FRTAEEREERATHEL G 0F (ATL)
ORETREERY b1 RIS AR

B orihifkr AW 2HTLV-1®DenvEHgp46 D

DR & D AT

FERHNe, Mhibe, BEZH. FHERE TRFHE. Ak &

Ef CHTLV-IDY 2 Y ¥F ¥ b env-gpd6Hi/E, KU HTLV-1 B AEMAREE D O 08 L 72 native
env-gpd6BENCH T HEE 5D T » MRy AH Y O U HARER L, TROHKOREE
FHAR L U Western blot(WB) QRS X, HTLV-1 D gpd6ICiERITH o 7z, FEFEHEL
72 REY-7% 1M X T 6 MOHAD gpd6EH AT F F & @ﬁﬁﬁﬁ%*ﬁ% LizkZah, NEREARS
175—199NX7F F L FsT 5 b D 2 F, 2532820 7F F LR A b0 2, 288—317MD~<
FFFERETHALDIET, BRYD1BRIASEAVATF PR ERRIEL 2D o7

ILTMOR-2 #H2 & Molt-4H3 & DHIRBAICH L. SO B OV HEOW TR BIETE 2o

Al

HM LUEE  HTLV-L, env-gpd6, B 7 0 VHifk
e /5 | REY-11 R UN- 1650 REAE B D AR
DT B L7 REY-THAERELR LT
Hotre MET-2HifkIZV 22 ¥F ¥ benv &
B N-147912 & 5 T8 L7z BALB/c Y7 A D
PR & SP-2/0 % v A Iz —<HIfE L D
A7) F—<vBELEHRATHo 720 REY-30L
MET-3#ifkid, MET-28iE7 74 =74 7
ATHB L7 gpd6BEH THRIE L7, WKA/H
7v b & BALB/c DRMifE %, Th TR,
YB2/O MM F /23 SP-2/0 Mifa Lt G S ¥ 5
e X o TRINA T F—<HROHHFT
Hotz(F1)
R DIF BIC X BT (£2)  HTLV-T &%

¥R 4, HTLV-I-proenv-VV &3t HeLa #FED
TR 2 M & CRBHE O U AR H M 7z9s,
HTLV-1\CBE D 2 W & RS L& 20 726
MET-2LMDHif413 MT-2% HUT10241H2 T it
FEERA S ) — VEEMBEOWTRTHE
HICH T 572, MET-2hUR IR EE M Tk
R Led oz,

2)WBHKIC & B0 ; £ 1LIRLHED
HREY-30LM DA IIHEEE D REY-TICH$
HHEY L FMR Y — %R L7z REY-30
PifkiE MT-2% PUE & L7235 6& gpbBHE £ 1%
WL zd o, ZOMOKEEMIRZRY SHEBOR
HLiZEFALTH -7,

a : JbB k2 4 %5 (Dept. of Immunology, School of Hygienic Sciences, Kitasato Univ.), b :
BTk A4 )V ZFF (Inst. for Virus Res., Kyoto Univ.), ¢ : E3L#4%A & >~ # —(Nat. Cancer Center
Res. Inst.). d @ FBREH+FMIAE+L > ¥ — (Fukuoka Red Cross Blood Center)
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#F1 Monoclonal antibodies prepared in this study

Animal Strain Immunization | Booster mAb Ig class
Rat Lewis WR-proenvi® | N-147° | REY-7 19G2,
WR-proenvl N-147 REY-11 19G2,,
WR-proenvl N-147 REY-16 19G2,
Mouse | BALB/c | N-147 N-147 MET-2 1gGy
Rat WKA/H | gp*®° gp*® REY-30 | IgG
Mouse | BALB/c | gp*° ap*® MET-3 19Gi

a Recombinant vaccinia virus with HTLV-I env gene.
b Purified recombinant HTLV-I gp46 antigen expressing C-terminal

half 147 amino acids of the gp*°.

‘¢ gp46 antigen purified from cell and virus-free culture
supernatants of HTLV-I producer cells with MET-2 IgG affinity

column.

2 Cell specificity of mAb reactive with HTLV-1 gp*® as determined by
indirect immunofluorescence assy

Reactivity of‘ mAb

Rat IgG mAb Mouse 1gG mAb

Cell REY-7 REY-11 REY-16 REY-30 MET-2 MET-3

HTLV-Il-bearing cells
MT-2 ++ +
HUT102 + +
ILT-MOR-2 ++ +

HTLV-I-negative cells
Molt-4 - -
HPB-ALL - -
CCRF-CEM — -
TALL-1 - -
Raji — —
Duadi - —
HPB-NULL — -
K-562 — -
PHA-PBL(n=3) - -

Hela cells infected with:
WR-proenv-1 + +
WR-gag - —

H +H + +
H + + H
H H + +

%ive and fixed cells were examined.
MET-2 did not stain cell membrane.

3)gpdb6 T EENATF N L DREHE(E 3)
FRIIRLIBADEEARTF FEa-L
724707 b— & Lt-4(5 tax 1348,
TA-21(¥L gp21¥i4k) B3 RIZ L C. &HifEo
RISt #<7z, 6 OFLED ) H MET-272
FRIZITHWZWTRORTF FEIRRL
Lotz

4)ATL BZMFE & OFARE ; REY-7,
MET-3i3 8% M2 & ) TCL-kan FfLE % |
BFLDTBEL - gpd6 2R E LA, 20
AN ATL BEMECHIE S, Thbii
FTRRSNLHRREEIBERAICL 5T
HBBBMINTVWAZLERLTVA,
5)HTLV-1 @& Bk R IG ; ILT-MOR-2#fa &
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%3 Mapping of antigenic determinants recognized by anti-HTLV-I gp*

mAbs with synthetic peptides by ELISA

46

21

20-49 89-115  175-199 253-282 288-317 350-386  400-426  458-487
REY-7 0.000 0.000 0.372 0.000 0.005 0.001 0.000 0.000
MET-3 0.000 0.004 2.548 0.000 0.006 0.000 0.004 0.122%
REY-11 0.000 0.001 0.000 0.025 0.005 0.001 0.000 0.000
REY-16 0.000 0.000 0.000 0.376 0.002 0.000 0.000 0.000
REY-30 0.000 0.001 0.000 0.000 0.845 0.001 0.003 0.000
MET-2 0.000 0.003 0.000 0.000 0.002 0.000 0.004 0.000
Lt-4 0.000 0.004 0.001 0.004 0.004 0.001 0.002 0.001
TA-21 0.000 0.003 0.000 0.002 0.004 0.002 0.003 0.001

mAbs(1: 10 diluted culture supernatants) were reacted with various synthetic peptides (500 ng/well) at
37 Cfor 2 hr. Bound mAbs were detected with peroxidase-labeled anti-mouse

or rat IgG.

"a Non-specific binding, because the unlabeled peptide, 458-487 could not inhibit the binding of MET-3.

Molt-45ifa & O E TEMRIFE AT D 6 57,
ST B HAOHIEES ¥ BB L7

ATL BEMFE W HILEESRBO b hzigh e
b, AEE SN 6 EoBRIZ WD IR
HEFL LD o,

Z% I HTLV-I-env ZH gpd6 T 57 » b
BT ZAOE 7 O VHE 6 EICOWT, #
DEFERERET L. ShHHAEETT,

HTLV-1 B4} % HTLV-I-proenv-VV %
MBI 3£ @ env-gpd6 & H & HEMEDH HEH
B L7z ZThOHEARET SR EE
& HTLV-T-env #iE L OBE IOV THND
72012, BIED gpd6 BB OEFEHATFF
REEL, ik oRett Rz, 5EoObk
i3 gpd6BHOP RSP S CRFHF ) OFWH DN
TFFEREL, 1BEIRARLRTF FOWT
NEBRIBLad ol RTF FLORIEHD
Btk 2 pufk & HTLV-1 @A HIE KIS A58 0 5
N ho 2Bk, T o HAEODBIAA
HTLV-1 ORRGICHE oML e R 2D L0

WhetdHh b, Fa ORFELSHC Y PR
b EYOE 2 0 L HROERIEE SR Tw

Ao LBL, FROLDHEEFERXBVTDH
HTLV-1 RS THIE RO b h Tz,
ATL BF117% 212 HTLV-1 A RIEEED S
AT, LW EEEOE S 0 L HEOERAL
EThb, SROETHELfikt AT
HTLV-1 ZWEORE & &2 TORF AT
rLEbhs,

STk
DF#E i, He B, S8 FF, 3%
2 1 D HTLV-1 D env & H gpd6iC T 58 7
U ik BEAEALGRERE, BRATHARA
% (ATL) OB FRBEP5 LT T 553 —
—BRM63 A E S, ppl53-155, 1989

2)Palker, T. J., et al. | Mapping of immunogenic re-
gion of human T cell leukemia virus type I (HTLV-I)
gp46 and gp2l envelopeglycoproteins with env-
encoded synthetic peptides and a monoclonal antibody
to gp46.
J. Immunol., 142, 971-978, 1989.

3)Ralston, S. et al,, : Identification and Synth-
esis of the epitope for a human monoclonal anti-
body which can neutralize human T-cell leuke-
mia/lymphotropic virus type I. J. Biol: Chem.,
264, 16343-16346, 1989.

— 137 —



Preparation and characterization of monocicnal antibodies reactive with human T cell leukemia
virus type-1 envelope glycoprotein gp*.

We have prepared five monoclonal antibodies (mAbs) reactive with HTLV-I gp46 antigen from rats
and mice immunized with recombinant HTLV-I gp46 antigens and native gp46 purified from HTLV-I-
infected cells by an antibody-affinity chromatography. Reactivities of these new mAbs and previously
reported anti-gp46 mAb, REY-7, were characterized by immunofluorescence, Western blot and ELISA.
These mAbs except one specifically stained cell surface of HTLV-I-bearing cell lines. By using various
synthetic peptides deduced from the HTLV-I envelope amino acid sequence, epitopes recognized by five
of these mAbs were mapped to the amino acids 175-199, 253-282, 253-282 and 288-317. One mAb
did not react with any peptides used. These mAb did not inhibit Molt-4 cell fusion mediated by HTLV-
I-infected ILT-MOR2 cells.
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BEHTFX A b OCRGEEZMXTERYIMER ﬂ
BXO—8BTIH. BREOBRATEENEThIRANBYET

THTLV- env-gp46 HTLV-
nativeenv-gp46 5
Westernhlot(WB) HTLV- gp46
REY-7 6 gp46
N 175-199 2 253-282
2 288-317 1 1

ILTMOR-2 Molt-4



