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before repeated administration, or at least serum sampling before
operation, to enable serological examination later.
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Life-threatening reaction after viper bite:
detection of venom-specific IgE by dot assay

SIR,—The only potentially dangerous snake in Western Europe
1s the viper, Vipera aspis.! Allergic and anaphylactic reactions have
been reported.>> We report a near fatal reaction, which was at least
partly IgE mediated, to a viper bite.

A 41-year-old man with no history of atopy had been bitten by a
viper 2 years previously without systemic reaction. While hiking in
the Alps, he was bitten a second time and lost consciousness for 10
min. On admission 2 h later he had abdominal pain, dyspnoea,
cyanosis, urticaria, swelling of the face, and laryngeal oedema.
Systolic blood pressure was 90 mm Hg. Despite rapid treatment
with plasma expanders, intravenous adrenaline, and steroids he had
to be intubated. Shock followed with haematemesis, rectal bleeding,
haematuria, diffuse intravascular coagulation, and non-cardiac
pulmonary oedema that required mechanical ventilation for 9 days.
His bleeding was only controlled after 3 days of heparin and
75 ml specific anti-viper horse serum (Berna, Switzerland).

To determine whether the reaction was toxic or allergic, we
developed a dot assay for anti-venom IgE. Serum was obtained at
the start of the horse serum therapy (day 1), on day 7, and 9 months
later (day 259). Serum from a female patient who had been bitten
several times without reaction was used as a negative control. Crude
venom from live V aspis and V ammodyres was obtained and kept at
—80°C. 1 pl undiluted venom and 1/10, 1/30, and 1/60 dilutions in
“tris”’-buffered solution (TBS) were dotted on a nitrocellulose
(NC) membrane (Millipore, 045 pm). The membrane was
air-dried for 1 h at room temperarure and blocked with 5% milk in
TBS. NC strips were incubated overnight at room temperature
with the test serum diluted 1/10 in TBS. The strips were washed
five times with buffer and *?5] anti-IgE (Pharmacia) was added for 2
h at 125 000 counts per minute. The strips were washed five times,
air dried, and autoradiographed for 10 days.

To detect horse IgG in the patent’s serum an
enzymoimmunodot assay was used. The first step was the same as
for the radioimmunodot assay (with venom diluted 1 1,1 10,1°100,
1/1000). After overnight incubation, the NC strips were incubated
for 2 h at room temperature with ant-horse rabbit IgG (Dako Z
309) diluted 11000 in 5% milk. Biotnylated anti-human IgE
(Milan Analytica) at 1 500 in 5% milk was used to confirm the
radioimmunodot assay. The strips were washed, incubated for 1 h
with avidine alkaline phosphatase /1 1000 in NaHCO,), washed

again with buffer, and incubated for 30 min in the dark in nitro blue
tetrazolium and 5-bromo-4-chloro-3-indolyl phosphate. The
reaction was stopped with “tris”-edetic acid.

Specific IgE against V aspis but not against 1" ammodyzes venom
was detected in our patient’s serum on day 1, 7, and 259 by the
radioimmunodot assay. No IgE against the venoms of both snakes
could be detected in control serum. With the enzymoimmunodot
assay specific IgE was weakly detected on days 1 and 7 whereas on
day 259 the reaction was strong. Detection on day 1 was probably
inhibited by horse IgG in the patient’s serumn; horse anti-venom
IgG was detected on days 1 and 7 but not on day 259.

Our patient probably had an anaphylactic reaction after a second
bite by I aspes. Specific IgE against this venom did not crossreact
with that of V" ammodytes, a related species. Our assay had good
specificity (other controls included serum from cord blood and from
subjects not exposed to V aspis). The later clinical manifestations of
the patient cannot all be attributed to an IgE-mediated reaction and

were probably toxic, although coagulation defects have been
described in anaphylaxis.®

We thank Mr Michel Guillod, Lausanne Vivarium, for providing
live-snake crude venom.
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PSA-con-A binding ratio in benign prostate
hyperplasia and prostate cancer

SiR,—Dr Marrink and colleagues (March 7, p 619) report
prostate-specific antigen (PSA) binding ratios to concanavalin A
(con A) sepharose in benign prostate hyperplasia and prostate
cancer. Serum samples were incubated with con-A sepharose
(Pharmacia), and the concentration of non-binding PSA was
measured in the supernatant after centrifugation, as others have
done.*? Marrink et al find no striking difference in glycosylation
pattern of PSA in both conditions and conclude that the
PSA-con-A binding ratio cannot be used to distinguish between
these prostate lesions. However, the con-A sepharose was dried in
air and subsequently reswollen, which is contrary to manufacturer’s
recommendations for both optimum sepharose swelling capacity
and lectin-binding performance. Moreover, part of their argumnent
is based on the results of varying the con-A concentration (i
amount of con A) during incubation with the serum samples. In the
experiments described, fixed serum volumes (500 ul) seem to be
incubated with swollen con-A sepharose gel, corresponding to 25,
75, 150, and 400 mg dry material, thus giving 5, 15, 30, and 80%
weight/volume, respectively. However, a meaningless weight to
volume unit is used, being the amount of dry con A divided by the
serum volume, which is much higher than the true con-A
concentration in the experiments. A striking correlation between
the amount of con A present during incubation and the con-A
binding ratio—defined as PSA after incubation divided by PSA
in serum, X% 100%—is found. In our view, this correlation is
largely attributable to the ditution of PSA-containing serum with
buffer bound in the con-A sepharose gel. Incubation with swollen
400 mg dry con-A sepharose would be much more dilute than an
incubation with swollen 25 mg dry material, which is not corrected
for.

To demonstrate the dilution effect we incubated 0-5 ml serum
samples with varying amounts (0-15, 0-3, 06, 1-2, 2-4 mb of



