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Comments regarding ‘Assessment of histamine-releas-
ing activity of sera from patients with chronic urticaria
showing positive autologous skin test on human
basophils and mast cells’ by Asero et al. A. P. Kaplan

The article by Asero et al. is the first to try to compare an
in vivo assay employing a skin test with in vitromethods for the
diagnosis of chronic autoimmune urticaria. They emphasize
the variability one finds, depending on the source of basophils
and mast cells employed, and demonstrate that sera that give
strongly positive skin tests may yield much lower percentage
of positives when any one source of basophils or mast cells is
employed. But, there was 95% positivity observed if one uses
a panel of cells and considers a ‘positive’ if there is significant
histamine release in any one of them.
Although I am in general agreement with these data, the

conclusions are misleading. The authors selected 93 strongly
positive patients by skin tests, while the other 141 weakly
positive subjects are not included in the analysis, and no
statistical methods are employed. These 141 other positives
were the ones where we have questioned the utility and
specificity of the skin test and agree that strongly positive tests
are probably reliable [1]. The skin test is considered positive if
the serum sample exceeds the control by 1.5mm; a very small
measurement. The control, however, is saline, whereas the
proper control is a normal serum. When blood is clotted
bradykinin is generated, and some proteolysis of C5 occurs so
that C5a is released. These vasodilators plus the irritant effect
of serum vs. saline can yield positives that may not be
meaningful. Furthermore, the strongly positive 93 sera
employed in these studies were used as the standard, i.e. set
at 100% specificity for autoimmunity, so that any in vitro
method could only equal this if perfect correlation is seen, and
a lesser degree of correlation is of course likely, and was
found. Most laboratories employing basophils choose a
source from atopic subjects, and the cells can be primed with
IL-3 to increase sensitivity [2]. A positive is set at greater than
15% histamine release, rather than 5% (when saline is used)
to screen out non-specific effects. When selected donors of
this sort are used there may not only be a strong correlation
with sera that are clearly positive by skin test, but may
discriminate between skin tests that are weakly positive
because the antibody is present, from those in which a non-
specific skin reaction is obtained. When in vivo methods are
employed, it is the donor cells, not the sera, that need to be
selected carefully. It is my contention that the basophil release
assay done optimally is more quantitative, more sensitive
(range 15–100% release) and more specific than the
autologous skin test, and that only strongly positive skin

tests reliably distinguish chronic autoimmune urticaria from
chronic idiopathic urticaria.
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Comments regarding ‘Assessment of histamine-releas-
ing activity of sera from patients with chronic urticaria
showing positive autologous skin test on human
basophils and mast cells’ by Asero et al. M. Ferrer

Each new contribution to the understanding of the aetiology
of chronic urticaria is important and the article by Asero et al.
is of considerable interest. I would, however, like to point out
some methodological issues.
The authors based their conclusions on the ability to induce

histamine release in basophils and mast cells employing
selected sera from patients with chronic urticaria, all of which
induced a strong autologous serum skin test (ASST). A
subgroup of 93 patients from a total of 487 was studied and
an additional 141 were ASST positive that were not included.
It would have been more appropriate to perform the in vitro
analysis on all the patients and compare the two methods
using appropriate statistics. A healthy control group [1] is
important since a true negative ASST control (skin test
performed with normal sera) cannot be carried out for ethical
reasons. ASST is a technique that has variability depending
on the performer [2] and there is also considerable variation
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among different mast cell and basophil donors [3–6]. Such
variability could have been addressed from data derived from
a healthy control group as well as basophils and mast cells
responses of patients with weakly positive ASST. The authors
do not explain why 5% was taken as the level to define
positive histamine-releasing sera and they choose a different
level of positivity for the mast cell studies because of ‘high
variability of different normal sera’. Here a control group was
apparently utilized but those data were not included. Finally,
no statistical methods and more than two-thirds of the ASST-
positive subjects were excluded.
Thus, while some useful comparative data are obtained

using strongly positive ASST sera as the standard, a real
comparison of the two methods was not attempted.
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Response by authors: Assessment of histamine-releas-
ing activity of sera from patients with chronic urticaria
showing positive autologous skin test on human
basophils and mast cells. R. Asero and A. Tedeschi

Dr Kaplan’s and Dr Ferrer’s letters raise a number of
interesting issues. The following considerations reply to
comments made in both letters.

Autologous serum skin test

We certainly agree that the utility and specificity of the
autologous serum skin test (ASST) may be questioned in
patients showing weak skin responses. We also agree that
considering the ASST positive if the weal exceeds by 1.5mm,
the saline control is probably a small measurement although
this cut-off has been clearly established by authoritative
authors [1]. Our study stemmed from previous observations
that sera from patients showing an unequivocally positive
response on ASST are frequently not able to induce histamine
release (HR) from basophils in vitro [2, 3]. Thus, as we clearly
declared at the end of the introduction section, our aim was to
assess whether such ‘low sensitivity’ of in vitro assays could be
overcome by the use of both basophils and mast cells from
different donors. To this end there was a need to select
patients showing a strong reactivity on ASST; the weal
induced by the intradermal injection of autologous serum
exceeded 10mm in all our patients, with an evident flare. We
can conclude that the study confirmed our hypothesis: sera
from nearly all these patients were finally found to release
histamine from basophils and/or mast cells in vitro.
We agree that bradykinin as well as C5a may be generated

during the clotting process; nonetheless, in our hands, ASST
has always shown excellent specificity: in a previous study [3]
0/20 atopic subjects with chronic urticaria showed a positive
ASST, and no skin reactivity has been observed so far by Dr
Tedeschi in a number of normal subjects during recent,
further investigations (unpublished). Further, in a recent
paper Sabroe et al. found that ASST was positive only in 1/40
normal subjects [4]. Finally, we have carried out ASST in
about 1000 patients so far, and the intradermal injection of
saline induced some weal-and-flare reaction only in very few
patients with severe dermographism.
About the use of a positive ASST as a ‘gold standard’ for

the detection of auto-reactivity, we agree that this might be
somewhat questionable; however, the same holds true also for
in vitro HR assays (HRAs) as a number of patients negative
on HRA show a markedly positive ASST. In view of recent
studies showing that patients with autoimmune chronic
urticaria have a more severe disease than patients with
idiopathic chronic urticaria, we think that the ASST remains
the only easily accessible diagnostic tool in normal clinical
settings.
It is possible that a proper control for ASST is normal

serum, but this cannot be used for ethical reasons.

In vitro assays

As far as we know, priming basophils with IL-3 enhances HR
but does not change the sensitivity of the assay (in fact the
cut-off must be set at 15% rather than at 5%). Moreover, it
has been shown that IL-3 per se may induce HR from human
basophils from atopic subjects [5, 6], which may add a further
confounding factor to the picture.
We agree that in vitro assays may be helpful in discriminat-

ing between skin tests that are weakly positive but, as
observed before, this was not the aim of the study and
patients showing weak skin responses were not included.
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As to the sensitivity of in vitro tests, the fact remains that
sera from only a proportion of patients strongly positive on
ASST induce HR in vitro if cells from a single donor are used
and this clearly represents a further obstacle to the routine use
of these assays.
We used a 5% cut-off for basophil assays because HR

12 SD induced by a large number of normal sera did not
exceed this level. Similarly, the cut-off in mast cell experi-
ments was set on the basis of the results of HR12 SD induced
by normal sera as clearly stated in the Methods section of our
paper.
In conclusion, perhaps Dr Kaplan’s and Dr Ferrer’s

criticisms of our paper stem from a misinterpretation of the
aim of our study.
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