VoL. 24, 2004

25.

26.

27.

28.

29

30

3L

iz

33

34,

35,

36.

37.

Murphy, M, 1. Ahn, K. K. Walker, W, H. Hoffman, R. M. Evans, A. J.
Levine, and D. L. George. 1999. Transcriptional repression by wild-type p53
utilizes histone deacetylases, mediated by interaction with mSin3A. Genes
Dev. 1%2490-2501.

Nikt, M., H, Okada, H, Takano, J. Kuno, K. Tani, H. Hibino, 5. Asano, Y.
Ito, M. Satake, and T. Noda. 1997. Hematopoicesis in the fetal liver is
impaired by targeted mutagenesis of a gene encoding a non-DNA binding
subunit of the transcription factor, polyomavirus enhancer binding protein
2/cote binding factor, Proc. Natl. Acad. Sci. USA 94:5697-5702,
Nuchprayoon, 1, 8, Meyers, L. M. Scott, J. Suzow, S. Hiebert, and A. I,
Friedman, 1994, PEBRP2/CBF, the murine homolog of the human myeloid
AML1 and PEBP2R/CBFB proto-oncoproteins, regulates the murine myelo-
peroxidase and neutrophil elastase genes in immature myeloid cells, Mo,
Celi, Biol. 14:5558-5568.

Ogawa, E., M. Inuzuka, M, Maruyama, M. Satake, M. Naito-Fujimoto, Y.
Ito, and K. Shigesada. 1993. Molecular cloning and characterization of
PEBP2B, the heterodimeric partner of a novel Drosophila runt-related DNA
binding protein PEBP2a. Virclogy 194:314-331.

Ohki, M. 1993. Molecular basis of the t{8;21) translocation in acute myeloid
leukacmia. Semin. Cancer Biol. 4:369-375,

Okuda, T., J. van Deursen, S. W, Hiebert, G. Grosveld, and J. R. Downing,
1996. AMLI. the 1arget of multiple chromosomal translocations in human
leukemia, is essential for normal fetal liver hematopoiesis. Cell 84321-330.
Osato, M., N. Asou, E. Abdalla, K. Hoshino, H. Yamasaki, T. Okubo, H.
Suzushima, K. Takatsuki, T. Kanno, K, Shigesada, and Y. Ito. 1999, Biallelic
and heterozygous point mutations in the runt domain of the AMLY
PEBP2aB gene associated with myeloblastic leukemias, Blood 93
1817-1824.

Pazin, M. 1, and J. T. Kadonaga. 1997. What's up and down with histone
deacetylation and transcription? Cell 89:325-328.

Prendhomme, C., D. Warot-Loze, C, Roumier, N. Grardel-Duflos, R. Ga-
rand, J. L. Lal, N. Dastugue, E. Macintyre, C. Denis, F. Bauters, J. P,
Kerckaert, A. Cosson, and P, Fenaux. 2000. High incidence of biallelic point
mutations in the Runt demain of the AMLI/PEBP2aB gene in MO acute
myeloid leukemia and in mycloid malignancies with acquired trisomy 21,
Blood 96:2862-286%.

Romana, S. P, M, Mauchauffe, M. Le Coniat, 1. Chumakov, D). Le Paslier,
R. Berger, and O, A, Bernard. 1995. The t(12;21) of acute lymphoblastic
leukemia results in a tel-AMLI1 gene fusion. Blood 85:3662-3670.

Song, W. )., M. G. Sullivan, R. D. Legare, S. Hutchings, X. Tan, I, Kufrin,
J. Ratajczak, 1. C. Resende, C. Haworth, R. Hock, M. Loh, C. Felix, D. C.
Roy, L. Busque, D, Kurnit, C. Willman, A. M. Gewirtz, N. A. Speck, J. H.
Bushweller, F. P, Li, K. Gardiner, M, Poncz, ). M. Manris, and D. G. Gilli-
land. 1999. Haploinsufficiency of CBFA2 causes familial thrombocytopenia
with propensity to develop acute myelogenous leukaemia. Nat. Genet. 23
166-175.

Sun, W., B. ). Graves, and N. A. Speck. 1995, Transactivation of the Moloney
murine leukemia virus and T-celt receptor B-chain enbancers by cbf and ets
requires intact binding sites for both proteins. 1. Virol. 69:4941-4949.
Takahashi, A, M. Satake, Y. Yamaguchi-lwai, §. C. Bae, ]. Lu, M. Ma-
ruyama, Y. W. Zhang, H. Oka, N. Arai, and K. Arai, 1995. Positive and
negative regulation of granulocyte-macrophage colony-stimulating factor

mSin3A REGULATES FUNCTIONS OF PHOSPHORYLATED AMLI

38

39.

40.

41,

42,

43,

4.

45,

46.

47.

48,

49.

-75-

1043

promoter activity by AML1-related transcription factor, PEBP2. Blood 86:
607-616.

Takakura, N, T. Watanabe, S. Suenobu, Y. Yamada, T. Noda, Y. Ito, M,
Satake, and T. Suda. 2000. A role for hematopoietic stem cells in promoting
angiogenesis. Cell 102:199-209.

Tanaka, K., T. Tanaka, M. Kurokawa, Y, Imai, 5. Ogawa, K. Mitani, Y.
Yazaki, and H. Hirai, 1998, The AMLIETO(MTGS) and AMLI/Evi-1
leukemia-associated chimeric oncoproteins accumulate PEBP2§ (CBFB) in
the nucleus more efficiently than wild-type AMLI, Blood 91;1688-1699.
Tanaka, T., M. Kurokawa, K. Ueki, K. Tanaka, Y. Imai, K. Mitani, K,
Okazaki, N, Sagata, Y. Yazaki, Y. Shibata, T. Kadowaki, and H, Hiral. 1996.
The extracellular signal-regulated kinase pathway phosphorylates AMLL1, an
acute myeloid leukemia gene product, and potentially regulates its transac-
tivation ability, Mol. Cell. Biol. 16:3967-3979.

Tanaka, T., K. Tanaka, §, Ogawa, M. Kurokawa, K. Mitani, J. Nishida, Y.
Shibata, Y. Yazaki, and H, Hiral. 1995. An acute myeloid leukemia gene,
AMLI, regulates hemopoietic myeloid cell differentiation and transcrip-
tional activation antagonistically by two alternative spliced forms, EMBO J,
14:341-350.

Tauntan, J., C. A, Hassig, and §. L, Schreiber. 19%6. A mammalian histone
deacetylase related to the yeast transcriptional regulator Rpd3p. Scicnce
272:408-411,

Wood, J. D, F, C. Nucifora, Jr,, K. Duan, C. Zhang, ). Wang, Y. Kim, G.
Schilling, N. Sacchi, J. M. Liu, and C. A, Ress, 2000. Awophin-1, the
dentato-rubral and pallido-luysian atrophy gene product, interacts with
ETO/MTGS in the nuclear matrix and represses transcription. J. Cell Biol.
150:939-948.

Yagi, R., L. F. Chen, K, Shigesada, Y. Murakami, and Y. Ito, 1999, A WW
domain-containing yes-associated protein (YAP) is a novel transcriptional
co-activator. EMBO J. 18:2551-2562.

Yang, §, H,, E. Vickers, A, Brehm, T. Kouzarides, and A. D. Sharrocks, 2001,
Temporal recruitment of the mSin3A-histone deacetylase corepressor com-
plex to the ETS domain transcription factor Elk-1. Mol. Cell. Biol. 21:2802—
2814,

Zeng, C, 8. McNeil, 8. Pockwinse, J. Nickerson, L. Shopland, J. B, Law-
rence, S. Penman, S. Hiebert, J. B. Lian, A, J. van Wijnen, J. L. Stein, and
G. S. Stein. 1998. Intranuclear targeting of AML/CBFa regulatory factors to
nuclear matrix-associated transcriptional domains. Proc. Natl. Acad. Sci.
USA 95:1585-1589.

Zeng, C., A. ). van Wijnen, J. L. Stein, §. Meyers, W. Sun, L. Shopland, J. B,
Lawrence, S. Penman, J. B. Lian, G. S, Stein, and S. W, Hiebert. 1997,
[dentification of a nuclear matrix targeting signal in the leukemia and bone-
related AML/CBF-a transcription factors. Proc. Natl. Acad. Sci. USA 94:
67466751,

Zhang, D, E, K. Fujloka, C. J. Hetherington, L. H. Shapire, H. M. Chen,
A. T, Look, and D. G. Tenen. 1994. 1dentification of a region which directs
the monocytic activity of the colony-stimulating factor 1 (macrophage colo-
ny-stimulating factor} receptor promoter and binds PEBP2/CBF (AMLI).
Mol. Cell. Biol. 14:3085-8095,

Zilfou, J. T., W. H. Hofman, M. Sank, D, L. George, and M. Murphy. 2001.
The corepressor mSin3A interacts with the proline-rich domain of p53 and
protects p53 from proteasome-mediated degradation. Mol. Cell. Biol. 21:
3974-3985.



JOURNAL OF CLINICAL MICROBIOLOGY, June 2004, p. 27332741
0095-1137/04/308.004+0 DOI: 10;1128/JCM 42.6.2733-2741 2004

Vol, 42, No. 6

Copyright © 2004, American Society for Microbiology. All Rights Rescrved,

Prospective Comparison of the Diagnostic Potential of Real-Time

PCR, Double-Sandwich Enzyme-Linked Immunosorbent Assay
for Galactomannan, and a (1-3)-B-p-Glucan Test in Weekly
Screening for Invasive Aspergillosis in Patients
with Hematological Disorders

Masahito Kawazu,' Yoshinobu Kanda,"? Yasuhito Nannya,' Katsunori Aoki,'
Mineo Kurokawa,' Shigeru Chiba,'-? Toru Motokura,’
Hisamaru Hirai,""* and Seishi Ogawa'-3*

Department of Hematology and Oncology," Deparmment of Cell Therapy and Transplantation Medicine,?
and Department of Regeneration Medicine for Hematopoiesis,® Graduate School of Medicine,
University of Tokyo, Tokyo 113-8655, Japan

Received 30 October 2003/Returned for modification 11 December 2003/Accepted 18 February 2004

The establishment of an optimal noninvasive method for diagnosing invasive aspergillosis (IA) is needed to
improve the management of this life-threatening infection in patients with hematological disorders, and a
number of noninvasive tests for IA that target different fungal components, including galactomannan, (1—3)-
$-p-glucan (BDG), and Aspergillus DNA, have been developed. In this study, we prospectively evaluated the
diagnostic potential of three noninvasive tests for IA that were used in a weekly screening strategy: the
double-sandwich enzyme-linked immunosorbent assay (ELISA) for galactomannan (Platelia Aspergillus), a
real-time PCR assay for Aspergillus DNA (GeniQ-Asper), and an assay for BDG (B-glucan Wako), We analyzed
149 consecutive treatment episodes in 96 patients with hematological disorders who were at high risk for IA
and diagnosed 9 proven IA cases, 2 probable 1A cases, and 13 possible invasive fugal infections. In a
receiver-operating characteristic (ROC) analysis, the area under the ROC curve was greatest for ELISA, using
two consecutive positive results (0.97; P = 0.036 for ELISA versus PCR, P = 0.055 for ELISA versus BDG).
Based on the ROC curve, the cutoff for the ELISA could be reduced to an optical density index (0.D.1.) of 0.6.
With the use of this cutoff for ELISA and cutoffs for PCR and BDG that give a comparable level of specificity,
the sensitivity/specificity/positive predictive value/negative predictive value of the ELISA and the PCR and

BDG tests were 1.00/0.93/0.55/1.00, 0.55/0.93/0.40/0.96, and 0.55
among these weekly screening tests for IA, the double-
the diagnosis of IA in high-risk patients with hematological disorders

sandwich ELISA

/0.93/0.40/0.96, respectively. In conclusion,
test was the most sensitive at predicting
, using a reduced cutoff of 0.6 O.D.1.

Invasive aspergillosis (IA) is one of the most serious com-
plications in patients with hematological malignancies. It has
an extremely high mortality rate (11) and affects not only
terminally ill patients with refractory leukemia or lymphoma
but also patients who could otherwise be expected to experi-
ence a potential cure of the underlying leukemia or lymphoma.
Among several factors that contribute to the high mortal-
ity rate, difficultics in establishing a reliable diagnosis carly
enough for successful intervention have been repeatedly dis-
cussed (10). A definitive diagnosis usually requires invasive
tissue sampling, which is often hampered by the critical con-
dition of the patients, while a delay in initiating antifungal
therapy, or, conversely, a hasty use of empiric or prophylactic
amphotericin B before making a definitive diagnosis may result
in treatment failure for full-blown infection or excess toxicity,
respectively.

To overcome this problem and to improve the treatment
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ation Medicine for Hematopoiesis, Graduate School of Medicine, Uni-
versity of Tokyo, 7-3-1 Hengo, Bunkyo-ku, Tokyo 113-8655, Japan.
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outcome, advances have been made over the past decade in the
fields of both diagnostics and therapeutics, including improve-
ments in diagnostic imaging (7, 8, 18) and histopathology (1),

* and the development of broad-spectrum antifungal agents with
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low toxicities (4, 24, 29, 33). In the field of diagnostics, much
attention has recently been given to the development of several
types of noninvasive laboratory tests for IA. These tests are de-
signed to sensitively detect circulating Aspergiflus components
and include a double-sandwich enzyme-linked immunosorbent
assay (ELISA) for galactomannan (GM) antigen (Platellia As-
pergillus) (30), tests for (1-53)-B-p-glucan (BDG) (B-glucan
Wako or FungiTec G test} (23, 25), and a number of PCR-
based assay systems for Aspergiflus DNA (5, 6, 12, 34).

The ELISA for GM uses a rat monoclonal antibody directed
against the [—35-B-galactofuranoside side chains of the GM
molecule as both the capture and detection antibodies for
ELISA and can detect as little as 1.0 ng of circulating GM per
ml (30). The excellent sensitivity and specificity of this assay
have been repeatedly demonstrated and validated in tests of
patients with hematological disorders (22, 27, 32). BDG is a
ubiquitous component of diverse fungal species and a possible
target for the diagnastic detection of LA, Two assay systems are
currently available for the sensitive detection of circulating

- 76 -



2734 KAWAZU ET AL.

BDG, and both are based on the Limulus reaction, in which a
trace amount of BDG can trigger a horseshoe crab coagulation
cascade through factor G (23, 25). The BDG test is a useful
method for screening for invasive fungal infection (IFI) and is
widely used in Japan. The other test that has long been under
intensive investigation for the sensitive detection of IA is PCR
amplification of Aspergilius DNA, mainly of the 188 ribosomal
gene (5, 6, 12, 34). Moreover, recently introduced real-time
PCR designs have made it possible to quantitatively evaluate a
fungal load with high sensitivity (9, 17, 21).

With regard to an antifungal strategy, it would be interesting
to determine which of these tests is the best for diagnosing IA
in patients with hematological disorders. Although high sensi-
tivity and specificity are reported for PCR-based assays, the
question whether PCR-bascd assays are superior to GM
ELISA is still controversial (3, 5, 19, 34). Previously, we devel-
oped a sensitive real-time PCR system for detecting Aspergillus
185 ribosontal DNA, with which as few as 40 copies of aspergil-
lus DNA per ml of plasma could be stably detected. We re-
ported that the sensitivity of our real-time PCR for IA in 33 IA
patients was higher than those of the double-sandwich ELISA
for GM and the BDG test, with only a slightly lower specificity
than that of GM ELISA (17). However, this previous study
may have been biased by its partially retrospective design,
limited sampling points in each case or infectious episode, and
use of an inappropriately high cutoff value for ELISA. In the
present purely prospective analysis, we consecutively enrolled
96 paticnts with hematological disorders who were at high risk
for IA, monitored the levels of Aspergillus DNA, GM, and
BDG in plasma, as well as the development of A, at weekly
intervals, and evaluated their diagnostic potentials by using
receiver-operating characteristic (ROC) analyses.

MATERIALS AND METHODS

Study population and design. From March 2001 through April 2002, a con-
secutive series of adult patients with hematological disorders who had been
admitted to our hospital and were thought to be at high risk for LA were enrolled
in the study, and their levels of Aspergitius DNA in plasma and GM in serum, and
BDG in plasma were monitored weekly. Patients were considered to be at high
risk for A if {i) they underwent chemotherapy and were expected to be neutro-
penic {less than 500 neutrophils per pl} for at least 10 days, (i) they had
refractory disease or were neutropenic and presented for more than 96 h with
persistent fever that was refractory to appropriate broad-spectrum antibacterial
treatments. (i) they had presented with acute graft-versus-host disease
(GVHD) of grade 2 or greater or had extensive chronic GVHD, or (iv) they had
received corticosteroids for more than 3 weeks within the previous 60 days.
Plasma Aspergillus DNA levels, serum GM levels, and plasma BDG levels were
to be measured once weckly whenever the patients were thought to be at high
risk. Each period during which measurement was performed was defined as one
treatment episode. Omission of sampling was permitted unless two censecutive
samples were lacking. Treatment episodes with only one or two samples for each
test were excluded from the analysis.

The level of Aspergillus DNA in plasma was measured using real-time PCR, as
described previously (17). The ELISA for GM (Platelia Aspergillus; Sanofi
Diagnostics Pasteur, Marnes-La-Cosuette, France) and the B-glucan Wako test
{Wako Pure Chemical Industries, Ltd.. Tokyo. Japan) were performed as spec-
ificd by the manufacturers. Each sample was tested twice for GM and BDG, and
the average of the two measurements was taken.

Antifungal prophylaxis consisted of daily administration of 200 mg of flucon-
azole or itraconazole capsules with or without 15 mg of aerosolized amphotericin
B ar 10 mg of intravenous amphotericin B for patients with a suspected history
of 1A. Neutropenic fever was treated with broad-spectrum antibiotics in accor-
dance with the published guidelines (16). Blood samples were used for bacterial,
mycobacterial, and fungal cultures prior to the initiation of antihiotics, When IF]
was suspected, treatment with 1 mg intravenous amphotericin B per kg was
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initiated. During the febrile period, patients were intensively surveyed for pos-
sible sites of infection and causative microorganisms. Diagnostic procedures
tncluded routine cultures of urine and stools, repeated cultures of blood and
sputum. weekly chest X rays, high-resolution computed tomography (CT) scan of
the chest, and, when possible, bronchascopic examinations and open biopsies.

Case definitions. For each treatment episode, a diagnosis was made following
the published case definition criteria for invasive fungal infections from the
European Organization for Research and Treatment of Cancer/Invasive Fungal
Infections Cooperative Group and the National Institute of Allergy and Infec-
tious Diseases Mycoses Study Group (EORTC-TFICG and NIAID-MSG) (2).
with the necessary modification that the plasma GM level was not included in the
microbiological criteria.

Statistical analysis. As described by Maertens et al, (22), we made a set of
different estimates (A/B, C, and D) for the sensitivity, specificity, positive pre-
dictive value (PPV}, and negative predictive value (NPV) of each test, where
different definitions of disease status for an episode were used to calculate these
statistical indexes, since there is an intrinsic uncertainty regarding the true
disease status of LA so that the calculation of these values could be significantly
affected by the definition of the disease status, Estimate A/B defines “proven 1A”
and “probable IA" as truly positive and only “no LA™ as truly negative, whereas
estimates C and D incorporate “possible IFI" into the truly positive and truly
negative groups, respectively. In all of the estimates, “no-IA” episodes were
considered truly negative. Since our cbjective was to validate and compare the
potentials of different diagnostic tests in a sctting where these tests are per-
formed weekly to monitor the development of IA, the positivity or negativity of
a test was defined for each episode, where an episode was considered positive if
at least one sample {method I}, or any two consecutive samples {methad II}
became positive, There is also a practical reason for this approach, The onset and
resolution of an LA episode are not always clear and, indeed, are rather pootly
defined in many cases. Even in proven cases, there might be several febrile
episodes and the onset might be insidious. In this setting, the sample-based
calculation of sensitivity and specificity might be severely biased. In addition, we
determined a proper cutoff value for each test through a ROC analysis, in which
sensitivity and specificity were calculated as a function of the cutoff value, (1 =
specificity) was plotted against the sensitivity, and the areas under the ROC
curves (AUCSs) were calculated, The significance of the difference in the AUCs
of any two diagnostic measures was statistically tested as described abave, and P
values were calculated by the paired method under the null hypothesis that the
two ROC curves represent random samples from similar underlying data for
sensitivities and specificitics (13). Thercfore, the P values can be used only to
compare two ROC curves at a time. The calculated P values reflect the one-tailed
significance of difference between two ROC curves.

RESULTS

Study episodes. There were 149 treatment episodes in 96
consecutive patients, including 9 proven IA, 2 probable IA, 13
possible IFI, and 125 no-1A episodes. Of these, 56 episodes
(38%) were associated with stem cell transplantation. The pa-
tient characteristics and sample distributions are summarized
in Table 1. Nineteen treatment episodes had no host factors.
Ovcrall, 1,251 samples were analyzed by the real-time PCR
assay, 1,233 were analyzed by double-sandwich ELISA for
GM, and 1,243 were analyzed by the BDG test. On average,
approximately eight samples were examined for each treat-
ment episode. The characteristics of the 24 episodes of proven
IA, probable IA, and possible IFI are shown in Table 2. There
were 24 fatal episodes, of which 8 were proven 1A, 1 was
probable IA, 4 were possible IFI, and 11 were no IA. Autopsies
were performed in 14 episodes (58%), including 6 proven IA
and 8 no-1A cases. In the remaining 10 fatal episodes, autopsy
was not permitted by the patients’ families. The 3 proven 1A
episodes were diagnosed based on histopathology of a pharyn-
geal biopsy specimen, a surgical specimen of the brain, and a
skin biopsy specimen, respectively. Although postmortem ex-
aminations disclosed superinfections of disseminated Tricho-
sporon infection and atypical mycobacteriosis in episode | and
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TABLE 1. Patient characteristics

SCREENING FOR ASPERGILLOSIS BY REAL-TIME PCR AND ELISA 2735

Patients with;

Characteristic Total?
Proven LA Probable 1A Possible IFI No 1A
No. of episodes 9 2 13 125 . 149 (96)
No. of deaths 8 1 4 1 24
No. of autopsies 6 0 0 8 14
Age (yr)
Mean 46 47 43 45 45
Median 42 47 40 47 46
Range 19-69 40-53 18-68 17-74 17-74
Sex (no. male/no. female) 6/3 2/0 1211 82/43 102/47 (67/29)
No. with discase”
AML 3 1 5 48 57(29)
ALL 1 1} 4 26 31(19)
CML 0 1 2 8 11(9)
MDS 3 ¢ 2 11 16 (14)
NHL 2 o 0 28 30 (21)
AA 0 0 0 2 2(2)
Other 0 0 0 2 2(2)
No. with allografts 4 2 6 44 56
Duration of episode (days)
Mean 126 92 78 50 57
Median 135 92 57 37 43
Range 36-234 50-134 35-172 11-181 11-234
No. with host factor;
Neutropenia 7 1 8 86 102
Fever 6 1 7 37 51
GVHD 2 2 5 17 26
Steroid 2 1 4 28 35
None 1 0 0 18 19
Duration of neutropenia {days)
Mean 63 10 42 16 21
Median 7 10 18 14 15
Range 0-205 0-20 0-162 0-120 0-205
No. of samples tested
PCR 154 25 146 926 1,251
Mean (per episode) 171 12.5 112 74 8.4
Median (per episode) i7 13 9 6 6
Range (per episode) 7-32 619 4-24 326 332
GM 155 24 140 914 1,233
Mean (per episode) 172 120 10.8 7.3 83
Median (per episode} 18 12 9 5 6
Range (per episode) 7-30 5-19 5-24 2-26 2-30
BDG 158 24 147 914 1,243
Mean {per episode) 17.6 12.0 11.3 73 83
Median (per episode) 19 12 9 6 6
Range (per episode) 7-31 5-19 6-24 3-23 3

@ AML, acute myelogenous leukemia; ALL, acute lymphocytic leukemia; CLL, chronic nyelogenous leukemia; MDS, myelodysplastic syndrome; NHL, non-Hodgkin

lymphoma; AA, aplastic anemia.

# Values in parentheses are numbers of patients. Other values refer to numbers of episodes.

episode 9, respectively, no invasive candidiasis was document-
ed during the study period.

Among the 125 no-1A episodes, 11 deaths occurred, and the
diagnosis of no IA was confirmed by autopsy in 8. The other
three fatal episodes were not confirmed by autopsy and in-
cluded two respiratory failures following chemotherapy and
one case of severe stomatitis following a second bone marrow
transplantation. One respiratory failure was due to bacterial
pneumonia, in which Pseudomonas aeruginosa was cultured
from the sputum and the blood. In the other episode, respira-
tory failure developed in association with rapid tumor growth.
Although no pathogen was identified despite repeated cul-
tures, we could not completely exclude a possible infectious
origin of this episode. The episode of severe stomatitis became
suddenly fatal after the patient aspirated the clot and was
asphyxiated.

ROC analysis. Figure 1 shows ROC curves for each test,
using different definitions of the disease status. First, we ex-
amined the behaviors of the ROC curves for different diagnos-
tic tests by using an “ideal” estimate (estimate A/B), in which
episodes were expected to be most accurately defined. ELISA
has a larger AUC in both method 1 (ELISA, 0.93; PCR, 0.81;
BDG, 0.85) and method II (ELISA, 0.97, PCR, 0.76; BDG,
0.79). To increase the sensitivity for GM, we could more easily
decrease its cutoff value with a small decrease in specificity. In
contrast, a higher sensitivity could be obtained for the PCR
and BD@G tests by decreasing their cutoff values, but this would
be at a significant cost in terms of specificity. When we shifted
the diagnostic algorithm from method I (one positive sample)
to method I (two consecutive positive samples), the AUC for
the GM test was further increased while those for the PCR and
BDG tests decreased, indicating that the GM test has higher
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FIG. 1. (A to C) ROC curves of the GM (A), PCR (B), and BDG
(C) tests for screening for IA, Both methods I and 1! were used. The
ROC curves cbtained by estimate A/B are shown in red, and those
obtained by estimate C are shown in blue, The ROC curves obtained
by method Il are indicated by solid lines, and those obtained by
method I are indicated by dotted lines. (D) Combination of ROC
curves of the GM test (method 1T) and those of the PCR and BDG
tests {method I).

reproducibility than the other two tests. The comparison of
ROC curves of ELISA (method 11}, PCR (method 1), and
BDG (method 1) is presented in Fig, 1D. When estimate C was
applied for ROC analyses, these characteristics of the ROC
curve for GM were partially obscured. In estimate C, a large
decrease in sensitivity shifted the RQC curve downward and
caused a significant reduction in AUC for the ELISA and
BDG test, as expected. On the other hand, the ROC curve for
the PCR test did not significantly change, since an expected
decrease in sensitivity due to false-positive episodes in the
possible IF1 group is thought to be counterbalanced by a gain
due to false-positive PCR results in these episodes. The ROC
curves for the GM test in estimates A/B, C, and D, which is not
presented but is similar to that for A/B, represent extreme
cases, and the unknown “real” ROC curve might be mapped
between these extremes.

Optimal cutoffl value. Determination of an optimal cutoff
value may be somewhat arbitrary depending on the purpose of
the diagnostic test. A loss of specificity may be allowed to
obtain a higher sensitivity, Based on the conventional or man-
ufacturer-recommended cutoff values, an optical density index
(O.D.L} of 1.0, in two serial samples for GM (2, 22), i.e,, 40
copies/m] for PCR and 1 pg/ml for the BDG test, all tests
showed excellent specificity (0.98) in estimate A/B whereas
their sensitivity was generally low (0.64, for GM, 0.45 for the
PCR test, and 0.55 for the BDG test) even in estimate A/B,
with further decreases as low as (.33 for the GM test and 0.29
for the BDG test in estimate C., The current standard for
ELISA (red arrowhead in Fig. 1A) seems to be inadequate, It
could be reduced to 0.6 O.D.I. in method II (red arrows in Fig.
1A), or the criteria for positivity could be relaxed to those in
method I while retaining the same cutoff (1.0 O.D.1) (blue
arrows), without great loss of specificity. With regard to spec-
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ificity, the former may be recommended (P = 0.0334 by Fish-
er’s direct test), which reflects a more leftward displacement of
the ROC curve for method I1. Both cutoff values represent the
inflexion point of each ROC curve, around which the diagnos-
tic efficacy is maximum for both cutoffs. The sensitivity/speci-
ficity and PPV/NPV of the GM test are 1.0/0.93 and 0.55/1.0
for a cutoff value of 0.6 O.D.L in method 1I and 1.0/0.86 and
0.38/1.0 for a cutoff value of 1.0 O.D.I. in method 1. Various
diagnostic statistical parameters in different calculations are
presented in Table 3. We may improve the diagnostic efficiency
by using two or three tests in combination. In our analyses,
however, we could not obtain better sensitivity by combination
use of multiple tests employing much reduced cutoff values
while maintaining high specificity (data not shown). This is also
accompanied by significant delay of diagnosis.

Time interval between the first positive result and the an-
temortem diagnosis. Chronological relationships between the
first positive results of different screening tests, histopathology,
and diagnostic imaging are summarized in Fig. 2 and 3. For the
PCR and BDG tests, the conventiona! cutoff was used, while
the second of the first two consecutive results equal to or
greater than 0.6 or 1.0 O.D 1. was plotted for ELISA. When the
new reduced cutoff was used, the first positive date for GM was
brought forward by a median of 10 (0 to 70, n = 9, mean = 24)
days compared to the conventional cutoff value. Using the
conventional cutoff, only one episode was identified to have a
positive ELISA result before definitive treatment was started.
In contrast, with the new reduced cutoff, the first positive
ELISA result preceded the initiation of broad-spectrum anti-
fungal treatment in seven IA-positive episodes (median, 31
days; range, 2 to 127 days; mean, 28 days). It became positive
51 days before a positive histopathology result (10 to 127 days;
mean, 31 days).

Unfortunately, chronological comparisons between the
three different assays were possible for only six episodes, in
which patients had refractory leukemia and their LA tended to
have a rapidly progressive course as a terminal infection (Fig.
3). In these episodes, ELISA gave positive findings earlier than
{five cpisodes) or at the same time as (one episode) the BDG
test (median, 16.5 days; range, 0 to 76 days). The PCR test was
positive in 11 of 24 1A patients in estimate C. A comparison
was possible in 5 of the 11 episodes, which were also positive
for ELISA, but there was no significant difference in the date
of the first positive result between ELISA and the PCR tests.

DISCUSSION

In this study, we compared the diagnostic potential of three
different laboratory tests used to screen for IA in a prospective
setting, where GM, DNA, and BDG levels in a cohort of
patients at high risk for IA were measured weckly. The statis-
tical parameters of a diagnostic test can be dramatically af-
fected by the predetermined cutoff value, and when there is
some uncertainty regarding the disease status, as in this case,
they can also be influenced by the definition of the disease
status. Thercfore, to meaningfully compare the diagnostic po-
tentials of these different tests, we performed an ROC analysis
for each test by using the same cohort of patients with different
positive result criteria (methods I and 11) and various defini-
tions of the disease status (estimates A/B, C, and D). As a
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TABLE 3. Statistics for some selected thresholds

Method and threshold Sensitivity A/B {C) Specificity A/B (D) PPV A/B (D) NDV A/B (C) Efficacy A/B (C)
Mcthod 1 )
GM (O.D.1)
0.5 1.00 (0.88) 034 (0.33) 0.12(0.11) 1.00 (0.93) 0.40 (0.43)
0.6 1.00{0.79) 0.55 (0.54) 0.16(0.15) 1.00 (0.93) 0.59(0.59)
10 1.00 (0.58) 0.86 (0.85) 0.38 (0.34) 1.00 (0.91) 0.87 (0.81)
1.5 0.82 (0.46) (.90 (0.89) 0.41 (0.38) 0.98 (0.90) 0.89 (0.83)
PCR (copies/ml)
5 0.91 (0.88) 0.43 (0.41) 0.12(0.11) 0.98 (0.95) 0.47 (0.30)
10 0.82 (0.79) 0.60 (0.55) 0.15 {0.13) 0.97 (0.94) 0.62 (0.63)
20 0.73 (0.67) 0.78 (0.75) 0.23 (0.19) 0.97 (0.92) 0.78 (0.77}
40 0.45 (0.46) 0.98 (0.93) 0.63 (0.36) 0.95 {0.90) 0.93 (0.89)
BDG (ng/ml)
2 0.82 (0.58) 0.77 (0.76) 0.24 (0.21) .98 (0.91) 0.78 (0.74)
3 0.64 (0.46) 0.84 (0.82) 0.26 (0.23) 0.96 (0.89) 0.82(0.78)
5 0.55 (0.29) 0,92 (0.92) 0.38 (0.35) 0.96 {0.87) 0.89 (0.82)
I1 0.55 (0.29) 0.98 (0.97) 0.67 (0.60) 0.96 {0.88) 0.94 (0.87}
Method 1I
GM (OD.L)
0.5 100 (0.63) 0.84 (0.83) 0.35 (0.31) 1.00 (0.92) 0.85 (0.81)
0.6 1.00 (0.58) 0.93(0.91) 0.55 (0.48) 1.00 (0.92) 0.93 (0.87)
1.0 0.64 (0.33) 0.98 (0.97) 0.70 (0.64) 0.97 (0.88) 0.95 (0.87)
15 045 (0.25) 0.98 (0.97) 0.63 (0.56) 0.95 (0.87) 0.93 (0.86)
PCR (copics/ml)
5 0.64 (0.43) 0.87 (0.86) 0.30(0.27) 0.96 (0.89) 0.85 (0.80)
10 0.45 (0.30) 0.94 (0.93) 0.38 (0.33) 0.95 (0.88) 0.90 (0.84)
20 0.36 (0.26) 0.98 (0.97) 0.67 (0.50) 0.95 (0.88) 0.93 (0.87)
40 0.36 (0.26) 1.00 (0.99) 1.00{0.67) 0.95 (0.88) 0.95 (0.89)
BDG (ng/ml)
2 0.64 (0.42) 0.91 (0.90) (.39 (0.33) 0.97 (0.89) 0.89 (0.83)
3 0.55 (0.29) 0.95 (0.95) 0.50 {0.66) 0.95 (0.88) 0.92 (0.85)
5 0.55 (0.29) 0.98 (0.97) 0.67 (0.60) 0.96 (0.88) 0.94 (0.87)
1" 0.45 (0.25) 0.99 (0.99) 0.83 {0.71) 0.95 (0.87) 0.95 (0.87)

result, the ROC curve for the GM test seemed to be better
than those for the other two tests.

We previously reported that this real-time PCR for Aspergil-
fus DNA was highly sensitive in vitro and with clinical samples
(17): it could stably detect as few as 40 copies/ml in vitro and
showed a higher sensitivity (797%) than those of the GM (58%)
and BDG (67%) tests. In the present prospective analysis with
consccutive patients, however, these results were not repro-
duced. This may be partly explained by the fact that our pre-
vious study included many retrospective samples. Further-
more, we intentionally selected IA patients and used a higher
cutoff value for the GM test. Although several authors have
also reported excellent sensitivity in PCR assays for IA (5, 6,
14, 34), we cannot directly compare those results with ours
since there were differences in the target genes, methods of
DNA extraction, starting materials, and designs of the PCR
amplifications. Some form of standardization is required to
make an international comparison possible. We used our real-
time PCR system (GeniQQ-Asper) (17) because it is most widely
used in Japan. Severa! authors, including Locffler et al. and
Costa et al., also published excellent real-time PCR detection
systems for Aspergillus DNA (9, 21, 26, 28), and their systems
might produce superior results in the diagnosis of 1A, which
should be addressed in future studies.

As a diagnostic test, PCR requires more time and more
complicated processing and thus costs more than the BDG and
GM tests. It costs six times {15,700 yen/test) as much as the
BDG and GM assays (2,700 yen/test} in Japan, A spectalized

laboratory as well as an expensive assay system and reagents
are also required. These problems should be addressed before
PCR is widely accepted as a standard screening test for IA,
although it still seems to have value in making a diagnosis when
a variety of clinical samples are used (20, 26, 28, 31).

The BDG test has also been widely used in Japan as a
noninvasive diagnostic test for IFT. While it covers wide ranges
of fungal species and may be potentially more useful as a
screcning test for IF], it can cause frequent nonspecific reac-
tions to various medical materials. Three kinds of assay sys-
tems for BDG have been developed in Japan: a chromogenic
assay (FungiTec G test), B-glucan test Maruha) and a kinetic
assay (B-glucan test Wako), but there is still some debate
regarding their diagnostic potential. According to a sample-
based analysis by Yoshida et al. (35), the chromogenic assay
seems to be more sensitive (87.9 and 72.7%, respectively) than
the kinetic assay but much less specific (43.3 and 75.2%, re-
spectively) when the cutoff values recommended by the man-
ufacturers are used. In the present study, where we used a
kinetic assay, we could not obtain sufficient sensitivity even
with the cutoff being maximally reduced, Furthermore, even if
positive results were obtained, the positive results with the
BDG test tended to occur later in the clinical course. The
present result (55% sensitivity and 98% specificity) is consis-
tent with our previous results (67% sensitivity and 84% spec-
ificity) using the chromogenic assay and also with other re-
ports. This seems to be an inherent limitation of BDG assays
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FIG. 2. Number of days from when GM assays become positive 1o the onset of treatment, using a threshold of 0.6 0.D.1. by methed 11 (solid
arrowheads) or 1.0 O.D.I, by method II (open arrowheads), or positive findings on CT. Open triangles indicate the date of positive culture, and
solid triangles indicate when the histopathological diagnosis was made (Px, biopsy; Ax, autopsy). The values in parentheses indicate the number
of days after the onset of treatment. For example, for episode 11, CT showed specific findings 50 days after the onset of treatment and the GM
assay become positive 2 days before treatment. Episode numbers correspond to those in Table 2. Episodes whose GM assays did not reach the
threshold are not shown. For episodes 2 and 9, a CT scan was not performed, and for episodes 7, 8, 10, 17, 19, 21, and 22, the CT findings were
nonspecific and could not be used for decision-making. Each treatment was started at the discretion of the physician, taking into account various
prices of clinical information, including CT findings and the results of GM assays. For Episode &, IA was not suspected and no antifungal agent
was administered. Therefore, the date of death was used instead of the date of treatment onset.

for the diagnosis of IA, although they show a very high sensi-
tivity and specificity for candidiasis (25).

The diagnostic potential of double-sandwich ELISA for GM
has been repeatedly validated in recent large-scale studies (15,
22). However, a direct comparison of the results of different
studies, including ours, is not always easy and in fact can be
quite difficult or impractical. Many factors can influence the
apparent sensitivity and specificity and of course the PPV and
NPV. Therefore, the important point is the way in which these
results should be interpreted, and this depends on the objective
and design of each study. From this perspective, our results are
comparable to those of Maertens et al. (22) but in contrast to
those of Herbrecht et al. (15). The latter addressed principally
the diagnostic potential of the GM test in the presence of an
unknown neutropenic fever or some respiratory signs and
symptoms in cancer patients. On the other hand, in our study
as well as in that of Maertens et al,, the principal concern was
the potential of the test in serial screenings with multiple
measurements throughout the entire period of hematology
care, For example, the mean numbers of measurements per
episode in our study and that of Maertens et al. (8.3 and 11.2
per episode, respectively, with GM measured weekly) are sig-
nificantly different from that in the study of Herbrecht et al.
(5.5 per episode, with GM measured daily or weekly), consis-
tent with the study designs. The difference becomes more

prominent for proven 1A episodes (17.3 and 19 versus 6.8). The
differences in the mean number and timing of measurements
clearly affect the apparent sensitivity and specificity of the
studies. Hence, the apparent statistical values obtained by Her-
brecht et al. are expected to be lower than ours and those of

¥ oM: 061l douth
V PCR: 40 0

¥ BOG: 11_| ¥"“"° Episode 1
V= % | Episode2
Ty B | Episodes
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U ¥ oisoces
g’ Foe . "

FIG. 3. Number of days before death thal each test gave positive
results. Solid triangles indicate the date when GM became positive,
using a threshold of 0.6 O.D.1. by method 1I; open triangles indicate
the date when PCR exceeded a cutoff value of 40 copies/ml; and
shaded triangles indicate the date when the BDG test exceeded a
cutoff value of 11 ng/ml, by method 1. In episode 2, PCR never exceed-
ed the cutoff value. Episode numbers correspond to those in Table 2.
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Maertens et al., but they should provide a better approxima-
tion of the corresponding sample-based statistics, even though
the patient population was more heterogeneous,

According to the ROC analysis of double-sandwich ELISA,
the conventionally used cutoff seems to be too high: our rec-
ommendation is 0.6 O.D.L, and two consecutive positive re-
sults should be taken into consideration. With these new cri-
teria, the GM test showed an excellent chronological profile. It
gave the first positive diagnostic result in 9 of 14 GM-positive
IA episodes and in 5 of 9 IA or possible IFI episodes where
both CT and GM were positive. It preceded the initiation of
empiric or definitive antifungal therapy in seven episodes. Us-
ing the novel criteria, positivity was ascertained a median of 10
days before conventional positivity was noted, and in six cases
the GM test gave positive results only with the novel criteria.
These chronological advantages were not observed with a
threshold of 1.0 O.D.I. by methed II: for episodes 5, 7, 8, and
10, the GM assay did not become positive; for episode 4, the
GM assay excceded the criteria 38 days after the onset of
treatment; for episode 12, the GM assay gave positive results
16 days before the onset of treatment. According to the high
PPV with the novel cutoff criteria (0.55 for proven or probable
IA and 0.48 for proven, probable, or possible IFT) and the early
timing of its positivity, we could bave initiated antifungal ther-
apy in a preemptive manner for episodes 4, 3, 7, §, 10, 11, and
12

Our result does not justify a discontinuation or moratorium
of empiric antifungal treatment based only on a single negative
result in the face of an impending threat of 1A, It should be
stressed that the extremely high NPVs provided here are epi-
sode-based calculations. Sample-based NPVs should be much
lower, especially when patients are at high risk. We could not
exclude a possibility of other IFI. Similarly, PPV does not
always represent the probability of currently having IA but,
rather, predicts the probability that the subject has or will have
1A, In addition, while there was a sufficient number of no-IA
episodes in this study to permit reliable estimations of speci-
ficity and NPV, there is much uncertainty regarding the esti-
mations of the absolute values of sensitivity and PPV because
of the small number of TA patients.
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