The Japanese Soci ety of Allergol ogy

TuraAaF— 42(6),
738 - 747, 1993(3¢ 5 )

AFEH T vy Cry j I OREFER, WEICFEEE

D G MEAEDLETIERT
2) ENAHEFRRE
RYIRULL SN N Lo

BAHKED W B KL—F?
EAMEY BRELY EHFERT
RHBRIFY  FARTD BE B

ZFERTLUSY Cry jIl OBRARISICE T BT LA M, & UYIBILFEHAMEIZ> VT, £
BET7LILTTHSD Cry jIDF N & EEBARET L 12, Cry j 11324/256(= Cry j 11 1219/25( TR ARG
BEERL - REE, REUMOR L 2TEHR L VAR L EBHERICEI LS Cry I 0E (I}, TE¥2100
g Y- N3mg BIEDIFEF—FNEERLIzH, Cry jIIDEIE2.9~14mg & K& (EBHL Tz, Cry
JIE Cryj1 R, B, 7NUH) 13 SDSAEBIZL NFEENE P IgEHF e nEEHEE LAY
Kbnssr, ;L Cry j Il mAb (N26, T27) tDHEEHREI L NFERIFIAT W, Thbb, b IgE
MARDEESERALIE conformational L& % & > TV % L H#TE & 1, N26, T27(3 sequential % 7 3 /B

ERHEL TV EHEINT,

Key words: allergen —— Cry j I —— Cry 5 II —— sugi pollen

LI

AFTEHIER, FERBE2ENCEHEI R 7TV L
F-EBTHHH, TOBERI, 1970F LIESHIC
Wo—&&xLh, RERARMBLR -T2,
AFEBMOTET LK VI, 1983FELK ST L »
CHERES X h, Sugi Basic Protein (SBP) & &%
Sh, ToH WHO ORBEIGE Cry j 1 &FiTh
Twb, EHRZTOH, FELY, RABNTX 5T Cry
JIOHBRROBET, FEXENEZLZLITX
H, 57TFE4~50kDa D Cry j 1l L 3HEMOE S
37kDa @ Cry j U mEEZh, NK¥w7 ¢/ BELF
b, TRLTh20EE, 0RESFEEILT, MEITE
HAEATHAO LHEINIL, DI, MELY
Yo, Cryvjl, CryjllicittsdE /27 a—FAH4k

Received: October 9, 1992
Accepted: March 2, 1993

Abbreviations: BSA bovine serum albumin;
ELISA enzyme-linked immunosorbent assay;
HRPO horseradish peroxidase; Ig immuno-
globulin; mAb monoclonal antibody; PBS
phosphate buffered saline; RAST radioaller-
gosorbent test; SBP Sugi Basic Protein; SDS
sodium dodecyl sulfate

(MAD) LER S h, ME BT AHERELEIZD
FFRCIRRE I hieh i,

BEAEDAFTEMIEDOBEMBE L Cry j1, Cryj
I OWECRIGT S, Cry jlDOHRB B\ Cry j 1l
DHERIGT HMES RH I T3, Lal, 2h
¥C, Cry jIO7VvAY VR, BELEYHAGS
ELISA TOZMH I RTHED, CryjlI2, BLTE
MEBEHTEDRE 7 VA F —ERCEEL TS0
FEE SR T e, SE, BH07 vAF-BET
DERRIEELORASTTCry jI, Cry jlID7 v
N VvERIEERS L, &5, Cry j Il ol
FHMHBELHBSL, Cryjlorzhn bt Li, Cryj
b, Cryjl tRABECAFERFECEEL TS D
ERBE LT E NI,

PR X O

1, A¥TeH

1977 H191F 23T, AF)ll, BE, T,
MEHBIORRERCTER L AFTEN >, FHEZE
T—20CIeiREL 12,
2. AFTEB T Vv AL vOHEE X OYEEL

Cry j U DTBERERNL, BRELVOHELEFOEE

NI | -El ectronic Library Service



The Japanese Soci ety of Allergol ogy

BAEREM

Table 1 Anti-Cry j 1 and -Cry j 1I monoclonal
antibodies used in this study

Specific for | Group mAbs Epltopb(; rri(/:fgnized
Cryj 1 1 013 Conformational

2 029, 065 Conformational

3 026 Sequential

4 027 Sequential
Cry j 11 N26, T27| Undetermined

XTIV, Cryj I ORBBIED LB Lz, EBIT,
B Cry j 1 mADb 065, #1 Cry j I mAbN26% CNBr-
activated Sepharose 4B (Pharmacia #) EE{LL,
FRNENRET 74 =54 —2r=< 27574 —CRHY
L7, BHEIZBSAR2B#EL L Tr— ) —ETHZE
L7,
3. ik

mAb#H Cry 71, Cry j I IZAE L DHEICH
FebDtE—ry bOLDOERFEHLA (Table 1), 7
N—F 1, 7 Ar—7 2 & T % mAbs i confor-
mational 7e =& b — 7 HFTHEL VL LHEEI R, 7
N—7 3, 41Z/B3T %5 mAbs IX sequential 727 I /B
B AR L T D EDRENDLRT D, VI F
RY 7 e —=FAH Cryjl, Cryj Il HAETYTIERTT
#8511, Protein-A Sepharose (Pharmacia #) 12 X
b 1gG B LTHWR®,
4, RARIE

ENHEERERENR, BRBeZ2 L7 var¥ -
B0 CBHEEL0FI, LHE1SHD g e L, Cnjl,
Cry 7 1I 100ng/ml %2041 A\ THIEDD HEHEIZH -
TRl -7, 5 & LT, Hollister-Stier # %L 2 7
M PR 100015 F R 2 A7z,
5, RAST

Cry i1, Cry j 1B A FTEM = 2 & < —
A= g A7 A S, BEEAYHARB L, RAST O
#8122 Pharmacia RAST-RIA % » b X Hv /o, 72
¥, V77vrvADMmE (0.35PRU/mD #EHE Y ~
mEc4 0 7 (viv) WERLEKIDE Y 771 VR
E M7 (0.20PRU/mD & LT, EEHFOPUAEML0.35
PRU/ml L E&BEM & HisLic, EF e P IEICL S
EIE=A 300 A A N N I A N & A VS
FART, TVAF YT 4 Z2D0TRERHVICES
Th YV 77y VY AEMBICLBHEE Y v F01/2L)
TTh ot

739

6. Cry j 1, Cry j Il DRIZE

<=4 7rv7v—1t (Nunc#) wAEBAEEKTSug/
MEZERLLYSFRERI 20 —FAHH Cryj1 H 5B\
EH Cry 7 LA R1000] D12, 37°CIC 3 BRI\ C
B X, 1%y vMmE7Lr73v (BSA) ©7 ey
FUrERBIGEREELRAR L, Cy j 1okt
(%, 0.1%BSA-PBS T#HMR L 7 BEHEEH (0.3~20ng/
ml) B 5y v Fa100ul 28 Cry 5 1Bz,
CT2lMA vF 2=+ Lk 0.1% BSA-PBS
T3EEEEIug/mICHFR LI+ F VR v+
HEYV 2 e—FAH Cry I %100ul S0z 7, Cryj I D
BHEH Cry jHERE E A VEH Y F A Y 2
r—F 4L Cry 7 I % A CRBRICIT - 72, BIFECHS
B LIHE « HildE &4 % horseradish peroxidase
(HRPO) B3 A b v 7 + 7 €2 v (Zymed #1) L EE
o-phenylenediamine (FItHiZEH) THHE L, 492nm
TOBRKEZREL CHEE LK,

7. Cry 71, Cry j DB, B, 7A %Y, sodium
dodecyl sulfate (SDS) LI

BALFE  100ug/ml D Cry j 1, Cry j 11 %#100C,
104, 37°C F721356°C < 1 BfElini&E L 7=,

g, 7AhVAE D 100ug/ml D Cry j 1, Cry j1I
ZpH 2%k 4 07 = vEBEEER, pH 70V vEEE
%, pH 9D bV AEEWR, pH 1207V » v iEEEK
IZ—-BpENT L, ok PBS(pH 7. 2w —BrEdT L,

SDS ALEE : 200ug/ml @ Cry j1, Cry jILICEED
2%, 0.6%, 0.2%, 0.02%» SDS BEE XMz, B
FERIC TG 27,

PR L DOFEBROBIE | EELD X 5 I hE hALE
Lic Cry j1 B3 \E Cry 711 % PBS Thug/ml 125
WL, 50ul/well Fo=A 27 e 7v— b HELTE
AR L (FUEER), Table 1 1/R"¥4 mAb(1~5
ug/mD %50ul/well FoMBEEMIZIMZ, 37CT 28
MG &%, #4& L7 mAb 21000574 L 7= HRPO
B~y 2 Igs THRH L7, e+ IgEHilk & DS
BEDMER, Cryjl, Cryj B2 RTEZEME
% PBS T 4 51 7R L T50ul/well T2 & B A1 hn
z, 37C, 2BEIRIG ¥, MUEBMHCES Lt
FIGE Bk AR A v ESEB e + e88 (Kirkegaard
& Perry #, lug/ml) %X O HRPO g = + v 7 b
TEYVTHRH LR, SO EEEIE, BEED
K= (UBEYy v 7V TORKE - ROUEY ~ 71 TD
WIEE) X100TH bi> L1,
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I. Cry j Il O, BEOLHE

AFTEH LD Cry U R L T 5 &M%
L7, Table 2 1z"d X 51, #itH-v 7 v —» pH
DO.SLNTFTR Cry j 1 R GEEAEHE SRS,
BT AN VHETHEIR, Ny 7y =T, YR,
RBBKFEF PV v A, REBAKR7 vE=v200THh
FHOCTLETA I VHETHINIEFRREDONECH -
7o, CryjIl oz, CryjlomHicBTw 5
0.125M REEKFEF M)V Y A TL W I ERHELD LR
7o

0.125M REEKFZF b VY 22X B Cry 71, Cry g
I O E > KERFANCEIE L& % Fig. 1 @R,
60 THIHITIZIEET LT3,

Cry j 1 DREBUZIL, TEM R 2 80% B 7 v € =
v & THEF#, DEAE-cellulose 3 X U8 CM-cellulose
WWEXBA AV Ze< 257 4 — %D,
Cry j Il OBELICERL Tk, Table 31xR7T X 512,
Cry j 1 i¥ DEAE-cellulose IZ(Z—&W%E S, 1M
NaCl TEH L Th+orcBEIRE hish i, Teb
b, Cry INICBE LT, 1 4 v5# cellulose Tkt
Dlerzm= 2757 4 =T 2 Te\ T & AVHBE L7,
% &€ DEAE-Sephadex # fl\ 7o & 2 A, &< BE X
¥, X Hiz CM-Sephadex I%E &h, 0.3M NaCl
%&170.1M PB T Xht. Cry j 113 DEAE-
Sephadex, DEAE-cellulose D\ iz d BEFE I e
hotc, T, DEAE-cellulose, CM-cellulose %
Avs &, Cry j I 2°BE¥ Xh, DEAE-Sephadex,
CM-Sephadex 5 & Cry j 1 &FKIZ Cry 7 11 %

Table 2 Effects of buffer-composition and its pH on the extraétion of sugi pollen allergens

Allergens Amounts of allergens (zg/ml) extracted by
20mM - Tris-HCl 0.125M 0.125M 10mM phosphate-buffered
+0.15M NaCl NaHCO, NH,HCO, saline
pH 9.0 8.5 8.2 7.9 8.0 7.5 7.0 6.5 6.0 5.5
Cryj 1 21.3 21.9 23.9 23.0 18.8 20.4 15.9 1.48 1.09 1.15
Cry j 11 4.34 4.01 4.20 4.82 3.88 1.98 1.35 0.07 0.04 0.09

One gram pollen was extracted with 20 ml of the buffer indicated at 4°C for 2 hours.

Cry j 1 and Cry j II contents in each extract were determined by ELISA.
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35

——Cryjl —tcCryijt

30

15

10

1 1

| |

0 50 100

150 200 250

Extraction time (min)

Fig. 1.
pollen.

Kinetics of extraction of Cry j I and Cry j II from Japanese cedar

Japanese cedar pollen was suspended in 0.125M NaHCO, and stirred. After
incubation at 4°C for the indicated periods, a part of the suspension was harvested.
The Cry j I and Cry j II contents in each sample were determined by ELISA.
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AULESCEER T B Edbhotk, LicdisT
COBESLY Cryil, Cry i T OSBCE, HL Cry 1,
FCry jIImADICY BT 74 =542 m<}F7 3

Table 3 Comparison of recovery of Cry j I and
Cry j 11 between DEAE-Sephadex and
DEAE-cellulose chromatography

Recovery* T4 =I5 WEEEDH?, IRABYD X 512 Mono S
Fractions DEAE-Sephadex DEAE-cellulose H 7 21X B HPLC b ECTH D, Cryjl, Cryj 1l
Cryj 1l | Cyjll | Crvj1 | Cryjll DB Y Fig. 2 2R,
Leak 100 94.6 98.0 27.4 . Cry j o7 vy #
Eluate <0.1 <0.1 14.2 21.0 AR, BEBTco7vAF-EHBBHco0TRE

oo AFTER T, Cry j 1R8I0 Cry j I
535 HARIGORE A Table 4 @Rz3, Cry j 1o
U245, Cry 7 I 1960 BM RIS R R LT,
T Bb25BIR196IiE Cry 71, Cry j 11 OFWE B
RL, S5 Cry j LIz RBEHE, Cry j IcizE
MTHoTe, W Cry jIIICDLRBEHT Cry j 11
A RLAGI 1B RO,
RLABEOMBES S b\ 7 RAST O B#& % Table

*. Percent of recovered amounts against loaded
amounts.

Crude extract of sugi pollen was precipitated by 80%
saturated (NH,),S0,. The precipitate dissolved in 0.05
M Tris-HCl buffer, pH 7.8, was loaded on a DEAE-
Sephadex or a DEAE-cellulose column. The leak frac-
tions and the fractions eluted by 1 M NaCl were col-
lected, then the amounts of C#y j I and Cry j II in each
fraction were determined by ELISA.

Table 4 Allergenicity of Cry j II compared with that of Cry j 1

Case ' ) Skin test* RAST (PRU/ml)
No. Sex Diagnosis - - - - - -
Sugi Cryj 1 Cryj 11 M.D Sugi Cryj 1 Cry j 1l
1| F |AUH# ++ + ++ 105 5.1 8.2 |i 0.21 |
2| F |R + + + 105 12.3 >17.5 | >17.5
3| F |AR # | # | #1112 >17.5 4.6
4| F |AR HoL — 0P =t T 029 1 <02 <oz i
5| M |R + + - 10-3 0.21 0.64 <0.2
6| F |AR + + - i1 <02 il <oz i <02
7| M [A + + ~ il | Toad | 08 | <02
8 | M |AR + #oo L - i 107 27 | 1 6 | <02 |
9| M |ARC + + + 10-5 6.5 a8
0| M |A ++ + 4|10 | >17s >17.5 >17.5
11| M |RC H S L - i 107 1.3 14 |i <02 ]
12| M[RC + + ++ 10-4 1.1 0.75 | 1.7
13| F |[ARC ++ + + 10-* 7.3 10.4 12.7
4| F |AR + + ++ 1073 0.65 0.52 0.91
15| M [AR + + 4+ 10-¢ 3.8 3.4 3.3
6| F |[ARC ++ ++ + 10-¢ 15.0 >17.5 >17.5
17 | F |A AD " i + 10 | 102 | 11 | 032
18| M |A + + + 10 i 0.23 1|l <02 1| o051
19 | F |A R AD,C + + + NT | 21 | 1.6 2.9
20 | F |A ++ + + 10-¢ 17.4 13.7 9.6
21 | F |R + + H+ 10-° | >17.5 >17.5 3.0
2 | F |A ++ + + 1074 1.8 0.51 2.4
22 | F |AC + + ++ 10-5 11.4 10.7 7.9
24 | M |A + + + NT 4.1 4.8 3.3
% | F |U ++ + + 10~ | >17.5 >17.5 >17.5

*20x1 of crude extract of sugi pollen (Hollister-Stier, 10-*), purified Cry j I or Cry j II (100 ng/ml) were
injected intradermally.

# A : Asthma, R : Rhinitis, U : Urticaria, C: Conjunctivitis, AD : Atopic dermatisis,

$ M.D. . Minimum dose of sugi extract showing positive reaction.
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Sugi pollen+0.125 M NaHCO,
! extract at 4C for 2 hours
Supernatant

! 80% saturated ammonium sulfate

Precipitate

l dissolved with 0.05 M Tris-HCI buffer, pH 7.8

) dialyzed against the same buffer

DEAE-Sephadex chromatography (0.05 M Tris-HCl buffer)

Effluent

i) dialyzed against 0.01 M acetate buffer, pH 5.0
CM-Sephadex chromatography (0.01 M acetate buffer)
Eluted with 0.1 M phosphate buffer+0.3 M NaCl

N

Affinity chromatography
using anti-Cry 7 I column
or anti-Cry j II column

N

HPLC with mono S column

10 mM acetate buffer, pH 5.0,
eluted with linear gradient
0-1 M NaCl/10 mM acetate buffer

Fig. 2. Purification procedure of Cry j 1 and Cry j II.
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Fig. 3. Cry j I and Cry j 1I contents in Japanese cedar pollen extracts col-
lected in various regions from 1977 to 1991.

Japanese cedar pollen collected in Kanagawa (K), Fukushima (F), Chiba (C),
Akita (A) and Nara (N)-areas from 1977 to 1991 were extracted with 0.125M
NaHCO;. The contents of Cry j I and Cry j Il in each extract were determined

by ELISA.

4T, RARKGOBREE L —H LT, Cryj
LI X256 D 5 B21FH5, Cry j ILICX17HI 0 % T
Hote, KBHOBEMFELCry jIBITCry 511
O FTIZEBREDE I DRIER T H, ik, Cryj
I oFBCRIGE R LT, Case No. 18041k Cry
JHNOZNEHEERR L, i, o 56T Cry j 11
DR RIGHEE I i, ok, BRR bk

ELISATCry j I DR ERIE L ITEMIEREMF Y
20IHmEL T 5,
hEog#E, Cry j I AFEH 7 vAS Vv EL
TCry j ILAREREETHHZ LHRLTVD,
oI, AFTEMHBRFDO Cry j1, Cry LU DEHFE
1977F 2> B191F I VT, WSl BE, T
MERSIOERECTHEIR LAAFTEN X v lEMEK Y
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Fig. 4. Effect of heat-treatment of Cry 7 I or Cry j II on binding activities to
monoclonal antibodies and human IgE antibodies.

Cry j Lor Cry j 11, 100ug/ml, was incubated at 37°C, 56°C for 1 hour or 100°C
for 10min. After cooling in an ice bath, the treated allergens and untreated
allergens were diluted with PBS to 5ug/ml, then microplate wells were coated
with the allergens. Binding to mAbs and human IgE antibodies was tested.

HEL, Cwijl, CrvjllogEE%s ELISA THIE
Lic, Fig. 3WHER T, Cryj 1, BEH, HE
FEE b BT, TEH100g 72 0 35mg #it & 120F
—EDETH 575, Cry j11122.9mg 725 14mg &,
KESEH LA, FHLT, Cy j 1 Cry j 10K
20%THHD, HWHOTIEHHS0%ITL b EERTE
h, ERTEHRVETHS,

V. Cryj L, Cryjll opBALERWnE B, B, 7
AAh Y, SDSHED Cry 71, Cry j 11 OFRMEA~D
HE

¥ Cry 7 I mAbs 12 Cry j I ~DEEEBLLOE T
Lo, 42007 —F B EINT5Y (Table 1),
LarL, Cry 711 3% mAbs Bl L Tk % 72285t
InTwigw, £ZT, CryjlIH5FLED= =7
TR L LT, WER, LFRABECH TS Cry g
I FoRBEELZENL Cry ] 1 OXh & s
L7z,

a) BULTE BB L Cry j L, Cry jIL &£
A — 7 mAbs ¥ L O A F{EMIE B & MiF IgE Pifk &
DA ELISA THE L 2Bl % Fig. 4 127,
Cry 71 ®37°C, 1hr ALF X013, 029, 026, 0273 X OF
b b IgEHiEE DRI E A BN E S

Drote, LivL, 56°C 1 BEEIAES 5% & v + IgE, 013,
029& DFEBIE TN T N22%, 17%, 12%IcE TR T L
7oy, 026, 027 & OFEEMIZT LA LA L, 100CT10
GOMIETIE Cry 7 10013, 029, & + IgE ~O&E&
A EERbR DM, 026, 0274 DOFEEMHILE -
e KbhTuwiaws, T72H 5013, 0298 X Ok + IgE
PUEDRES T 5L, BEWCKF L TIEE S 5 755,
026, 027D RE|T A= + —FIIWEI N B = & hir
WV, E3TC, 1EEOMBEE LI Cry j I & b
IgE, N26, T27& DfEAE, 13& A EBLL I,
56°C 1 BFRG DI T 0 %, 31%, 34%, 100C1053 D
MIETE0%, 9%, 18% LBECIEU THRESELXE
TEEA,

b) B, 7oA VIR B TARVAELK Cryj
I, Cry j 11 &LHitkE DFEAM% Fig. 5. pH
2~9TD Cry j TAFE-TIX013, 029, 026, 0273 L%
b b IgE EDBEH IR EAEBNTED b
W2y, pH 12TOMEILZ b OHAE~DRKEMEILE
< %026, 027125 LTH60%IETF L, —77,
Cry jI1 TiZ pH 2~12TO ML N26, T27T~D#E4E
MIEbhd Z < REIR TV, b+ IgE #
th & DFEE 13 pH 240 T60%, pH 9T40%, pH 12
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Fig. 5. Effect of acid- or alkali-treatment of Cryv j I or Cry 5 Il on binding
activities against mAbs and human IgE antibodies.

Cry j Lor Cry j 11, 1004 g/ml, was dialyzed overnight against buffers of various
pH as indicated. After dialyzed against PBS (pH 7.2) overnight, binding activ-
ities of the treated allergens to mAbs and human IgE were examined.

Cry jl Cry jli

%binding
75

100

75

50

25

Q.
m
(@]
© W
o
N
[{o]
o
N
[0}

027 IgE
o XN 0.01% 01% D 0.3% 1%
Fig. 6. Effect of SDS-treatment of Cry j I or Cry j II on binding to mAbs and

human IgE antibodies.

Cry j1or Cry j 11, 200ug/ml, was mixed with an equal volume of SDS solution
of indicated concentration. After overnight incubation, each mixture was diluted
to 5ug/ml with PBS, then microplate wells were coated with the allergens.
Binding to mAbs and human IgE antibodies was tested.

T20% KT L, EMDETHRD B ir013, 029k L Ok + IgE
c) SDS s . SDS AE Cry j 1, Cry j 1l D &ZREH Hitk & DFEETH - T, 026, 027, N26, T27& 0iEE
k& DS % Fig. 6 1”1, SDSBEICEKAL L TH R T, 026, 027~ &ML SDS IBEICIKTF L
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TEALTWVS,

DL EoggEE, 013, 029 (ZAr—-71, 2) BIV
BRI b IgENBRoXEr0EET 58420, con-
formational 7c#EETH A 5 = &, 026, 027(7/ -7
3, 4) OEEIAOREEIT sequential 727 ¢/ BT
FIThHHH ERmBL TR, MELOWEYLF
Bl 72, Cry j I LoREREZITBICIIES
235, pH, SDS B TH S,

N

SEDOT7 VAF-BETORARIEDORBEIZL D,
Cry jIIDNCry j1 ETBATAFIEHOEENRT v
NV DOEDTHB T EDIn vivo THEID b
7o, GBI CryjloBs L) 22y —ThHY,
Cry jIUIEEBX Cry jIEEDL 20 H1/5BETH 5.
Cry j IBBHEED Cry j UBHEERE ERl- 03 £ 0
e EtEbhs, L, Cry i HoGERER T
B THY, Bk, Cryjl1EER, 53747 ) THERD
THEEEO S bIIER»bBEH IR TL 5, BEEE
DBRKENE T A I VI >T 2V L HEETD
E, Cry j N ATEMBRAEROERCESCBEEG LT
BEEbRL, TUAXYEENEL T, BHED
pH THES I S W BEERAH I WT &
N2 7O T7T LAY VTHEEHR TV
7“)9)—11).

fsds, A FEEGE RIS LA RGBS 2 7Rd
h bbb, Cryvil, Cyj I EECEREZRL
T 16 GERI 4D BE I hvic, AFTERIC Cryj
L CryjNAD=AF =7 vAYvDFEETDHE
ELRBEIND, HOTHRT vy v HEOBREN
DLEREIERH IR, B Ih TV 50, AFTEH 7
VA OERERELT, 2l Eb Cyil CryyJ
UA—EEU LS LERHLEBbRS,

AXFEHMER PO Cry j 1 TRIREFE, BE
B HRE BE—BTHDOIFL, Cy j IEE
BEEHKE L, BRA—MOENLLR, BHIIR
BHThD, DT VvAF VYN, HABREEY LD
&, TOEBERNMRACBE I T 507
Cry j 1, Cry jILic o THIEMIC BT 5 EBHRE
BB LM IRANE, Cry I EE20EHOER H
mhhb L, ok, Cry j LITWE~<27FT—1 Y
7 —EEERD B, Cry j I EFOFE®SGC

EMNEBIRTWS (BR, RFEERT — %),

fEx oBILENEY L CEREEYEL e
72Cry j L, Cry jI1 &, et gEHifABSIOREAD
mAbs L DFEEMERET LA, Cry j T IKBAL T,
MELWDOHE L K LALHBELNEOHR, 74—
1, 2 ®mAbs ¥ X 8 & t IgE #i 1& (X confor-
mational s = v F = SIS THELHEI N, 7
V=73, 4D mAbs X T HEEHI T hOLE
THERIFREIRTED, 0260 Cry j IO N KXmr &
L7 WA RS L, 0271, ~7F F NAGV-
LTCSLSK ¢RI T5 E0MEYEFBEL L, T,
026, 027&L DFEEMHS6C, Ihr WEBTEH LT &
i, Th bOmAbsD AT H = -7k
cryptoantigen TH A 5 EHE L2 B LD E A
YETLLOTHS, Cry j T BEALTE, BbhT
WBH mAb BT, Land N26& T27T0R#E =
P =7 R—HEELTAHDT CREXT —4) L
WETREL I T Tew s, SEORETIE, =
D20 mAb DFEE T HERALIE, 56°C 1 KgfE 0 InZEh
TEMETZY, B, 742V ABCIEETHHDT
Zh b 2%D mAbs it sequential 7s = v b — 7 H R
BL D EHEIND D, BE LIEE A1 confor-
mational AT HLEBETH B LEbbhs, Cryjll
D e + IgE HifkE A B4 1% conformational 7o i & %
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IMMUNOLOGICAL AND PHYSICOCHEMICAL PROPERTIES OF Cry j II, THE SECOND MAJOR
ALLERGEN OF JAPANESE CEDAR POLLEN (CRYPTOMERIA JAPONICA)

Manami Sawatani?, Hiroshi Yasueda?, Kazuo Akiyama?, Takao Shida?, Yoshifumi Taniguchi?,
Mitsuko Usui", Shunsaku Ando?, Masashi Kurimoto? and Tyoku Matuhashi®
U Hayashibara Biochemical Laboratories Inc.
AClinical Research Center for Allergy and Rheumatology, National Sagamihara Hospital
9 0kinaka Memorial Institute for Medical Research

Cry j 11, the second major allergen of Japanese cedar (sugi, Cryptomeria japonica) pollen was examined for the
allergenicity by intradermal test and RAST. Nineteen of the 25 allergic patients examined, showed positive reaction
to the Cry jI1. Contents of Cry j I in the extracts of the pollen collected in various regions from 1977 to 1991 showed
yearly variation ranging from 2.9 to 14 mg/100 g pollen, whereas the amount of Cry j I in the extract was
comparatively stable at about 35 mg/100 g pollen. Physicochemical treatments of CryjIand CryjII suggested that
specific human IgE antibodies and some mAbs bind to conformational epitopes which are denatured and destroyed
by certain treatments.
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