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A 20-year-old woman was admitted to hospital on April 29,1986,
having been found collapsed at home. She had had her spleen
removed for congenital spherocytosis when she was 221 years old.
She was allergic to penicillin. The day before admission she had
been feverish and confused with an influenza-like illness; she had
seen a doctor and had taken aspirin. In hospital the next day, she was
unconscious with a temperature of 39&deg;C, pulse 144/min, blood
pressure 120/90 mm Hg, and severe peripheral cyanosis. She was
hyperventilating, had neck stiffness, and her pupils were unreactive
to light. Her CSF grew Strep pneumoniae. In the intensive care unit
she required artificial ventilation and she was treated with
cefotaxime and chloramphenicol. Progressive respiratory, renal,
and circulatory failure developed with thrombocytopenia and poor
peripheral microcirculation. Despite intensive supportive
treatment with steroids, inotropic drugs, epoprostenol to improve
the peripheral blood flow, and haemofiltration to maintain fluid
balance, she became decerebrate and died on the fifth day.
Necropsy revealed ischaemic toes, softened brairi, pale
myocardium, congested adrenals, autolysing liver, large swollen
kidneys, and airless lungs with a septic infarction in one lobe.
The risk of serious infection after splenectomy in otherwise

healthy adults is low (3-3 per 100 person-years) and that of
overwhelming sepsis even lower. The risk of infection is greatest in
the first year after splenectomy but overwhelming infection can
occur many years after splenectomy and is often fatal.4
Pneumococcal vaccine and penicillin prophylaxis might have

prevented these two illnesses, but they are not always effective nor
always practicable in the long term.4 However, both these patients
had felt ill for more than 24 h before their infections became
fulminant, and earlier treatment with antibiotics might have
prevented these disastrous illnesses.
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OCULAR COWPOX

SIR,-We report a case of human cowpox infection that illustrates
some of the diagnostic difficulties mentioned in your Sept 20
editorial.
A 28-year-old veterinary surgeon attended his general

practitioner with a 6-day history of an ulcerating nodule on his right
lower eyelid and unilateral conjunctivitis. He recalled no recent
injury, and after a swab had been taken for bacteriological
examination he was treated with topical chloramphenicol,
tetracycline, and oral erythromycin. After 3 days the conjunctivitis
had not resolved and cervical lymphadenopathy had developed. He
was therefore asked to visit the microbiologist in the local hospital so
that more specimens could be taken.
The initial and subsequent swabs revealed no evidence of a

bacterial infection, and Chlamydia trachomatis was not detected by
immunofluorescence. A swab was placed in virus transport medium
and sent for culture to the department of virology, John Radcliffe
Hospital, Oxford. The patient gave no history of lesions suggestive
of Herpes simplex virus (HSV) infection, and since he played rugby
football (in the scrum) he was referred to the Oxford Eye Hospital,
in view of the possibility of primary herpetic infection.
Ophthalmic examination revealed a necrotic ulcerated area at the

lower lid margin with scab formation and unilateral right follicular
conjunctivitis. The follicles were present on the lower palpebral
conjunctiva. There was also superficial keratitis in the form of
microdendritic figures, but no uveitis. Striking preauricular and
deep cervical lymphadenopathy were noted on the right side. The
provisional diagnosis was primary ocular HSV infection. Further
viral swabs were taken and topical acyclovir was prescribed. 3 days

later the comeal lesions had resolved and the necrotic lower lid
lesion was slowly healing.
4 days after inoculation, the initial viral cultures were reported as

exhibiting a cytopathic effect, subsequently shown by electron-
microscopy and egg inoculation to be due to cowpox virus. It was
suggested that topical idoxuridine could prove beneficial since this
has been used for treatment of ocular vaccinia,l but the patient
refused further treatment. The conjunctivitis and eyelid lesion
slowly resolved over the next few weeks although cervical
lymphadenopathy was still present 10 weeks after first symptoms.
At that time a full-thickness scar remained at the lid margin and
some inferior palpebral follicles were still present. 

’

The patient always felt well during his illness and had no lesions
other than ocular. He has a mixed veterinary practice but could
recall no recent contact with animals exhibiting any signs of cowpox
infection. He had never received immunisation against smallpox.
Despite the patient’s occupation, cowpox infection was not

suspected at first and has been described only rarely.z3 It could have
gone undiagnosed had the lesion occurred at a site other than the eye
or had the virus not been isolated in culture.

Skin and eye lesions with a possible viral origin should ideally be
investigated by both electronmicroscopy and virus culture, but this
is not always practicable. However, unlike the viruses responsible
for orf and milker’s nodes, which require specialised cell lines for
culture, the cowpox virus may grow in cell lines used in routine
diagnostic laboratories. A heightened awareness of the possibility of
cowpox infection, together with the use of routine virological
techniques, will help to determine the clinical features of human
cowpox infection and improve our knowledge of the variety and
origin of the strains involved.
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GAMETE INTRAFALLOPIAN TRANSFER IN A
NON-IVF UNIT

SIR,-We were impressed by the achievement of a pregnancy
following gamete intrafallopian transfer (GIFT) by Dr Pavlou and
Dr Pampiglione (Nov 15, p 1152) using a portable laboratory in the
setting of a non-specialist unit. However, we have some

reservations.
This system can work well, but readers should not assume that

the GIFT procedure is simple and robust. Indeed, as stated by
Pavlou and Pampiglione, ovarian stimulation, timing of oocyte
collection, and laparoscopy must be done by skilled personnel. Also,
the laboratory needs standards equivalent to that of an in vitro
fertilisation (IVF) unit, in terms of the quality of culture medium
used and the techniques of gamete handling.

Clinicians thinking of trying GIFT in a non-IVF unit must also
consider other aspects. The infertile couple must be investigated
thoroughly to identify any factors contributing to the infertility.
Underlying disorders such as antispermatozoal antibodies in either
the male’ or female2 partner or severe oligospexmia3 may impair
fertilisation and require that fertilisation be confirmed in vitro using
either conventional IVF and embryo transfer (ET) or pronuclear
stage transfer (PROST).’ Secondly, the surgeon may unexpectedly
fail to cannulate the fallopian tube. This has happened in 11/276
(4%) treatment cycles at PIVET Medical Centre and all cases have
reverted to IVF-ET, two pregnancies being achieved. However, in
the absence of IVF-ET as a therapeutic option, consideration
should be given before the GIFT attempt as to whether a further
effort to cannulate the tube should be made via laparotomy or
whether the gametes should be disposed of and the treatment cycle
abandoned. Thirdly, the fate for supernumerary oocytes in a GIFT
cycle needs to be delineated before the treatment. Pavlou and
Pampiglione fertilised the remaining oocytes and froze the embryos
but this required the services of an IVF unit.
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Therefore, whilst we would endorse the use of a portable
laboratory travelling to peripheral operating theatres to achieve
GIFT pregnancies, certain requirements must be met. These
include thorough investigation of couples, the support of an
experienced IVF laboratory, and a contingency plan agreed with the
patients should tubal cannulation not prove possible.
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DISAPPOINTING RESULTS WITH DIRECT
INTRAPERITONEAL INSEMINATION

SIR,-Our experience with intraperitoneal insemination (DIPI)
is less encouraging than that of Forrler and colleagues.’ We have
tried this technique in ten couples with unexplained infertility who
had been trying to conceive for more than 3 years (range 3,5-10
years). The women were all less than 35 years of age, had good
evidence of ovulation, and had had a laparoscopy within the
previous 2 years showing a normal pelvis with no evidence of
endometriosis and with bilateral patent fallopian tubes. The men
had normal sperm counts (WHO criteria). Tray agglutination
testing for antisperm antibodies in serum was negative for all men
and women. Post-coital tests had been positive in seven of the
women, the other three women consistently having scanty mucus
with only the occasional motile sperm.

Ovulation induction was with clomiphene citrate 100 mg on days
2-6 and human menopausal gonadotropin (hMG) one ampoule
daily from day 4 until at least one follicle of greater than 16 mm
mean diameter was seen on ultrasound scanning. Human chorionic
gonadotropin (hCG) 5000 was then administered. DIPI was
performed 37-43 h later. Sexual intercourse was probibited for 2
days before and 4 days after hCG. DIPI was done under
transabdominal transvesical ultrasound guidance, using sperm
samples prepared by the conventional in vitro fertilisation (IVF)
"swim up" technique.
We can report only one pregnancy-a singleton intrauterine

pregnancy in a patient who had not conceived with two attempts at
IVF.
Using the couples who had not conceived at the first attempt we

then repeated the procedure, with three modifications. The hCG
was increased to 10 000 IU. Ultrasonography via a vaginal probe
had become available, and this allowed easier and more accurate
visualisation of the pouch of Douglas and enabled us to be confident
that we were inseminating into the pouch of Douglas. We also asked
the women to come back 24 h after DIPI for culdocentesis, again
under vaginal ultrasound guidance, and we examined the peritoneal
fluid for motile sperm. This enabled us to do a sperm retrieval test
(SRT) as an outpatient procedure. Six women were seen of the
original ten; three had opted to try IVF and the other had conceived.
The SRT was positive in three women but there were no further
pregnancies.
Our figures do not lead us to the optimism of Forrler et al but

world experience of this technique is still small. Matsuura et all have
reported 843% positive SRTs at laparoscopy following
intrauterine insemination of 600 infertile women. These women
were followed up: there were no pregnancies in the group with a
negative SRT and a 25% success rate in those with a positive SRT.
The SRT may become a useful prognostic test, especially now that
it can be done simply and speedily as an outpatient procedure using
vaginal ultrasound scanning.
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HAIR ROOT DNA: A SOURCE OF CONSTITUTIONAL
DNA IN LEUKAEMIA

SiR,&mdash;The diagnosis and classification of leukaemia is being
increasingly helped by analysis of DNA from peripheral blood
leucocytes.’ When such DNA samples are investigated by gene
mapping an abnormal pattern of bands may be observed resulting
from a variety of genetic mechanisms. These abnormalities are often
taken to be specific to the leukaemia, although occasionally changes

Autoradiograph of DNA digested withBglH and hybridised with JH
probe.
A = hair root DNA. B = peripheral blood DNA. Band sizes are shown in

kilobases. 3-8 kb band is germline band; 36 and 26 kb bands are abnormal
bands due to Ig rearrangements.
in the constitutional DNA due, for example, to restriction fragment
length polymorphisms may cause confusion.3 In certain
circumstances, such as the discovery of a novel oncogene mutation,
it is important to prove that the genetic change results from a
somatic mutation and that it is not present in the constitutional
DNA.

In patients with leukaemia, peripheral blood cannot be used as a
source of constitutional DNA and even the preparation of particular
cell fractions will not help unless the progenitor cells involved in the
leukaemia are known with certainty.’ We have found that hair root
DNA can be used as a source of true constitutional DNA. About
forty hairs are removed and the roots are placed in an Eppendorf
tube and digested overnight in an SDS/proteinase K/dithiothreitol
(DTT) mixture.5 The yield of DNA is about 5 ug. The feasibility of
this approach is illustrated in the following case.
DNA was extracted from the peripheral blood of a patient with

chronic lymphatic leukaemia (white cell count 40 x 109/1, 90%
lymphocytes) and from the hair roots. 5 jig peripheral blood DNA
and 5 ug hair root DNA (6 ug was obtained) were digested with
BglII, Southern blotted, and hybridised with the JH
inmunoglobulin (Ig) gene probed The peripheral blood DNA
(track B) shows three bands-a faint germline band (3-8 kb) derived
from the small percentage of cells not involved in the leukaemia and
two abnormal bands (2-6 and 3-6 kb) representing the two
rearranged alleles at the JH locus. The hair root DNA shows a single
germline band with no trace of the rearranged bands.
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