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FACS : Fluorescence Activated Cell Sorter, D’MEM : Dulbecco
Modified Eagle Medium, PMSF : Phenyl-methyl-sulfonyl fluoride,
PBS : Phosphate Buffered Saline, PFC: Plaque Forming Cell.
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Table 1. I-J* suppressor T cell hybridomas

were classified into 3 groups with
different functions.

activity cell line
antigen specific 34s-18
suppressor T (Ts1) 34s-704
111
antigen non-specific 34s-44
suppressor T (Ts2) 34s-15
acceptor T cell (Tss) 34s-281
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Fig. 1. Absorption of non-specific activities
in anti-I-J® antiserum (B10. A (BR)
anti-B10. A(3R)).
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n.d. : not done

Fig. 2. Specificity of anti-I-J® antiserum and
selective expression of I-]J subregion
gene products on T cell hybridomas.
Absorption of anti-I-J? antiserum wi-
th I-J* haplotype cell populations
(C57BL/6 or B10. A (8R) spleen ce-
lls) removed antibody activity agai-
nst T cell hybridomas, but not with
I-J* haplotype cell populations.
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Fig. 3-a. Cytotoxic activity of anti-I-J* anti-
serum absorbed with antigen-speci-
fic Ts hybridoma (34S-704). The
antiserum absorbed with 34S-704,
which did not react to itself, still
remained cytotoxic activity against
non-specific Ts or acceptor hybri-

doma.
Target cell function % cyto£oxicity
st I o
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Fig. 3-b. Cytotoxic activity of anti-I-J* anti-
serum absorbed with antigen-speci-
fic Ts hybridoma (34S-18). The
antiserum absorbed with antigen-
specific Ts (34S-18), which still re-
mained cytotoxic activity against the
hybridomas with the different functi-
ons, did react to the hybridomas wi-
ththe same function (34S-704, 1L1).

IR

HOFEL ZORBEME, TR FhOREMEEEY L

Uic B E EiE BRI T,

Fig. 3-a, Fig. 3-b IR X 9 1T, FLESEEATIIHIE
ek bLoWIBakE (34S-704 B B\ X 34S-18) TN L 7=
Ba, F—ERe%d boMpask (34S-704, 34S-18, IL1)
b S MMEEE T R bR 2, BEER BRI Lt
RIS RGBT S OoMBEE (34S-44, 345-15) &
BV acceptor T #MEME (34S-281, IL5) izxtd 54
MEEEMEE, Zlebhihofk, RBROBRE, T
I-PfniE %, FURIEFFROIHIBEZ L oMfalk (34S-
44 B BV iE 34S-15) TR L7=Baic bE iz (Fig.
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Target cell function % cytotoxicity
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34s-84 non-specific ﬁo
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Fig. 4-a. Cytotoxic activity of anti-I-J* anti-
serum absorbed with antigen-nons-
pecific Ts hybridoma (34S-44). The
antiserum absorbed with 34S-44,
which did not react to itself, still
remained cytotoxic activity against
specific Ts or acceptor T cell hyb-
ridoma.

Target cell function % cytotoxicity
sers e | »
e e
ORI
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Fig. 4-b. Cytotoxic activity of anti-I-J? anti-
serum absorbed with antigen-non-
specific Ts hybridoma(34S-15). The
antiserum absorbed with antigen-
non-specific T's (34S-15), which still
remained cytotoxic activity against
the hybridomas with the different
functions, did not react to the hybri-
doma with the same function (34S-
44).
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Lik g, BOLJP fiyER, 34S-704 L 34S-44 DOWEF
TS B &, 345-281 L L RS LR B5Z LoD
FHErshie (Fig. 5-b),

Target cell function % cytotoxicity
_ antigen

34s-704 specific Jo
- antigen

34s-44 non-specific JO

34s-281 acceptor 0

Fig. 5-a. Cytotoxic activity of anti-I-J® anti-
serum absorbed with acceptor T cell
hybridoma (34S-281). Absorption of

~ anti-I-J antiserum with acceptor T
cell hybridoma removed antibody
activity against both antigen-specific
Ts hybridoma and non-specific Ts

hybridoma.
Target cell funcétion % cytotoxicity
antigen
34s-704 apecific ]O
_ antigen
34s-44 non-specific o
34s5-281 acceptor 0

Fig. 5-b. Cytotoxic activity of anti-I-J® anti-
serum absorbed with both antigen-’
sepcific Ts hybridoma and non-spe-
cific Ts hybridoma (34S-704, 34S-
44). The absorbed anti-I-J? antise-
rum lost antibody activity against
acceptor T cell hybridoma.
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Kz <, WIhCHfEESHERT 2 » 2R~ T
DFERIL, Fig. 6 iRT X 91T, HEFFREHT /L

materials added

cojumn to the culture

anti-ONP IgG PFC/culture
S
anti-1-a°

Effluent Eﬁ
absorbed with
3s5-708  pyiate _
anti-I-J

i
Effluent
absorbed with

b ;
34s-44 Eluate E l

I

1000 2000 3000
W TsF from 34s-704
3 TsF from 34s-44
Fig. 6. Distinct I-J molecules expressed on
suppressor T cell factors with diffe-
rent functions. The absorbed anti-I-
J* serum with antigen-sepcific Ts
hybridoma (34S-704), which did not
reactto the antigen-specific suppressor
factor derived from 34S-704, still re-
mained antibody activity against the
antigen-non-specific suppressor factor
derived from 34S-44. A similar re-
sult was obtained in the case of ab-
sorption with antigen-non-specific Ts
hybridoma (34S-44).
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BEREohi, 51T, Fig. 6 ICFET IO, ThbD
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1] BETEDCHEERD S Z Lidbholz,
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on DBEDFHEIL L5F[REMELH B, Ebbitksd

Table 2. Two distinct antigenic determinants on functionally different hybridomas
were detected by anti-I-J® antiserum (B10. A (6R) anti-B10. A (3R)).
I-J product on the T cell hybridoma with antigen-specific suppresson
activity was different from that on the T cell hybridoma with non-specific
suppression. Acceptor T cell hybridoma had I-J determinants, which
were found on both antigen specific and non-specific Ts hybridomas.

cytotoxicity of absorbed anti-I-JP with

Target cell lines

spzréitfli%e’rll‘s iggligzciﬁc Ts acceptor T
antigen specific 34s-704 — + —
suppressor T 24s-18 - + -

| 1L1 - + ~
antigen non-specific 34s-44 + - —
suppressor T 34s-15 + — -
acceptor T 34s-281 + + —
111 + -+ —




L] BETEDORZFHSIRE 119

OB, THHEERTOMEN,, HB2NEEET LT

DENE E-RhER6R2vD, wTFhict X, EBiErE
A THEERE SRS 1] BFERC, IR
MEOMEBERLWE SN LiX, ZoEE EoERE
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SUMMARY

Heterogeneity of the I-J encoded products was
investigated on I-J* T-cell hyridomas with differ-
ent functional activities. Functional assays of the
factors derived from several hybrid cell lines en-
abled the cell lines to be classified into 3 groups
with different suppressive activities; a) hybridomas
with antigen-sepcific, I-J restricted suppression.
b) hybridomas with antigen non-specific, I-J non-
restricted suppression. c¢) hybridomas with ac-
céptor site for antigen-specific suppressor factor.
Suppressor factors from both specific and non-
specific Ts hybridomas also poésessed I-J encoded
determinants. Structural differences of I-J gene
products among the hybridomas were studied by
using the absorption of anti-I-J° antiserum with
functionally different I-J* 'hybridomas. Different
determinants defined by anti-I-JP antiserum were
found to be expressed on hybridomas with differ-
ent functional properties. Serological analyses of
the I-J bearing factors have also shown that the
I-J determinant on the antigen-sepcific factor is
distinct from that on the antigen-nonspecific factor.
It is, therefore, suggested that there are at least

two structurally different I-J molecules defined by
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the alloantisera.

2

As the specific factor has the

H-2 restriction specificity, while the non-specific

factor acts across the H-2 barrier, the structural

differences of the I-J determinants on the two

distinct factors may reflect the functional differ-

€nces.
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