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6195

DELTA-9--TETRAIYDROCANNAB INCL ¢ A NOVEL TREATHENT FOR
INFLAMMATORY DEMYELINATION B. Elkin, W,D, Lyman, C.F.
Brosnan, and M.B. Bormstein. Albert Einstein Gollege of
Medicine, Broax, RY 10461,

Delta-9-tetrahydrocannabinol {THC) has anti-
inflammatory and immunosuppressive effects. Fxperimental
autcimmune  encephalomyelitis (EAE), an  inflammatory
demyelinating disease of the central nervous system (CWS),
serves as a medel for multiple sclercsis (M5). Previcus
studies showed that THC administered prophylecticelly is
effective in preventing the full-development of EAE. We
now report that THC suppresses BEAE if given after
sensitization and that it sigpificantly reduces (NS edema
and inflammation. Rats inoculated for EBAL were treated
with either THC amulsified in sesama o0il and water
{vehicie) or with vehicle alone, cowmencing 1, 3, 3, 7, or
¢ days post-inoculation (DPI}. Animals were evaluated
neurolozically daily. To study edema, 23I-labelled
albumin was injected 10, 11, or 12z DPI. These animals
were gsacrificed 24 hours later and ede=ma was determined by
quantitating exudation of radiolabel. Inflammation was
quantitated by light microscopy. Results showed that THC
treatment commencing as late as 7 DEI: (1) delays the
onaat of clinical signs of EAE (Vehicle 6.5 and THC 12.5
DPI)y (2} reduces clinical sawvarity (Vehicle 5.2 and THC
1.8 clinical acore); and {3), suppresses cdema and
inflammation. Further studies will focus on the mechanism
by which THC suppresses inflammatory demyelination.
{Supported bv WS 11920}
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DETECTIOW OF CLIGCCLONAL TgG TIH MBS CSF BY
IMMUNOBLOTTING, B.A., Pstrick, P, D. Mehta, sand
J. Black. New York State Institute for Bezic
Resgarch in Develcpmental Diszbilitiee, Staten
Island, WY 10314 and Isclab Inc., Akroun, 0OH.
44321

We previously znalyzed unconcentrated C5F
from petients with MEF and other neurologic
digcansce by isoelectric focuesing (IEF) in
agatoge gel, IEF followed by silver staining
was completed in abeutr 4 hours. In order tc
identify oligoclonal bands imnunofixarion was
routinely carried out. We have now developed a
rapid and sengitive immenobler method for
detection of oligoclonsal IgG bands in
unconcentrated M5 CSF. After focuginpg wss
completed, protein transfer from agsrose IEF
gels to nitro~ cellulose papers was performed by
simple diffussion. Impuncstaining of the nitro-
cellulose membranes, was accompiished by using
rabbit anti human Ig6 as the primary antibody
followed by incubaticn with goast anti-rabbit
IgG-horseradish peroxidase conjugate and
development din 4-chloro-l-naphthel, Only &
hours wete required for immuncblocting after the
comnpletion of IRF on apgarose. An exveilent
reaclution of the oligoelonal IgG bands in MS
CSF wag seen after immunosteining,

G619y

CHARACTERIZATION OF BOLYCLONAL AND MONOCLONAL
ANTI-IDIOTYPIC ANTIBODIES DIRECTED AGAINST HUMAN ANTI-DNA
IgG. R. Suenaga, P. Munoz, S. Bright, M. Evans, and M. I.
Abdau. Xansas Univ. Med. Ctr., Kansas City, KS 66103

Idiotypic repertoire of anti-DNA autocantibodies has been
characterized by polyclonal and monoclonal reagents. Three
vebbit anti-idiotypes (R~anti-Id) and onz murine monoclonal
anti-idictype (M-anti~Td) against 3 different affinity
purified pelyclonal human anti-CWA TgGs were prepared.
Specificity was examined by direct binding te Id, lack of
binding to non-anti-CNA and unrelated Ig, and inhibition of
binding of Id to DNA by ELISA. R-anti-Ids seem to
recognize framework sites, and partly antigen~binding sites
{% inhibition 29-55). M-anti-I4d recognized framework sites
only {0% irhibition}. BRinding of M-anti-Id to the Id was
inhibited {62%} by R-anti-Id. Binding of R-anti~Td to Td
was inhibited {B%) by M-anti-Id suggesting that Mranti~Id
binds to similar idiotope recognized by Reanti-Id.
Inhibition of binding of anti-Id toc homologoua Id by 2 SLE
sera showed that 3 R-anti-Id zeacted with the homologous
serum (71-85% inhibition) and not with unrelated sera (0-9%
inhibiticn). M-anti-Id reacted with homologous lupus serum
(49% inhibition). R-anti-Ids and M-anti-Id detect private
igictypes. Polyclonal anti-Ids have dJifferent binding
characteristics from those of M-anti-Id. Polyclonal and
monoclonal anti-I¢ reagents are recommended for studies of
14 repertoire. {Supported by PHS grant AM29574 & BRSG
SOTRROS3T3)
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CHARACTERLZATION OF ABERRANT T CELL REGULATION OF THE AUTOLO-
GOUS MIXED LYMPHOCYTE RESPONSE IN MULTIPLE SCLEROSIS. J.I1.
Greenstein and D.T. Crisp (5PON: E;gL_ggglowski). Dept of
Heurology,Terple Univ.School of Medicine,Philadelphia,Fa.19140
T-cells primed with antologous mom T-cells suppress the res-—
ponse of a fresh autelopgous mixed lymphocyte response{AMLR)in
normal individuals,naurolopie digease controls and patlents
with stable multiple sclerosis (M8}. In contrast,active and a—
cute M8 AMLB-primed T-cells failed to suppress the AMLE.Here,
exhancement rather thuc suppression of the AMLR cccurs. Mixed
lymphocyte culture(MLR)-primed T-cells suppress the freshiLR
against the original stimulater cells, The kinetlcs of the
fresh AMLR with and without the addition of primed T-cells was
studied. Wormal or stable M§ AMLR-primed T-cells suppress the
regponse after 3 dazys In culture. In contrast,active and acute
MS AMLR-primed T-cells enhanced the fresh AMLR at all times.
Affinity-plated AMLR-primed CD4+ and CD8+ subsets were then
zdded to the fresh AMLK. .Both AMLR-orimed subsets suppressed
the fresh AMLR iIn nermals. In all MS cases,AMLK-primed CD3+
ceils were suppressive. The fresh AMLE was not significantly
suppressed by CD&+ cells in M5. Further, AMIR-primed CD4+ cells
in active and acute M3 enhanced the response. Interleukdin 2
(TLZ) levels were elevated in the active acute M3 cultures.
Exogenous IL2 n the priming culture induced the regulatory
abnormality in stable M5. Therefore,there is a selective and
phasic immunoregulatory abnormality cf CD4+ T-cells to self
major histocompatibility antigens in MS, ILZ may play a role
in the induction of this abnormality, Simllar mechanisms may
also be invelved in the immune responsa te myelin antigens
in MS.

Suppotred in part by NIH grants NSOUETS, RROS417, BROO3AS

6198

MODULATION OF LYMPHOCYTE PROLIFERATIVE RESPONSES USING IgG
1SOLATLED FROM MULTEFLE SCLERUSLS PATIENT SeRh B.E. Litchfield?*
R.,5, Bray*, J,M, Killian*, and J.M, Flummer*, Immunetech
Pharmaceuticals, 11045 Roselle Street, San Diego, CR 92121
IgG was isolated to »95% purity from sera by ammonium
sulfate precipitation and DEAE icn-exchange chromatography.
Fourteen sera were obtained from patients in exacerbating or
remltting phases of multiple sclerosis (M5). IgG fractions
fron all patients were incubated with mononueclear cells from
normal donors or after comhining cells with allogenic cells
during & mixed lymphocyte reaction for 7 days at 37°C in
3% C05. Igt from 10 relapsing pactierts iphibited two' way MLRs
and spontaneous prolifersiion from 30 to 99% at 6.25 to
400 ug/mi. 1igG from ali 4 exacerbating patients stimulated
lvymphocyte vroliferation from 20 to 600%. Fab fragments from
MS patients had similar modulatory activity as did native
Ig3. IgG from normal donors did not modulate lymphocvte
proliferation. These results demonstrate that IgG from
multiple sclercsis patieats can modulate proliferaticn of
normal lymphocvtes. Modulation apoeared to be dependent upen
the disease state of the patient which may provide a novel
assay for monitoring multiple sclerosis.
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EVIDENCE FOR GEPMLINE V GENE SELECTIVITY IN AUIUANTIBEODY
PRODUCTION. R. Spitzer and A. Stitzel. SUNY Health
Science Center, Syracuse, WY 13210.

aAnti-idiotypic antibedy (AIA} te C3 Nephritic ¥actor
{C3NeF) was demonstrated in multiple sera from 5 patients
with giomerulenephritis and nine normal individuals. A3l
specimens bound to the same preparation of highly purified
E‘agl' lle%‘ C3NeF indicating the presence of the same idiotope
(T y in all 14 indiwiduals. In addition, mononuclear
calls from 3 of the normal individuals, 3 of the patients
with nephritis, and B unrelated newborns (wbilical cord
cells) were cultursd with BaM. ﬁgﬁ isolated from all of
the cultures contained AIR to I - ., PFurther, AIA
igplated fram 3 patients and 2 normals bloﬁggﬂ the binding
of that C3NeF to BC3bBb confirming that Id regides in
the V region of the autoantibedy., These ATA alsc inhibited
the activity of 4/5 C3NeF preparations purified from 5
other patients (1 with partial lipodystrophy and 4 with
glanﬁ nephritis urther demonstrating the oommonality
of Id U-E,-.D Thus Id&é‘Ffwas denonstrated in 26
individuals, both with and without anto-immine disease, and
wag present on 5/6 dlfferent C3NeF preparations.: These
data support the concept that unmutated germline V genes
are exXpress pre-B cells as autcantibodies. The
sharing of Id by autoantibodies from differant
individuals suggests that the responsible gene may be
purposively selected for during somatic recombination.






