (Heit
al., 1994). ,

This study was current on 120 women attending the outpatlmic of the obstetric and gynecology
department of Basrah General Hospital during the péraxd February to July, 2007. Comprised women
who suffered from some obstetric and gynecologicaditions, for that purpose urethral swabs and the
other from endocervix region were cultured then hahdled processed with a Monophasic-diphasic
culture setup (MDCS), a statistically significant difflece at the level of (P< 0.01) was noted in the
isolation of both presumptive mycoplasmal spediefermentans and M.hominis from urethral region in
comparison with endocervix region while, the isolati@ates ofU.urealyticum and M.genitalium were
highest from endocervix region.

Also, the results show, presumptive (probably) mycoplasmpetiesM.fermentans , U.urealyticum,
M.hominis and M.penetrans were more frequently distributed in women who were mlaming of
vaginal discharge followed by urethral abnormal aobinig. Statistically, the associated significan@sw
noted only in case oM.hominis at level of (P< 0.05). The genital mycoplasmas wecevered 15.0
percent in 18 cases as a single infection and 20.8 parc&® cases as a mixed infection with other
causative agents (bacterial other than mycoplasnmss)this study showed the conjunction of
U.urealyticum with M.hominis in 5 cases (4.1 %) and tiegenitalium with M.fermentans in 6 cases (5.0
%). Finally, theE.coli was found as a single infection in 5 cases and cogdrwithE.faecalis in 3 cases
(2.5 %) while,P.aeruginosa found as a single infection in 4 cases and recov@&gbercent in 1 case only
as a mixed infection witB.epidermidis. .
Keywords: Genital mycoplasma, Gynecological condition, uré&tyri vaginitis, cervicitis, Basrah
governorate.

Introduction

The mycoplasmas are spherical to filamentousabortion, salpingitis and occasionally causes
cells with no cell walls, and they are consequently postpartum fever [7-8,22,26]; boM.genitalium &
placed in a separate class Mollicutes (mollis, soft,M.fermentans are associated with non-gonococcal
cutis, skin),comprising more than 150 species [1-2].urethritis in men and cervicitis in women. Also, are
At least five species of mycoplasmas can belinked to urethral infections [6,9,19,21,24], and
isolated from genitourinary tract as a major Ureaplasma urealyticum is a case of non-
importance to human health (causative agents ofgyonococcal urethritis in adults and lung disease in
diseaseMycoplasma penetrans was first reported premature infants [3,10,20,25].0ne of the most
in 1993 as an emerging infectious agent which isuseful distinguishing features of mycoplasmas is
linked to the urogenital tract disease as sexuallytheir peculiar fried-egg colony shape, consisting of
transmitted agents and isolated from patients with aa central zone of growth embedded in the agar and
severe immunodeficiency [3-4,18,2Mhominis is a peripheral one on the agar surface [1,3,20] .
a case of pelvic inflammatory disease, septicNutritionally, mycoplasmas are very exacting ;
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many require cholesterol (a unique property amongrapid diagnosis of the genital mycoplasmas namely
prokaryotes). Ureaplasmas require urea for growth the monophasic-diphasic culture setup MDCS [24];
arginine and the usual carbohydrates are notbecause the possible role of mycoplasmas in
metabolized . Generally, mycoplasmas require aconditions like bacterial vaginitis, symptoms of
specialized complex media for growth (PPLO, Soy urethritis and cervicitis has been indicated by many
Peptone , Sfp [1,19-20] . Various serological tests researchers [14-15,19,32-33] while, the others not
have been developed and are useful in classification9,18,31]thereupon, 24n this study an attempt was
[22-23] . Most of these tests (or methods) are verymade to relate the isolation of genital mycoplasmas
expensive or unavailable in many developing from cases with some urogenital symptoms as
countries.The aim of this study therefore, was to  predictor for mycoplasmal colonization of the
1- adopt the simple and inexpensive method for thegenital tract of women.

Methodology

Study population :The population under study was amamgew attending the outpatient of obstetric and
gynecology department of Basrah General Hospitale Sdmples obtained consisted of women with genital
tract symptoms or signs (vaginal discharge, uretbaél during micturition, urethral discharge) . A tobél
(120) women were investigated during the period extendorg February to July of 2007, their ages ranged
from 15-54 years.

Collection of specimens:

Two swabs from urethra and the other from according to the MDCS . A sterile speculum was
endocervix were obtained from each women by aused . All swabs were transported to the laboratory
doctor, and each was inoculated onto a suitablewithin one hour for culture [3,24].
medium (the modified PPLO agar / broth)

Media for isolation and identification species of genital mycoplsmas (Applied according to
Marmion and Harris,1996):

1- Liquid medium (liquid-phase)
PPLO broth

70m|
Horse serum 20ml
Yeas't extract | 10ml
Thallium acetate 1 in 80 (w/v) 1ml
Penicillin (500.00 I li./ml) 0.2ml
Glucose solution 10% (w/v) 10ml
Cresol red 0.2% (w/v) 1mi
DNA 0.2 (w/v) | 1ml
K,HPO, 1.0 (mol/liter) oml
The final pH should be(7.8).
1-a. Base Mycoplasms (PPLO) broth.
1- Beef heart infusic 50gn
2- Pepjtone ' 10gm
3- Sodium chloride (NaCl)
5gm
2- Solid media(Solid-phase)
PPLO age 70mi|
Horse serum 20ml
Yeast extract 10mi
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Thallium acetate 1 in 80 (w/ 1ml
Penicillin (50000 I. U./ml) 0.2ml
Glucose 10% (w/v) 10ml
DNA 0.2 (w/v) Iml
K,HPO, 1.0 (mol/liter) 2ml

2-b. Base Mycoplasma (PPLO) agar

1- Beef heart infusic 50gn
2- Peptone 10gm
3- Sodium chloride (NacCl) 5gm

4- Agar 14gm

Cultivation and isolation of mycoplasmas (genital mycoplasmas) and othebacteria:

Urethral and endocervix swabs were taken fromM.fermentans, U.urealyticum and lipolytic ability
the women under study, then each specimen wady M.fermentans only [3,24] . Also, other same
directly inoculated into the liquid phase of the swabs (specimens) were obtained from the women
MDCS, mixed up well and then tilted once or twice under study for bacterial isolation other than
to cover the upper portion of the slant for a while mycoplasmas, then; each specimen (swab) was
prior to incubation [24] . All inoculated media were directly cultured by the streaking method onto
incubated aerobically at 37°@nd observed daily MacConkey and Blood agar then incubation after
for colour change from red to yellow in the liquid transported to the laboratory within (one) hour
phase after 24 hrs. Isolated colonies appeared aftdil,25]
that on the slanted solid phase. Sheep erythrocyteSests for identification of genital mycoplasmas
(7 %) and the suspension of egg-yolk (15 ml) were(species) were applied according to Bergey
added to the solid phase of the MDCS and standardnanual of determinative bacteriology (1994), as
PPLO agar to detect both ; blood haemolysis ofshown in Table (1).
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Results:

In table (2) the difference noted was significantvaginal discharge excepil.genitalium tends to be
for both mycoplasmal speciebl.fermentans and  frequently distributed in women complaining of
M.hominis with a higher percentage from the urethraurethral discharge followed by vaginal discharge and
region than endocervix region®640.96; p<0.01), itching. The total isolates identified as genital
(x°=16.00; p<0.01) respectively, whereas, mycoplasmas were 43 of 120 urethral and
U.urealyticum and M.genitalium were isolated in endocervix swabs, which correspond to 15.0 percent
higher percentage from the endocervix region thaudistributed in 18 cases as a single infection with
the urethra region with a significant differencegenital mycoplasmas and 20.8 percent in 25 cases as
(p<0.01) for only M.genitalium. In case of a mixed infection with other causative agents, as
M.penetrans the freedom degrees correspond to zerahown in Table (4).
therefore we cancalculate the %value (CNC). The Concerning figure (1) it showsl.urealyticum as a
relation between genital mycoplasmas and someingle causative agent in 7 cases and associated
urogenital complaints is shown in table (3). Awith M.hominisin 5 cases, which corresponds to 4.1
difference was found to be just significant for percent , whered&.genitalium was found as a single
M.hominis (x’=6.63; p<0.05) andM.penetrans causative agent in 3 cases and associated with
(x*=23.33; p<0.01) that evident, from the higher M.fermentans in 6 cases, with a rate of 5.0 percent.
isolation rates of these microbes which associateBigure (2) show<.coli as a single causative agent
with  women complaining of vaginal dischargein 5 cases and associated wHlfiaecalis in 3 cases,
followed by urethral discharge and itching, with a rate of 2.5 percent. WhilRaeruginosa was
generally, four mycoplasmal specidd:fermentans, found as a single causative agent in 4 cases and
U.urealyticum, M.hominis and M.penetrans tend to  associated withSepidermidis in 1 case, which
be frequently distributed in women complaining ofcorresponds to 0.8 percent.

Table (2): Association between genital mycoplasmas and souscef isolation

No. of tested women 120
Presumptive No. of isolates f isolati
. . (+ve) Sources of isolation
Species of genital mycoplasma
Urethra % Endocervix % X? P
Mycoplasma fermentans 11 9 81.8 2 18.1 | 40.96 | 0.01
M.genitalium 9 3 33.3 6 66.6 11 0.01
Ureaplasma urealyticum 12 5 41.6 7 58.3 | 2.56 NS
M.hominis 10 7 70 3 30 16 0.01
M .penetrans 1 1 100 0 0 CNC
Total 43
52
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Table (3): Association of genital mycoplasmas with some wenital complaints

No.and (%) of women +ve in
2 S g ) 2
Urogenital complaints | No.of tested women g = o c 8
o B = £ o
£ = 8 S o
o] ésn = < o
= 3 = s
= = )
Vaginal discharge 55 6(10.9) 4(7.2) 8(14.5) 7(12.7) 1(1.8)
ltching 25 1(4.0) 0 0 1(4.0) 0
Urethral discharge 40 4(10.0) 5(12.5) 4(10.0) 2(5.0) 0
Total 120 11 9 12 10 1
X2 3.44 1.8 1 6.633 23.33
P NS NS NS 0.05 0.01

Table (4):presence of genital mycoplasmas alone or in comjction with other bacteria

No . of tested women 120

Total of in conjunction with
genital Alone ) ) ) ) S ) .
mycoplasmas E.coli P.aeruginosa | K.pneumonia | E.faecalis | S.aureus | P.mirabilis | S.epidermidis
43 18 8 5 5 3 2 1 1
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M.genitalium
&
M.fermentans;
6(5.0)

Figure(1): Probably four species of genital mycoplasmas alore in association

P.aeruginosa &
S.epidermidis;
1(0.8)

E.coli, 5

P.aeruginosa,
4

E.coli
E.faecalis;
3(2.5)

Figure(2): Bacterial isolates (other than mycoplasmas) alonar in association

Discussion:

Mycoplasmas have been implicated as an soitis very difficult to know if they are the cause
etiological factor (as pathogens) of the human of the disease [28]. Various laboratory tests have
genitourinary tract [26]. Their isolation rates of been designed to diagnose mycoplasma infections
these microorganisms in the world are diverse [2,20-27,23-24,9]. The diagnostic value and
and controversial because these bacteria are applicability of any method depends on its
generally isolated together with other pathogens, simplicity, rapidity, reproducibility and cost
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thereupon, the method of monophasic-diphasic
culture setup MDCS was used in this recent
search for the rapid isolation and identification of

genital mycoplasmas from clinical specimens
[3,24].
Statistically the difference was significant

(P<0.01), in the isolation rates bf.fermentans
and M.hominis from the urethra region than
endocervix region, whereas botb.urealyticum
and M.genitalium  were isolated in higher
proportion from endocervix region than urethra
region with a significant difference (X2=11.00 ;
P<0.01) forM.genitalium Table (2). Grabeet al
(30) found a significant reduction in the sperm
counts and the mean percentage of progressive
sperm motility in theUreaplasma positive group.
And in the study of Friberg (29) the presence of
U.urealyticum was significantly higher in the
infertile group than in a group of pregnant
women. Also, Clausest al [31] found that the
mycoplasmas especialM.genitalium may be an
independent risk factor in the development of an
inflammatory process leading to the scarring of
the uterine tubes in women and thereby causing
infertility. Thereupon, the results of the present
search indicated that botiJ.urealyticum &
M.genitalium were recovered in higher proportion
rates from endocervix than urethra of infected
women, may be associated with inflammation
disease leading to infertility. Furthermore, in the
present study, it is evident that the highest
isolation rates ofM.fermentans, U.urealyticum,
M.hominis andM.penetrans were associated with
women complaining of vaginal discharge
followed by urethral discharge and itching with a
significant difference for bothM.hominis &
M.penetrans wheres, M.genitalium was isolated

in a higher rate from women complaining of
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