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Fig 1 — Spectrophotometric profile at 280nm of A. kalrae CFA in Sephadex G-200 chroma-
tographv. Immunoplates were coated with the fractions and incubated with polvelonal an-
tibodies anti-A. kalrae, followed bv anti-rabbit 1gG peroxidase conjugate, ortho-phenvlen-
ediamine substrate and read at 492 nm.

in Sephadex G-200 for CFA antigens (Fig. 1). Molecular mass (MM) of the
two positive fractions was estimated as being higher than 200 kDa and lower
than 100 kDa based on the exclusion volume. There was no recognition of the
second peak of Sephadex G-100 and G-200 chromatography in both CFA and
SA by ELISA or WB. The results of WB showed that polyclonal antibodies
recognized innumerable bands, of which the most evident in several samples
were those of high MM and others of lower MM (105, 80, 65, 55, 43 ¢ 35
kDa), being the profile differentiated in respect to the antigen preparation
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Fig. 2 - Results of western blotting with polyclonal antibodies anti-A. kalrae. Samples: Al)
(F4 Bl) 84, 2) S'ephadex G-100 chromatography. 1* peak fraction; 3) G-100 intermediary
Sfraction; 4) G-100 2" peak fraction; 5) Sephadex G-200 chromatography: I' peak fraction;
6) G-200 intermediary fraction; 7) G-200 2 peak fraction, in respect to CFA (A) and SA
(B). MM= molecular mass standard.
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Fig. 3 — Analvsis of hemolytic activity. Samples, in duplicate, from pure and diluted in series
(172, Y% and 1/8): CFA (A) and SA (B). Controls: negative (CIl and C2) and positive (C3 (o
o).

(Fig. 2). Immunodiffusion showed two lines of precipitation and the analysis
of hemolytic activity resulted in lyses of the sheep red blood cells after incu-
bation with CFA of A. kalrae (Fig. 3). The results suggest that the fungus can
release a component with hemolytic activity. It could be one new virulence
factor of 4. kalrae. Further studies of characterization of immunogenic com-
ponents may contribute to the diagnosis and studies of virulence factors and
thus with the best understanding of pathogenesis of disease caused by fungus
A. kalrae.

Conclusions

From these results it can be concluded that: a) the two main components
of fungus 4. kalrae can be better separate by Sephadex G-200 than G-100
chromatography; b) the SA preparation presents a higher number of antigenic
and immunogenic components than CFA; ¢) the fungus seems to release a
component with hemolytic activity.
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www.ncbinlm.nih.gov/sites/entrez) THi% L T
(3L,
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A M=) L (Penicillium
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3 o FEA LA 2 o0 Ol A
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fo Wi EE R T, PR A RS, MY
Bk e ASHLE T TVWSE, L
ML, FREETRTHALFNHF—-FLAXL3
<, DNA il D & TH O BV 25IEH (2 fEfR
ChDTeh, WM HST A L iERY

VAo 7
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o

F? oy S F RO E, UK
2007 6 H 1 H & &= /5@ 1
R 30D 3D AR SE R B O BTN Z 0w
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TwhH 2, EHRBNEROGEREA D Ty
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OHBE (B AL 88T 5 L DNA A s
NAEDTHEIR )% ki"omjuﬁ FiibIZX 5

DEE, ERla= A
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WHEHEE L TIETH 5.
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SiEECFEEDf R E
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JEE BT SN LMMAZ Lok 212, HiBHAYEE K
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M, =4 207 L AICEDE MM E 7213541
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lal 35 7% & OIS W L & LT & R it i3 1%
v il BEIREEA S o SR XD B
T EBhAERTE L TIRA D Z &75*‘”& L<. BEIE
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| BAREBCREE (BEARUIAE RAE EOf

| Coccidioides immitis

| Blastomyces dermatitidis
 Histoplasma capsulatum®
Paracoccidioides brasiliensis

Penicillium marnefTei

| Candida famata*

1 Candida glabrata

. Candida guilliermondii

i Candida krusei

i Candida parapsilosis®

: Candida pulcherrima

| Candida trapicalis*

Cryptocorcus albidus®

| Rhodotorula spp

Trichosporon beigelii

% Trichosporon cutaneun

| Trichosporon domesticum®

| Trichosporon puilulans

E'.l richosporen sp. %% &

!
CHEEO R,

Wiz b

DD ) 2SER ) B EEREAICE L, MEEND 5T
gtz VW IERLE->TOHMEO 2HEREHENT
HE AL 2 F5EM i TR
MgE] E LTHREESN, BRLREORITHIO L DEL
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RETES, EBENFORERTRABICHEAERT

NOGEFHIEREN, KTGET
D@L IE EMIE S  DEKOREEFDOONRKY
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BRSE 7-id0RAFE, EREY umTHE (B1). XED
SEb TS, eRYRavT)OREHTEVD
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| Chrysosporium sp.
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| Cladophialophora bantiana { Lagenidium sp. (L. giganteum)
1 (Cladosporium trichoides |5 %) : Lecythophora hoffmannii*

| Cladosporium trichoides | Paecilomyces lilacinus

Curvularia lunata | Paecilomyces sp.*

Exophiala dermatitidis® : Paecilomyces varioti

Exophiala jeanselmei | Penicillium sp.*

Exophiala spinifera | Pythium insidiosum

! i i
iPrototheca spp

| Pseudallescheria boydii

| Fonsecaea pedrosol

i Hortaea werneckii*

‘ Ochroconis gallopava !Rhmosporidju.'n sp
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| Schizophyllum commune®
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M

306

—a4h —

©1 eZX+75ATERER Histoplasma capsulatum OB
3
£ RENBREORBEPICRONMERME (FLYRE,
X 400)
5 ERLTEONESRER (57 72/—V3bY
T —EERE, x 400)




[ 2 k7 F ACTAE O R 0D | fF

Kok &

HERHRR AT LB FRRIC L D BTN TV S
RHE NBETO LTI, JBETLRITLTY
F= BORMEAOFER H. capsulatum var. farciminosum
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TiERIM 2 B SN TLS (-'_)
St T g S T b Y | P v T = ILFRGEEAD R
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