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Evaluation of eight antibody tests and one antigen test for
the diagnosis of invasive aspergillosis

Validierung von acht Antikérper-Nachweisen und einem Antigen-

Nachweis zur Diagnose der invasiven Aspergillose
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Summary. Eight Aspergillus antibody detection
assays — three indirect haemagglutination assays
(IHA-LD, IHA-Roche, IHA-Fumouze), three
enzyme immunoassays (EIA-IgG, EIA-IgM, EIA-
IgA, DDV) and two complement fixation tests
(CF-metabolic and CF-somatic, Virion — and one
latex agglutination test (LAT) for Aspergillus galac-
tomannan antigen detection (Sanofi Pasteur) werc
evaluated in 14 patients with proven invasive
aspergillosis (a total of 47 serum samples and one
cerebrospinal fluid sample) and in 68 selected
control individuals (one selected serum sample
each). For the antibody tests, sensitivity ranged
from 14% to 36% and specificity from 72% to
99%. The antigen detection test had a sensitivity
of 36% and a specificity of 100%. Currently
commercially available antibody detection assays
for the serodiagnosis of invasive aspergillosis are
inadequate. The antigen detection test appears to
be highly specific, but lacks sufficient sensitivity.

Zusammenfassung. Acht Aspergillus-Antikor-
pernachweis-Systeme, namlich drei  indirekte
Himagglutinationsteste (IHA-LD, IHA-Roche,
IHA-Fumouze), drci Enzymimmunassays (EIA-
IgG, EIA-IgM, EIA-IgA, DDV) und zwei
Komplementbindungsreaktionen  (CF-metabolic
und CF-somatic, Virion) sowie ein Latex-
Agglutinationstest zum Nachweis von dspergillus-
Galaktomannan-Antigen (Sanofi-Pastcur) wurden
an insgesamt 14 Fillen bewiesener invasiver
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Aspergillose (47 Serumproben und ein Liquor)
und einer Kontrollgruppe von 68 Probanden (je
cine Serumprobe) bewertet. Bei diesen Antikorper-
Nachsveisen lag die Sensitivitit zwischen 14% und
36% und die Spezifitit zwischen 72% und 99%.
Der Antigen-Nachuwelis zeigte eine Sensitivitéit von
36% und eine Spezifitit von 100%. Die derzcit
erhiltlichen  Antikérpernachweis-Systeme  zur
Serodiagnose der invasiven Aspergillose sind
unbefriedigend. Der  Antigennachweis  ist
hochspezifisch, doch ist auch seine Sensitivitit
unzureichend.

.

Introduction

Invasive pulmonary or disseminated aspergillosis
has a high mortality among patients with neutro-
penia or meutrophil dysfunction. Successful
therapeutic strategies require an early definitive
diagnosis, which is difficult to obtain. Effective
serodiagnostic tests for invasive aspergillosis are
needed [1-4].

Currently, a diverse panel of assay formats is in
usc worldwide. However, there is no national or
international agreement on the validity of individ-
ual tests. General statements on insufficient anti-
body production in immunocompromised hosts
prevail in the medical literature [5]. Antibody
detection has been studied in patients suffering
from allergic bronchopulmonary aspergillosis
(ABPA) and aspergilloma, but only rarely in
patients with invasive aspergillosis [ 1, 6-8]. Several
previous studies (1) lack proven cases of invasive
aspergillosis, (2) include fewer than 10 proven
cases of invasive aspergillosis or (3) do not include
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details of proven cases of invasive aspergillosis [1,
5, 9-12]. Patients recovering from recent open
heart surgery and patients with multiple myeloma
are prone to false-positive reactions in many anti-
body tests and have never been specifically
included in such studies.

Thus, in this investigation, we provide detailed
background information on 14 patients with
proven aspergillosis with several serum samples
each. In addition, selected control individuals
include the clinically most relevant high-risk
groups (e.g. bone marrow transplant recipients) as
well as immunized patients (c.g. patients with
cystic fibrosis). The aim of this study was to
evaluate nine commercially available immuno-
assays — three haemagglutination tests, three
enzyme immunoassays and two complement fix-
ation tests — for the detection of circulating anti-
bodies and one latex agglutination test for the
detection of Aspergillus galactomannan antigen

(Table 1).

Patients and methods

Fourteen patients with proven invasive asper-
gillosis, providing a total of 47 serum samples and

.one cerebrospinal fluid sample, were diagnosed in

the area of Heidelberg, Germany, during 1990-93.
In 11 cases the diagnosis was confirmed histopa-
thologically by biopsy or autopsy. In 8 of these 11
cases the diagnosis was confirmed microbio-
logically, but in three cases fusariosis or pseudalles-
cheriosis could not be excluded. In one case the
diagnosis was confirmed by two independent blood
cultures with growth of Aspergillus_fumigatus. In two
cases stringent histopathological or microbiological
criteria for invasive aspergillosis were not met,
although radiological findings, therapy response
and further clinical data strongly suggested invas-
ive aspergillosis (Table 2).

Controls included one selected serum sample
from each of 68 individuals without evidence of
aspergillosis, as follows: students and staff members
(n=15), patients with lcukaemia or lymphoma
(n=20), patients with multiple myeloma (n=3),

patients after open heart surgery (n=10), patients -

with cystic fibrosis (2=8) and patients with deep
mycoses other than aspergillosis (n=12) (Table 3).
Serum samples were either tested within 24 h after
separation from the clot or kept at —20 °C before
being tested. Several serum samples were available
from each of the control individuals. Selection
criteria for the one sample used for this evaluation
included: (1) for the students and staff members —
the sample with the largest volume; (2) for the
patients with leukaemia, lymphoma and multiple

myeloma — the first of samples drawn weekly
under empiric intravenous antimycotic chemo-
therapy (amphotericin B, flucytosine, fluconazole,
itraconazole, liposomal amphotericin B and/or
combinations thercof) for fever of unknown origin;
(3) for the patients with open heart surgery — a
sample drawn 1-3 days after surgery, which is the
period during which haemagglutination assays are
prone to false-positive results; (4) for patients with
cystic fibrosis — the sample with the largest volume;
(5) for patients with deep mycoses other than
aspergillosis — a sample drawn 2-4 weeks after
onset of disease. Eight antibody detection assays
(Tables 1 and 4) were performed according to the
recommendations of the manufacturers.

The latex agglutination test from Sanofi Pasteur
(Pastorex®) was used for Aspergillus galactomannan
antigen detection and performed according to the
recommendations of the manufacturer.

Sensitivity and specificity were calculated as
follows:

Sensitivity (%)=a/(a+b) x 100
Specificity (%)=d/(c+d) x 100

where a is the number of patients with invasive
aspergillosis and a positive test, b is the number of
patients with aspergillosis and a negative test, ¢ is
the number of controls with a positive test and 4
is the number of controls with a negative test.
Each serum sample was tested with each assay
once or up to three times, if there was sufficient
sample volume available. If tests were repeated,
results varied. by one titre step at maximum. In
these cases, the median titres of replicate examin-
ations were evaluated. Positive and negative con-
trol sera included in each kit were tested with each
experiment and yiclded the specified results. Values
above the cut-offs indicated by the manufacturers
(Table 1) were designated positive.

Results

The technical performance of all tests was simple
and appropriate for a routine clinical laboratory.
The required time ranged from 15 min (LAT) to
20 h (GF-somatic/metabolic). The cost per tested
serum sample was by far the lowest for the CF
tests. The LAT and the IHA from Fumouze were
particularly expensive (Table 1).

The general characteristics of the 14 patients
are presented in Table 2, and the histopathological
proof of invasive aspergillosis is documented for
10 of the 14 patients in Fig. 1. Underlying diseases/
conditions include haematological malignancies
(n=9), heart transplantation (n=1), liver trans-
plantation (n=1), cystic fibrosis (n=1), AIDS
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Table 3. Frequency of false-positive Aspergillus scrodiagnostic tests in selected control groups

Control group Total No.of Average age No. of false-positive  No. of false-positive test results/
no. males  in years individuals* total number of tests (%)
(range) (%)
Antibody tests  Antigen test
(n=8) (LAT)
Students and staff members 15 6 26 (21-34) 6 (10.0) 9/120 (7.5) 0/15 (0.0)
Leukaemia or lymphomat 20 12 33 (22-16 0(0.0) 0/160 (0.0) 0/20 (0.0)
Immunocytoma 3 1 40 (28-48) 2 (66.7) 11/24 (45.8) 0/3(0.0)
Cardiac surgery} 10 8 58 (19-83) 9 (90.0) 26/80 (32.5) 0/10 (0.0)
Cystic fibrosis 8 4 16 (5-30) 7 (87.5) 23/64 (35.9) ND
Deep mycoses other than aspergillosis§ 12 6 41 (7-83) 3 (25.0) 8/96 (8.3) 0/12 (0.0)
Total controls 68 37 35 (5-83) 27 (39.7) 77/5+44 (14.2)  0/60 (0.0)

lymphoma (n=6) and non-Hodgkin’s lymphoma (n=10).

LAT, latex agglutination test; ND, not done.

* One sclected serum sample each. Individuals were considered false positive if at least one test (of nine) was positive.
t Bone marrow transplant recipients for acute lymphocytic leukaemia (n=1), acute myelogenous leukaemia (n=3), Hodgkin’s

+ Coronary bypass (n=6), atrial septum defect (n=2), valve replacement (z=1), pericardiotomy (n=1).
§ Candidosis (n=9), cryptococcosis (n=2) and zygomycosis (n=1).

(n=1) and testicular carcinoma (n=1). Actio-
logical agents include Aspergillus fumigatus (n=6),
Aspergillus terreus (n=1), Aspergillus fumigatus plus
Aspergillus terreus (n=1) and Aspergillus niger (n=1).
It is, however, essential for the understanding and
correct interpretation of the test results to know
the detailed circumstances under which the avail-
able serum samples were drawn. For this reason,
short case reports, including therapy failure analy-
ses, are presented.

Patient 1

A 33-year-old woman with a non-Hodgkin’s lym-
phoma died from invasive pulmonary aspergillosis
35 days after autologous bone marrow transplan-
tation with persistent leucopenia. Four serum
samples, drawn on days 17, 16, 10 and 1, before
death, failed to show any antibody response. The
final serum sample was antigen positive with a
titre of 1:1. Amphotericin B (40-60 mg day ™),
followed by liposomal amphotericin B (200 mg
day ™), was instituted too late in the course of the
disease, and the dosage was increased too slowly,
to prevent the fatal outcome.

Patient 2

A 53-year-old man with a non-Hodgkin’s lym-
phoma died from invasive pulmonary aspergillosis
with a leucocyte count ranging from 80 to 300 pl ™'
after chemotherapy. Four serum samples, drawn
on days 21, 16, 9 and 1 before death, were negative
for anti-dspergillus antibodies. The final serum
sample was antigen positive with a titre of 1:2.
The initial antimycotic chemotherapy was flucon-
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azole, 200-400 mg day ™', which is not efficient
against Aspergillus. The correct chemotherapy, a
combination of amphotericin B 35 mg day ™' and
flucytosine 4 x 2.5 g day ™', was administered only
for the final 9 days.

Patient 3

An 8-year-old boy (19.3 kg body weight) with
cystic fibrosis survived a 4-week episode of
Aspergillus fiumgiatus septicacmia with fever of 40 °C
due to invasive pulmonary aspergillosis. Evidence
for this diagnosis was provided by several positive
sputum cultures, followed by two independent
positive blood cultures. Systemic amphotericin B
(1-1.8mgkg™" day™') plus flucytosine (4x
625 mg day~") for 24 days successfully cured the
infection. One serum sample, drawn 7 days after
the second positive blood culture, was positive for
anti-Aspergillus antibodies with three haemagglutin-
ation tests, two complement fixation tests and two
enzyme immunoassays. The antigen test remained
negative.

Patient 4

A 61-year-old man with multiple myeloma suffered
from invasive maxillary sinusitis with a 2-cm per-
foration of the hard palate caused by Aspergillus
niger, as shown by histological examination of a
biopsy specimen. The patient died 2 months later
at home from progression of his underlying disease.
Antimycotic therapeutic strategies included sys-
temic amphotericin B (30 mg day ™' for 4 weeks),
followed by oral itraconazole (400 mg day ') after
discharge from the hospital until death. An autopsy
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Figure 1. Histopathological evidence of invasive ‘Lspe*giliosis in
blopay spcmmena pluurs» 6, 10 and 14), autopsy specimens {pictures
1, 2,5, 7, 8 and 12) ané a bronchial was%nnr (Inc.urp i3, from 10
of the 14 study patients. Picture numbers correspond to the patient
numbers in Table 3 and to th se numbers i the Results section.
PAS, periodic acid-Schifl reagent; GMS, Grocott methenamine silver
stain; Hh, haematoxilyn and eosin stain. The original magnification
of all cturcs is 160 x; that 01 picture 6 is 50 x . Pasent I:
pan of upper lobe of the t lung with numercus ¢
and characteristic heads, ich allow diagnosis of
Aspergillus fumigatus. PAS. Pzﬂzenl 2 M eual growth i
Frequent septa, uniform diam
angle of approximate g
GMS plus eosit. Patient 5 Jﬁﬂgl”lt? lerreus hyp
umon by cuhure/ Cause massivs age in the jung
i a subculaneous

P{meﬂt 7 \d ocarciur 'H(I"Ol’l(}dulé
blood cuitures, dlde 3 days ana i uay be
mihlre grew Aspergzllus terrexs.

h omduﬂ heads HE szlzs‘nl i2:
i mr al enaacanhm mﬂ ‘wncar-

ofthr lung, weatuung ‘lopm{mu:j migal
Heari of Lhe pauem who me
ditis. csperg:
vessel wall (fﬂd he surrounumg
response. PAS. Putzeu[ 15: Hron
the right lung, showing semi-invasive m«mm ol :’pe(g.»’i'lus' hyphae.
PAS Pmm: 14: Lung e, resected lor suspected metastasis of
testicular ra,rrino.na, reveals the true nature of the lesion
Jumigatus. PAS.

was not performed. One serum sample drawn at
the time of active sinusitis was negative with
assays tesied.

Patient 5

A 74-year-old man (74 kg body weight) with acute

myelogenous lenkaemia s&rvived a 2-month cpi-
sode of invasive Aspergillus fumigatus prewmonia
under systemic therapy with amphotericin B
{30mg day™" for 4 weeks), but 6 months later
succ;}miﬁcd to a relapse of invasive aspergillosis,
in this case due to Aspergillus terreus, despite

s’ combination therapy with amphotericin B
(30 mg day ™) and fiucytosine (4 x2.5g day ™ ").
Leucocyte counts were 2600 ™' and 7000 ul ™!
shortly before death. Between day 36 and day 8
hefore death, a significant fourfold increase in titre
was detected with two haemagglutination tests
(IHA-LD, 1:20 to 1:80; IHA-Fumouze, 1:160 to
1:640). All other antibody tests and the antigen
test were negative.

-+

We

Patient 6

A 24-year-old female heart transplani recipgem
(60 kg body weight) suffered from a meningitis of
unknown aetiology 6 weeks after surgery. She
recovered under fluconazole therapy (400 mg iv.
for 4 weeks, 200 mg orally for 3 more months).
However, under this regimen, she developed two
subcutaneous nodules in the right axilla (histologi-
cally and culturally Aspergillus fumigatus) and one
more subcutancous nodule above the right
knee. Leacocyte counts ‘"anged from 11000 to
27000 ul™ . After 4 months’ ltraconazole ‘nerapy
(400 mg day™"), she cventually fully recovered.
Six serum samples revealed a titre increase w
the THA-LD (1:40 to 1:320) between recovery
from mcningi and the onset of disseminated
aspergillosis. The first of three samples of cerebro-
spinal fluid CSF ) was positive for As,bergzllu& galac-
tomannan antigen (titre 1 As the cukbrc
remained negative, a Ialsc-positzve LAT in the

{USF cannot be exct

Patient 7

A 56-year-old man with acute Iymphocytic leu-
kaemia succumbed to a disseminated Aspergilius
terreus infection without the administration of any
antimycotic chemotherapy. Blood cultures taken
3 days and 1 day before death were positive for
Aspergillus terrens (with characteristic alcuriospores).
Autopsy revealed Aspergillus mycelia in the heart,
the brain, the left suprarenal gland and the kid-
neys. Four serum samples drawn 60, 59, 53 and 3

mycoscs 3%, 13—
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days before death failed to produce positive results
with all test kils evaluated.

Patient 8

A 58-year-old man %Uccumoed to a dissemi ﬂated
Aspergillus /um'g:*z‘a: i o (lavolving the heart,
both lungs and the thyroid gland), 19 days after
recelving a liver transplant. Antimycotic chemo-
herapy was inappropriate in the beginning (flu-
conazole, 400 mg day ™' for 10 days). The dosage
of subsequent anﬂj:,l“ ericin B, 45 mg day™' for
6 days, was far below the reqdlrcd c\ant,zv
Appropriate therapy was begun late after onset of
the disease, with amphotericin B, 45 mg day™ "
plus fucytosine, 2% 25¢ day™ ', for the las
days. Four serum samples, drawn on days 19, 11,
% and 1 before death revealed seven posi
antibody tests, four of them on the day of liver
splantation (IHA-Roche, 1:40; EIA-IgM,
75 U mi™ ! CF-somatic, 1:160; CF-metabolic,
1:160), two on day 11 before death [IHA-LD,
1:160 (borderline positive); CF-somate, 1:20]
and one on days 3 and 1 before death (CF-somatic,
1:40). The antigen detection was borderline posi-

tive (titre 1:1) on days 11 and 1 before death.

tran

Patient 9

A 52-year-old man with an acute myelogenous
leukaemia and pulmonary infiltrates on chest
radiographs responded well to systernic adminis-
tration of amphotericin B (30-60 mg day ') plus
flucytosine (4 x 2.5 g day ™ '), which was continued
for 10 weeks. However, during treatment with
itraconazole (400 mg day™') overlapping for 1
month and continued for 3 more months, he
finally succumbed to lung failure due to massive
pulmonary infiltrates w'ﬁh leucocyte counts per-
szstmg pelow 100 wl™". A transbronchial biopsy

48 nesame for invasive mycoses, an autopsy was
not performed and cultures were negatwe Tive
serum samples drawn on days 107, 101, 74, 9 and
2 before death revealed high titres oi anti-Aspergillus
antibodies in all assays evaluated (e.g. THA-LD up
to 1:20000). However, no antigen was detectable
in any serum sample by the LAT kit.

Patient 10

A 58-year-old woman with acute myelogenous
levkaemia died from an invasive pulrron'u‘v asper-
gnios;s. The diagnosis was confirmed by a trans-
bronchial biopsy, which was positive for Aspergillus
Sumigatus. With Dcrsmmg low neu troan counts
300 to 100ul™"), eantimycotic chemotherapy
was not successful: fluconazole (400 mg day fox

o
[¢5)
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7 days), [lollowed by a nbination of
amphotericin B (50 mg day ") and flucytosine
(4x25g day™") for © days, and finally
amphotericin B alone (50 mg day ™" for 12 more
éays Four serum samoies drawn on days 19, 12,
6 and 5 before dea ch, were all negative for anti-
boches a‘ﬂd antigen.

Patient 11

An 8-ycar-old boy (18 Pg body weight) with acute
lvmpdocxm ,m’kaem;a m‘\xlmm i counts durmq
therapy 200 to 500 pl~ ), had several 1.8 cm coin
lesions on hnesa radi GgTapnt which were reduced

in sizc to 1.0cm under combination therapy
(7.5-15 mg of amphotericin B plus 4 x 130 mg of
ﬁuww:;ne for 4 2’1’1311&}5/ However, during sub-
sequefzf oral therapy with itraconazole (100 mg
day ™) for 2.5 months, the child relapsed aﬂd diedt
alter another month of combination therapy
(20 mg of amphotericin B plus 4 x 800 mg of
flucytosine). A biopsy was not taken, fungal cul-
tures remained negative and an autopsy was not
performed. Seven serum samples drawn on days
166, 146, 142, 131, 125, 8 and 1 before death
revealed positive antibody results during the first
pu}monary infection (IHA-LD, 1:320; IHA-
Roche, 1:80; EIA-IgG, 80U rrn_l oF- F-somatic,
1:40), but negative antigen tests. Dmmq the fatal
reldpse the IHA-LD became negative (<1:20),
the [FIA-Roche titre increased to 1 320, the EIA-
{gG increased again to 89 U mi =1, the CF-somatic
increased agam to 1:40, and the antigen test
:came positive with titres of 1:4 in the final two
um samples.

Patient 12

A 56-year-old man with a non-Hodgkin’s lym-
phoma \68 kg body weight) died from disserninated
aspergillosis with a neutropenia of 1300 leucocytes
ul™'. The antmycotic chemotherapy was intra-
venous fluconazole, 200 mg day ™', for the final 8
lays. An autopsy revealed Aspergillus mycelia in
the lungs, the heart and th\, sphenoidal sinu
Three serurn samples drawn on days 36, 28 ard
8 before death were all negative.

Patient 13

A 56-year-old man with full blown AIDS
(CD4-positive cells <100 ul™") died from invasive
pr o sary aspergillosis with possible haematogen-
oas dlsst‘;ni’l’ltloﬁ to the liver. A bronchoalveolar

was positive for Aspergitlus  fumigatus.
Admimstrzitlozi of itraconazole (400 mg day '/"j
and amphotericin B {20 mg day” flucytosine
4 x 1.5 g day™ ") did not prevent the fatal outcome.
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One serum sample drawn 15 months before death,
at a time when the pulmonary aspergillosis was
still considered semi-invasive (Figure 1, patient 13),
was negative with all tests.

Fatient 14

A 25-year-old man with a testicular carcinoma
underwent a pulmonary lobectomy for suspected
metastasis. The lesion, however, turned out to be
due to Aspergillus infection (Figure 1, patient 14).
One scrum sample, drawn 17 days after surgical
removal of the pulmonary Aspergillus lesion, gave
positive results in three antibody tests (IHA-
Fumouze, 1:640; EIA-IgG, 90 Uml™}; EIA-IgA,
72 U ml™"), whereas the antigen test was negative
at that time.

There was a total of 14.2% false-positive results
(77 of 544 scrological tests). Twenty-seven of 68
control individuals (39.7%) had at least one false-
positive antibody test (Table 3).

In 9 of the 15 healthy students and staff mem-
bers all nine tests were negative. One subject
tested falsely positive in three tests (IHA-LD,
1:320; IHA-Roche, 1:40; and EIA IgG,
69 Uml™"), another tested positive in two tests
(EIA IgG, 65 U ml™'; and CF-somatic, 1:20) and

four more individuals tested falsely positive in one

test (IHA-Roche, 1:40; IHA-Roche, 1:160; EIA
IgG, 101 Uml™'; and CF-somatic, 1:20).
Twenty patients with leukacmia or lymphoma
after bone marrow transplantation did not yield a
single false-positive result with any of the tests
evaluated.
Serum samples from two of the three patients

suffering from multiple myeloma reacted strongly
in all antibody tests. In the casc of the third patient
the serum sample was negative in all assays.

Only one serum sample from the 10 patients
who had had open heart surgery tested correctly
negative in all tests. One patient’s serum produced
false-positive results in six tests and another
patient’s serum produced false-positive results in
five tests, as did two patients’ sera in four tests,
two patients’ sera in two tests and three patients’
sera in one test.

The bronchopulmonary system of the eight
patients with cystic fibrosis was colonized with
Staphylococcus aureus (n=>5), Pseudomonas aeruginosa
(n=4) and Candida albicans (n=3). None of them
was colonized with Aspergillus species or suffered
from invasive aspergillosis or allergic bronchopul-
monary aspergillosis. Serum samples from seven
of these eight patients suffering from cystic fibrosis
tested falsely positive in at least one of the
antibody tests.

Among the 12 patients with proven deep-
scated mycoses other than aspergillosis, six
patients with candidosis, two with cryptococcosis,
and onc with zygomycosis did not show any false-
positive Aspergillus test. Sera from three patients
with Candida infection reacted with Aspergillus
reagents.

The sensitivity of the antibody tests was gener-
ally low (14-36%) (Table4). There was no
significant difference between all eight antibody
tests. The specificity was generally higher, reach-
ing 99% with the complement fixation test on the
basis of metabolic Aspergillus fumigatus antigen.
The LAT had a sensitivity of 36% and a
specificity of 100%.

Table4 Diagnostic valuc of scrological tests for invasive aspergillosis*

Assay Manufacturer Sensitivity Specificity Positive Negative Efficiency
format (%) (%) predictive predictive (%)
value (%) value (%)

THA LD 29 87 31 85 77
THA Roche 36 68 19 84 62
IHA Fumouze 36 88 38 87 79
EIA-IgG DDV 29 72 17 83 65
EIA-IgM DDV 14 91. 25 8% 78
EIA-IgA DDV 29 93 +1 86 82
CF-som Virion 29 79 22 84 71
CF-met Virion 21 99 75 86 85
LAT Pasteur 36 100 100 86 87

B-3600 Genk, Belgium.

* Based on 14 proven cases of invasive aspergillosis and 68 control individuals.

IHA, indirect haemagglutination assay; EIA, enzyme immunoassay; CF, complement fixation; som, somatic; met, metabolic; LAT,
latex agglutination test; LD, latex agglutination test; Labor Diagnostik, D-16359 Heiden, Germany; Roche, Roche Serologie,
D-81929 Munich, Germany; Fumouze, Fumouze Diagnostics, F-92600 Asniéres, France; DDV, DDV Diagnosika, D-35037
Marburg, Germany; Virion=Institut Virion GmbH, D-97072 Wiirzburg, Germany; Pasteur, NV Sanofi Diagnostics Pastcur,

mycoses 39, 13-23 (1996)
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Discussion

Invasive fungal disease met the stringent histopa-
thological and/or microbiological criteria required
to confirm the diagnosis in 12 cases. Fusariosis or
pseudalle scheriosis could not be excluded in three
cases, although it appears far less likely than
invasive aspergillosis. In two cases stringent criteria
for proof of invasive aspergillosis could not be
met, and these results must therefore be inter-
preted carcfully. The value of both antibody and
antigen detection assays was limited by a signifi-
cant number of false-negative results in the group
of patients with proven invasive aspergillosis.
Likely reasons for the low sensitivity of all tests
(14-36%), i.e. failure correctly to identify proven
cases of aspergillosis, include (1) the limited
number and poor timing of serum samples (cases
13 and 14), (2) possible limited cross-reactivity
with Aspergillus terreus (case 7), (3) severe immune
deficiency (cases 1, 2 and 10), (4) isolated maxillary
sinus affection (casc 4) and (5) unknown factors
(case 6). False-negative results with the LAT for
antigen detection may be due to (1) analysis of
frozen samples in several cases, with a possible
loss of activity, and (2) rapid clearance of the
galactomannan antigen [13, 14]. In this investi-
gation, false-positive results were a problem with
antibody detection tests only.

One of the healthy individuals who tested falsely
positively in three tests was a 30-year-old woman
who was a long-term staff member of the mycology
laboratory. There was no obvious explanation for
the occasional false-positive results in another five
students.

The lack of false-positive results in patients with
leukaemia or lymphoma who underwent bone
marrow transplantation and received early empiric
antimycotic chemotherapy for fever of unknown

origin is encouraging. This patient population
represents onc of the major high-risk groups for
the development of invasive aspergillosis and needs
to be screened with Aspergillus serodiagnostic tests.
Serum samples from patients with multiple
myecloma are known to interfere with many
serodiagnostic tests.

Patients recovering from recent open heart
surgery constitute a newly discovered group of
patients with a high frequency of false-positive
Aspergillus titres (haemagglutination tests in particu-
lar) for hitherto unknown reasons.

The respiratory tract of children suffering from
cystic fibrosis is often colonized with Aspergillus
Jumigatus (up to 30%) [15], resulting in the pro-
duction of specific antibodies.

The two patients with proven deep-seated can-
didosis whose serum samples reacted positive with
four and three anti-Aspergillus antibody tests may
have suffered from an undiagnosed coexisting
infection with Aspergillus, which is quite common.

The sensitivity of antibody detection assays for
the diagnosis of invasive aspergillosis ranges from
31% to 89% (average 66.3%) according to the
current literature [1, 7, 8] (Table 5). The average
sensitivity of eight antibody tests in this investi-
gation was 27.9% (range 14-36%). The only
prominent antibody detection assay was the com-
plement fixation test, using metabolic antigen of
Aspergillus fumigatus. Its sensitivity (99%) was higher
than that of the other seven antibody detection
tests, and the overall costs were lower for this
assay. Using the combination of eight antibody
tests in this study, an overall sensitivity of 50.0%
was achieved.

The detection of antibodies against specific pro-
tein antigens of defined molecular size, e.g. against
a 58-kDa antigen, has been claimed to promise
more specificity for deep infection [8]. The

Table 5. Summary of recently published reports on the diagnostic value of antibody detection in human invasive aspergillosis
Reference Assay format Patients with invasive aspergillosis Patients with Sensitivity
positive results (%)
No. Proven

Culino et al. (cit. in [17) IHA 32 No 26 81.3
Pinon et al. (cit. in [1]) ELIFA 9 No 7 77.8
Burnie & Matthews [7] Western blot 50 Yes 26 52.0
Fratamico ef al. [8] Western blot 38 Yes 34 89.5
Kugel (doctoral thesis) ELISA IgG 23 (64 sera) No 54 sera 814

ELISA IgA 23 (64 sera) No 41 scra 64.1

IHA 23 (64 scra) No 20 sera 31.3
This study Eight tests 14 es 7 50.0
(sec Table 4)
ELIFA, enzyme-linked immunofiltration assay; ELISA, enzyme-linked immunosorbent assay; IHA, indirect haemagglutination
assay.

mycoses 39, 13-23 (1996)
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haemagglutination test from LD is the only
commercially available Aspergillus antibody detec-
tion assay, based on a partially purified antigen
(Table 1). However, there was no obvious advan-
tage of this assay in this investigation. The other
antigens, used as a basis for the antibody detection
assays evaluated in this study, are mixed somatic
or metabolic antigens (Table 1).

The LAT for Aspergillus antigen detection was
the only test not giving false-positive results in this
investigation. However, experience in the routine
testing of a large number of serum samples in our
laboratory suggests that positive results with a titre
of 1:1 (i.e. agglutination of 40 pl supernatant of
the pretreated serum sample with 10 pl of latex
reagent) may be non-specific. This false-positive
reaction, however, will not hold positive when the
supernatant is diluted 1:1 with glycine buffer
(pH 8.2) and then retested, i.e. the titre 1:2.will
be negative. The reasons for this non-specific
agglutination of undiluted supernatants are
unknown. Positive LAT titres for Aspergillus galacto-
mannan antigen with undiluted supernatant only
(titre 1: 1) must therefore be interpreted cautiously.
In this study, no falsc-positive antigen tests
resulting from contamination of serum samples
with moulds were found [16].

Since no urine samples were available, we
cannot comment on a previously described superi-
ority of urine antigen testing over serum antigen
testing [5]. However, in our hands, in contrast to
observations by Ansorg e/ al. [5], there was no

positive LAT antigen titre resulting from exposure
to environmental, non-infectious Aspergillus anti-
gens in any of the control individuals.

Five of 14 proven cases of invasive aspergillosis
were correctly diagnosed with aid of the LAT: in
cach of cases | and 2, one serum sample reacted
with a titre of 1:1 and 1:2 respectively. Both
samples were drawn 1 day before death. In case 6,
one sample of cerebrospinal fluid drawn at the
beginning of meningitis produced a titre of 1:2,
and in cases 8 and 11 two serum samples each
reacted with titres of 1:1 (2x) and 1:4 (2x)
respectively. The blood samples were drawn 11
days and 1 day before death in case 8 and 8 days
and 1 day before death in case 11. This confirms
previous observations on positive fungal antigen
detection in serum samples taken from severely ill
patients shortly before death, whereas negative
results were obtained with antigen detection assays
in early stages of fungal infections [4, 11].
Furthermore, our results are in.agreement with
previous findings that maximum titres in patients
generally do not exceed values of 1:8 [5, 9, 11,
13, 16].

The low sensitivity of the Aspergillus galactoman-
nan antigen detection assay found in this study
falls into the range of values reported in 16
previous investigations of Aspergillus antigen detec-
tion in patients (sensitivity in this study 35.7%
compared with an average of 64.3%; range
16.7-100.0%) (Table 6). Six of these investigations
evaluated galactomannan antigen detection using

Table 6. Summary of recently published reports on the diagnostic value of antigen detection in human invasive aspergillosis

(see Table 4)

Reference Assay format Patients with invasive aspergillosis Patients with Sensitivity
no. positive results (%)
No. Proven

Reiss et al. (cit. in [1]) CIE 6 Yes 6 100
Schaffer ef al. (cit. in [1]) RIA 3 Yes 3 100
Weiner et al. (cit. in [1]} RIA 15 Yes 10 67.0
Sabetta et al. (cit. in [1]) ELISA 19 Yes 11 58.0
Weiner et al. (cit. in [1]) RIA 7 Yes 4 57.1
Dupont et al. [10] RIA 12 Yes 2 16.7
Talbot et al. (cit. in [1]) RIA 22 Yes 17 71.3
Wilson et al. (cit. in [1]) ELISA 9 Yes 8 89.0
Fujita et al. (cit. in [1]) RIA 12 Yes 2 16.7
Johnson et al. (cit. in [1]) BALISA 4 N Yes 3 75.0
Dupont et al. [11] LAT 15 Yes 14 93.3
Rogers et al. (cit. in [1]) ELISA 19 Yes 18 94.7
Burnie [12] RPLA 50 Yes 15 29.4
Warnock et al. [9] LAT 6 No 4 66.7
Hashigushi ez al. (cit. in [1]) LAT 18 Yes 7 38.8
Ansorg et al. [5] LAT 4 Yes 2 50.0
This study LAT 14 Yes 5 35.7

ALISA, blotin-avidin-linked immunosorbent assay; CIE, counterimmunoelectrophoresis; ELISA, enzyme-linked immunosorbent
assay; LAT, latex agglutination test; RIA, radioimmunoassay, RPLA, reverse passive latex agglutination.

mycoses 39, 13-23 (1996)
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polyclonal rabbit antibodies [1] or monoclonal rat
antibodies [5, 9, 11], the sensitivity of which is
limited, in particular, by rapid clearance from the
bloodstream [14]. Other authors detected protein
antigens using assays based on culture filtrate
antigens prepared from dspergillus fumigatus [12].

In summary, these 16 investigations were based
on serum samples from an average of 13.8 (range
3-50) proven cases of invasive aspergillosis. In
contrast to 12 out of 14 cases in our study, criteria
for proven invasive aspergillosis in several studies,
included isolation of Aspergillus species from bron-
choalveolar lavage in combination with clinical
response to systemic antimycotic chemotherapy.
The exact timing of serum samples with docu-
mented stages of invasive fungal disease has been
performed only very rarely (e.g. in ref. 1). Higher
sensitivities of antigen assays reported by other
authors (e.g. in ref. 1) are due to a selection of
cases and serum samples.

A failure analysis of systemic antimycotic
chemotherapy in the 14 cases of invasive asper-
gillosis reported in our study results in the following
conclusions. The mortality in this group was 78.6%
(11/14). The three successfully treated patients
were the 8-year-old boy with cystic fibrosis (case 3),
the 24-year-old heart transplant recipient (case 6)
and the 25-year-old patient with testicular carci-
noma, who was lobectomized without antimycotic
chemotherapy (case 14). Reasons for therapy fail-
ures include lack of antimycotic chemotherapy
(case 7), inappropriate initial antimycotic chemo-
therapy (e.g. fluconazole in cases 2, 8, 10 and 12),
failure to institute appropriate antimycotic chemo-
therapy in time (cases 1, 4 and 5) and persistent
neutropenia or relapse of the underlying disease
(cases 9, 11 and 13).

In conclusion, currently commercially available
antibody detection assays arc insufficient for the
detection of invasive aspergillosis. The detection
of circulating Aspergillus galactomannan antigen
using the LAT does, indeed, confirm the diagnosis
of an invasive aspergillosis. However, negative
results do not exclude the existence of this disease,
especially in the early stages.

Acknowledgements

We thank Professor R. Waldherr, Pathologisches
Institut der Universitit Heidelberg, Germany, and
Professor K. Kayser, Abteilung fiir Pathologie der
Thoraxklinik der LVA Baden, Heidclberg-
Rohrbach, Germany, for providing post-mortem
information on the paticnts with invasive asper-

mycoses 39, 13-23 (1996)

gillosis and for providing histopathological slides
for light microscopy and photography (Fig. 1). We
also thank PD Dr Alfons Bach, Hygieneinstitut
der Universitit Heidelberg, for critical reading of
the manuscript.

References

Kurup, V. P. & Kumar, A. (1991) Immunodiagnosis of

aspergillosis. Clin. Microbiol. Rev. 4, 439-456.

Bennett, J. E. (1987) Rapid diagnosis of candidiasis and

aspergillosis. Rev. Infect. Dis. 9, 398-402.

Kappe, R. & Secliger, H. P. R. (1993) Serodiagnosis of

decp-scated fungal infections. In: Borgers, M,

Roderick, H. & Rinaldi, M. G. (eds) Curent Topics in

Medical Mycology. Barcelona: Prous Science Publishers,

pp- 247-280.

de Repentigny, L., Kaufman, L., Cole, G. T., Kruse, D.,

Latgé, J. P. & Matthews, R. C. (1994) Immunodiagnosis

of invasive fungal infections. 7. Med. Vet. Mycol. 32, (Suppl.

1), 239-252.

Ansorg, R., Heintschel von Heinegg, E. & Rath, P. M.

(1994) Aspergillus antigenuria compared to antigenemia in

bone marrow transplant recipients. Eur. J. Clin. Microbiol.

Infect. Dis. 7, 582-589.

Manso, E., Montillo, M., De Sio, G., D’Amico, S.,

Discepoli, G. & Leoni, P. (1994) Value of antigen and

antibody detection in the serological diagnosis of invasive

aspergillosis in patients with hematological malignancies.

Eur. J. Clin. Microbiol. Infect. Dis. 13, 756-760.

Burnie, J. P. & Matthews, R. C. (1991) Heat shock protein

88 and Aspergillus infection. F. Clin. AMicrobiol. 29,

2099-2106.

Fratamico, P. M., Long, W. K. & Buckley, H. R. (1991)

Production and characterization of monoclonal antibodies

to a 58-kilodalton antigen of Aspergillus fumigatus. Infect.

Immun. 59, 316-322.

Warnock, D. W., Foot, A. B., Johnson, E. M., Mitchell,

S. B., Cornish, J. M. & Oakhill, A. (1991) Aspergillus

antigen latex test for diagnosis of invasive aspergillosis

(letter). Lancet 338, 1023-1024.

10 Dupont, B., Huber, M., Kim, S. J. & Bennett, J. E. (1987)
Galactomannan antigenemia and antigenuria in asper-
gillosis: studies in patients and experimentally infected
rabbits. 7. Infect. Dis. 155, 1-11.

11 Dupont, B., Improvisi, L. & Provost, F. (1990) Détection
de galactomannane dans les aspergilloses invasives
humaines et animales avec un test au latex. Bull. Soc.
Frang. Mycol. Méd. 19, 35-41.

12 Burnie, J. P. (1991) Antigen detection in invasive asper-

gillosis. 7. Immol. Methods 143, 187-95.

Stynen, D., Sarfati, J., Goris, A, et al. (1992) Rat mono-

clonal antibodies against Aspergillus galactomannan. Infect.

Immun. 60, 2237-2245.

14 Bennett, J. E., Friedman, M. M. & Dupont, B. (1987)
Receptor-mediated clearance of Aspergillus galactoman-
nan. J. Infect. Dis. 155, 1005-1010.

15 Haase, G., Skopnik, H., Groten, T., Kusenbach, G. &
Posselt, H. G. (1991) Long-term fungal cultures from
sputum of patients with cystic fibrosis. mycoses 34, 49-52.

16 Kappe, R. & Schulze-Berge, A. (1993) New cause for

false-positive results with the Pastorex Aspergillus antigen

latex agglutination test. J. Clin. Microbiol. 31, 2489-2490.

N

(&}

ES

w

=21

~

=]

©

w



http://www.verypdf.com/artprint/index.html

