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Characterisation of Neisseria gonorrhoeae from
women with simultaneous infections at two sites
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SUMMARY Infection with two strains of Neisseria gonorrhoeae was found in paired cultures
from 8' 7% (6/69) of women who had infections of the cervix, rectum, or urethra. Paired
gonococcal cultures from each patient were characterised by auxotyping, susceptibility to four
antibiotics, and acrylamide gel electrophoresis patterns of the gonococcal cell proteins.

Introduction

Gonococci may be isolated simultaneously from
more than one site in women with gonorrhoea when
cultures are taken from the urethra, cervix, and
rectum. ' Rein et a12 studied women with gonococcal
infection of the rectum. In 40% of 3183 women
treated for gonorrhoea, rectal infection accompanied
cervical infection. Thirty-one per cent of women with
infection of both cervix and rectum harboured
different gonococcal strains on the basis of their
different antibiotic susceptibilities. From Rein's2
collection of gonococci six paired isolates with
different antibiotic susceptibilities also had different
gonococcal auxotypes as well as different acrylamide
gel electrophoresis patterns of the gonococcal cell
proteins.3 These results suggested that possibly one-
third of women with gonococcal infection of the
cervix and rectum were infected with more than one
strain of Neisseria gonorrhoeae.
The present study was designed to estimate the

frequency with which different gonococcal strains
were present at the same time in paired genitorectal
cultures of women with gonorrhoea. Paired cultures
were examined by means of gonococcal auxotyping,
susceptibility to four antibiotics, and patterns
produced by acrylamide gel electrophoresis of
solubilised gonococcal cell proteins.

Patients and methods

BACTERIAL ISOLATES
The isolates were taken from 69 women (45 white, 23
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black, 1 race unknown) with uncomplicated
gonorrhoea attending the Lexington-Fayette County
Health Department Venereal Disease Clinic. The
patients were selected because at one clinic visit
cultures giving positive results had been taken from
two of the following sites: cervix, rectum, or urethra.
The specimens were isolated on modified Thayer-
Martin medium and were identified by bacterial
morphology, Gram stain, oxidase reaction (1 %
solution of N, N-dimethyl-p-phenylenediamine
monohydrochloride), and the production of acid
with dextrose- but not maltose-, lactose-, sucrose-, or
fructose-containing media. GC medium base (Difco
Laboratories, Detroit, Michigan) with 1%o IsoVitalex
(Baltimore Biological Laboratory, Cockeysville,
Maryland) was used as the culture medium for the
study and for identification of the colonial
morphological types. These were identified by
observation of the bacterial colonies in indirect
light.4 Studies of the paired isolates were performed
on a single colonial type. Gonococcal isolates were
stored at - 70°C in tryptic soy broth (Difco)
containing 13%7o glycerol.

ANTIBIOTIC SUSCEPTIBILITY TESTS
Antibiotic susceptibility tests were performed using
the plate dilution technique.5 Reference micro-
organisms with known antibiotic susceptibilities were
included as controls in each test. The antibiotics
(purchased from the United States Pharmacopeial
Convention Inc., Bethesda, Maryland) were tested
by means of two-fold dilutions in agar (ampicillin
and penicillin 0' 007-2 l.g/ml, tetracycline 0' 09-25
pg/ml, and spectinomycin 0-39-100 pg/ml).
Antibiotic susceptibility results of paired isolates
were judged to be alike if the test results were within
two dilutions in the two isolates.
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GONOCOCCAL AUXOTYPING
Gonococcal auxotyping was performed by the
method of Catlin6 and Carifo and Catlin.7
Auxotyping was performed twice on each isolate and
gonococci of a known auxotype were included in
each test.

ACRYLAMIDE GEL ELECTROPHORESIS
Acrylamide gel electrophoresis of the cell proteins of
the gonococcal isolates was performed as previously
described.3 Overnight cultures of gonococci were
lyophilised, heated in lauryl sulphate with
2-mercaptoethanol, and the solubilised cell proteins
were subjected to alkaline sodium dodecyl sulphate
gel electrophoresis. The resulting electrophoresis
patterns were scanned with a spectrophotometer, and
the comparisons of the gel scans were made by
superimposing pairs of scans on a view box. The gel
patterns of the two scans were judged to be the same
if the configuration of the peaks coincided or if in
one of the two patterns a single additional peak was
present in the region corresponding to a protein with
an estimated molecular weight of 13 000.3

ANALYSIS OF RESULTS
Two gonococcal isolates were considered to be of the
same strain if they had the same auxotypes, antibiotic
susceptibility test results, and protein electrophoresis
patterns. If there were discrepancies in any one of
these results, the isolates were said to be of different
strains. Categorical data were analysed by the x2
method with Yates's correction.

Results

The number of cultures for gonococci giving a
positive result were taken from paired sites as

follows: cervix-rectum 41, cervix-urethra 25, urethra-
rectum 1, and cervix-rectum-urethra 2. The
auxotypes of the individual isolates were as follows:
Zero 58, Pro 41, Arg 10, Arg-Hyx-Ura 21, Arg-Orn
2, Pro-Arg-Hyx-Ura 2, Arg-Orn-Hyx-Ura 2, and
Pro-Arg 2. Gel electrophoresis was performed on all
but nine of the 69 pairs of gonococcal isolates. One
gonococcal strain was present in paired isolates from
63 of the 69 patients. Two gonococcal strains were
found in the paired isolates of six of the 69 patients.
The characterisation of the strains from these six
patients are shown in the Table. Different
gonococcal strains simultaneously infecting
genitorectal sites were found in 8-7% (2-15 4%,
95% confidence interval) of the patients. Infection
with more than one gonococcal strain was present in
9*7% (4/41) of the cervical-rectal pairs and 8%
(2/25) of the cervical-urethral pairs. This difference
was not significant when tested by the x2 method.
Comparisons of the protein electrophoresis patterns
were at variance with the auxotyping and the
antibiotic susceptibility results in only one of the
pairs in this study (patient 1, see Table). The two
isolates from this patient had the same protein
electrophoresis pattern despite differences in the
auxotypes and the antibiotic susceptibilities.

Discussion

Other investigators have detected infections with
more than one gonococcal strain in a single patient
by means of differences in gonococcal antigens,
gonococcal auxotypes, and the combination of
auxotyping and antibiotic susceptibility testing.8'0
The present study may be compared only with that of
Catlin and Pace,8 who used similar methods of

TABLE Results of auxotyping, gel electrophoresis, and antibiotic susceptibility tests of pairs of gonococci isolated
simultaneously from rectal and genital sites in six patients

Minimum inhibitory concentration (Ag/ml)

Patient No Site Code No Auxotype Gel scan Ampicillin Penicillin Spectinomycin Tetracycline

I Cervix 5223 Zero + 0 125 0 125 12*5 0.19
I Urethra 5224 Pro 0-03 0-007 1*56 0*09
2 Cervix 5945 Pro ND 0*03 1*0 6 25 0 19
2 Urethra 5938 Pro 030 0 50 12-5 0-19
3 Cervix 6559 Arg-Hyx-Ura ND NG NG 6-25 0*19
3 Rectum 6560 Zero 0 06 0 25 6-25 1*56
4 Cervix 6506 Zero - 0-125 0-125 3-12 0 39
4 Rectum 6508 Zero 0 03 0 03 NG NG
S Cervix 6418 Pro - 003 0 03 6-25 0 39
5 Rectum 6419 Pro NG 0-125 1-56 0-19
6 Cervix 6337 Pro - 0125 0-25 3*12 0 19
6 Rectum 6336 Pro 0-03 0*03 6-25 0.19

+ Agreement between pairs
- Disagreement between pairs
NG No growth
ND Not done
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characterising gonococci. They identified two
gonococcal strains in paired isolates of six (8 - 8%) of
68 women with infections of the cervix and rectum.
However, three of the six pairs reported as different
had identical auxotypes and the antibiotic
susceptibility test results of these pairs differed by
less than two dilutions. Thus, on the criteria of the
present study, only 4 4% (3/68) of the paired isolates
would have been different.

Selection of multiple colonies from the same
culture plate might identify more patients with infec-
tions with two or more gonococcal strains. Johnston
et a19 identified gonococci with two or more serotypes
in five patients by serotyping 15-20 bacterial colonies
from a single culture plate. However, this study did
not attempt to estimate the frequency of infection
with multiple serotypes. Short et al'0 examined the
auxotypes of eight gonococcal colonies picked from
single cultures of each of 40 patients. More than one
gonococcal auxotype was identified in 10 patients.
However, this finding may not be comparable with
that of the present study since they used a different
typing method from that of Catlin.6

Simultaneous infections with multiple types of a
single species of a Gram-negative organism are not
limited to gonococcal infections. Three or four
strains of Escherichia coli may be present in the stool
specimens of healthy individuals."I Different E coli
serotypes were also found in 20Vo of paired urine and
faecal cultures from 98 patients with urinary tract
infections.'2 Similarly, 171o of 75 patients with
Salmonella infections of the intestine had multiple
serotypes in their stool cultures.'3
Although gonococcal infection of the urethra or

rectum in women may possibly result from contact
with infected vaginal secretions, infection with two
or more gonococcal strains may be the result of
vaginal or rectal intercourse with two or more
infected sexual partners or both. Rectal intercourse
was previously reported by 6 2% (10/161) of women
attending the clinic of the present study. 14
Unfortunately, neither this study nor previous
studies have detailed epidemiological data on the
number or nature of sexual contacts. Thus,
variations between the results of the studies
mentioned above and those of the present study may
reflect the frequency of sexual contact of women
patients with different infected partners. Studies of
gonorrhoea in women prostitutes or studies which
examine a larger number of culture samples from
each patient might indicate a higher percentage of
patients infected with several gonococcal strains.
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