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VIRUSES

LAV was grown either on cord bloogd lymphocytes (2), on the LCo
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ne we, @l Iz
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lymphoblastoid & cell line (17) o- on the 7 ce:l
the comparison with HETLv IZI, on the Hy Yine. HTLV III was ob+aji-
from infected H9 cell Cultures, as Previously described (7). Both
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viruses were concentrated by ultracentrifugaticn and purifies oy
Successive sedimentations through a 29 ® sSucrose cushion for H7TLv IIZ
©°r a 30 percent Sucrose cushioa for LAYV and a 20 -60 % w/w Ssucrose
gradient in TNE (10 mmoly/1 Tris-Hcl, pd 7,4 containing 100 mmol/2
NaCl and 3 mmol EDTA). 1n sonme €xperiments, the virus was onl:y
pelleted by high speed centrifugation Qlthout further Purificasior.

COMPETITIVE RADIOIMMUNOASSAYS

Radioimmunoassays (RIAS) were performed by the double antliscode
metnod describeg earlier (10). Briefly, serija: dilutions of sclub:i-
lizeg virus, (initial corncentrate § U3, used as Competltive antige-
Were preincubated for 1 hour at 37°C with a limiting dilution of 2 il
Positive patient serum (BRU) capable of Precipitating 30 % o< the
labelled antigen.

Then, lZSI labellead Lav P25 (= 8000 CPm) was added and the

mixture was further incubated at 37°C for 2 hours and at 4q°c over-
night. A 20 fold excess of goat antiserum to human immunoglobulin
G was then added and furhter incubated hour at 37°¢c followed by
2 hours at 4°C. The samples were centr‘fugéd at 2500 cpm for 20 min-
utes and the Percentage of radioactivity bound in the pellets was

determineg in an LK3 ul:ragammacounter.
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WESTZRN B3Lom ANALYSZIS
Supernatants from noninfectegd H9 cells or from Vliruses Prcduc:inz
cell lines were ultracentrifuged overnight at 20000 rme. The v.-::
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s (5-10 uz tota: Protein) were lysed an
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slab gel. The pr

ferred to Nitrocellulose sheet according to the procedurs
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immunoblots was incubated for ) hour at reoon tenm
N1ght in col3 in 8 Screw cap tube €ontaining PBS wit
t sera (final dilution 1 250) were added. The s
hed 3 times with PBsS containing 0.3 ¥% Tween 20, ang incub
one hour at roen temperature with 1l %X normal goat serum in p
20, washed with p3s - Tween 20. Then, goat anti-human IgG couples
with Peroxydase was added for ) hours at room temperature. The strics

were washed with PBS-Tween 20, incubates ith the Sudbstrate (dram:--_
benzidine tetrahyd:ochloride in PBS ang HZOZ) for 20 mia. a- TocT
temperature, washed in distilled water and then dried.

3 x lO6 cells were washed with pms and suspended in 200 vl
of PBS. Aliguots (2-3 ul) were spotted on slides, air Qries ansg
fixed for 10 min. . a+ Foom temperature in 57 « methanol : 53 ¢
aceicre. Slides wWere stored at -20°c until use. Ascites of hybr:-
domas Producing antibody against HTLY III p24 (BTB) and HTLV III 733
(BTZ) Or control ascites °of p3 x 63 cells, diluteg ] : 200 in p=:
were applies to cells ang incubated 39 minutes. The fluorescein-

———

Conjugated F(ab')2 fragmen: of sheep anti-mouse Ig3 (NL. Cappel lLazc-
ratories 1Inc. Cochvanville, Pa) was purifijed throuzh a human IgG-
sepha:osecolumq diluted and applied to cells. After 30 min. incuza-:a-
at roon tempera:u:e, slides were overnight in pas before microscog:ic

eéxaminatjon.
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Several Teports on the cha:acterlstlcs and the Frorcerst:-=¢
©Z elther LAV (2)(12)(14) or HTLV 111 (6)(7)(11)¢(12, Suggest tna-s
these viruses are Probably the same or closely related viruses . As
shown c¢n Figure 1, by electron microsc

be dlstinguished; they both show a char

from HTLV 1 and HT

c

VII with an éccentric small nucleoid in mature
virions. The reverse transcriptase activity associated with LAV cr
with HTLV 111 shown a strong Preference for Mgz+ and for the pcly &
oligo dTlZ—la as template primer (7)(19) (ang data not shouw-) & cha-
rfactesistic Frevicusly feounc in the cther known human r
HTLV I and HTLV 17 (20).
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Competitive radioiTmunoassays were performed to determiné‘the
antigenic relatedness of LAV and HTLV III major core proteins. PpPur;-
fied LAV ang BRTLV I;I "ﬁ??_ﬁ§§§ a;vcgmpetitive antigens in homologous
radioimﬁﬁhéassays fer LAV p2s. Figure 2,shows that HTLV 117 comgpetes
in the homclogcus LAVp2S assay. The gquantitative pPattern cf this
competition, as reflected by the shape and the slope of the Curves,

indicates that their majer core proteins were identical.

In créer to compare LAV Prcteins tc HTLV III antigens, sera Sre-
French ang American Patients with AIDS or lymphadenopa:hy Ssyncércre
were examined by the Sensitive Western Blot using either Lav or
HTLV III as artigen Preparations. Prelimina:y excerirents vsing gur:-
fied viral Freraration corfirmec the arntigenic relatlonship betweer
the major core Protein of beth viruses since four French sera ccnta:-
fing antibodies to LAVP25 reactec with HTLV III p24, ane convers:6:
three American sera containing antibccdies to HTLV 112 pZ4 recognr:.ze=
LAVPZ3 (data net shown).

When concentrated viruses were used, the results Presentec 1n
Figure 3 indicate that also other Similar proteins were recocrizes
by the Same individual Serz 1n each viral Preparation. In this assavy,
the major antigens detected were the viral core Protein p25 anc ; £24
Protein. A 45k Protein was also detected but the viral spec:ific:ty

of this antigen could not be determined since sera from normal suz:-ecs:
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In acdition antibody reacticns with s
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Electron microscopy of thin sections cf cells procucing LiV or
HTLV IIZ
(top) : LAV infected T lymphocytes '

(bottom) : Hg cells producing HTLV III

Lecend of Figure 2

Competition radioimmunoassay for LAV p25S.
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Radioimmunoassays were perfcrme

o
'

Methods using as éompetitive antigens either LAV ( —— )
HTLV III (=-=-~- ).

Legend of Figure 3

Comparison of LAV and HTLV III by Western Blot analysis.

The imﬁﬁhoblots were p}epared as incicated in etails 1n
Material and Methods.

Each strips (A to D) contain viral and control pPreparations.
Lane 1 : contrel obtainec¢ from the Superratant of ron infected
H9 cell line; lane 2 : LAV from ceM Frocucing cellis: lane 3
LAV fronm Hg producing cells:; lane 4 : TLV III from Hg producirg
cells,.

Each strips ‘were incubated with control Cr patients serez.
Strip & : serum franm 2 hezalthy individual; sStrip B: serum from =
French homosexual with Pre-AIDS; strip C: HTLV 1 pPcsitive serur:
strip D: serum from a Haitian with AIDS, living in France.
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