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HMGBI1 level in plasma during 9¥11-IgM administration
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Effect of anti Nef-lgM Monoclonal Antibody to Propagation of HIV-p24 in
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Anti-HIV-1 effect of anti Nef -IgM Abs is Not
Complement dependent ?
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Recognized
antigen

Effective
target

Mechanism

L55

GM2

PBL from
melanoma
patients

(by Dr RF Irie )

25 ug/ml

SWAP-70
Others ?

TC mouse
immunized by
infected cells

0.1 ug/mi

TC mouse Unknown
immunized by

infected cells

KM mouse

Infected cells
Virions

Infected cells
Virions
Adult Teell
Leukemia
(ATL)

Infected celis
Latantly
infected cells
(OM.10.1)

Infected cells
Latantly ?

Comblement
mediated
lysis

Complement
mediated
lysis

Apoptosis

Complement
mediated
Apoptosis ?
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Wolbank 8. et al (Austria) J Virol. 2003. 77: 4095-4103

Charactarization of human class-switched polymeric anti-HIV-1 antibodies 2F5
and 2G12.
IgGSA T£IgM,IgAIZT B &P IIFIEL RSN D, BB AIZER,
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Cao C. et al (Florida) DNA Cell Biol. 2004. 23: 836 841

Characterization of a novel human anti-HIV-1 gp41 lgM moAb C37.
LTNP3RHIY 7 i8R &Y hybridomaZ#3r (gp160AA621-626(DDIWNN)ZERR) .
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-~ Experimental Protocol for detection of anti-HIV effect of 9F11
ex vivo

(CD4 cells from patients blood were prepared using StemSep system)
Cont: 10%FHS + PBS OFLT: TO%EHS + 9F 11 [0ug/ml

37°C overnight
Medium changed

Cont: 10%FCS + UCHTI OFLL H0%ECS + UCHT H{anti-CD3 Ab) Tug/ml
: 37°C for 3days
Medium changed

Cont : [0%FCS +11.2 OF 1 H0%HCS + 1.2 50U/l

37°C for 10days

p24 analysis of supernatant (day 10)

37°C for 10days

p24 analysis of supernatant (day 20)
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9F11 supresses HIV-1 propagation in Patients CD4 cells
ex vivo

250 4

200 4

150 4

100 +

p24 level (pg/ml)

50 4

OF1l - + -+ -4

Patient 1 Patient 2 Patient 3

Patients CD4 cells were treated with 10%FSH with or without 9F11 for 1 day and washed out
with medium. Then patient 1 and 2 were cultivated for 10 days and patient 3 was for 20 days.

BE) L ROF11AZT

Effect of 9F11 against HIV propagation of Patients CD4 cells ex vivo

Patient  Cultivation p24 level ( pg/ml)

No. Time Control 9F11 AZT
Patient 1 10 day 181.4 22.3 ND*

20 day 208.1 194.6 14.2

Patient2 10 day 220.8 3.5 208.2

20 day 236.8 236.4 228.8

Patient3 10 day 5.7 ND ND

20 day 38.4 ND ND

Patients CD4 cells were treated with 10%FHS with or without 9F1 1for 24 hrs, and washed. Then
these were cultivated with anti-CD3 and IL2. The supernatants were analysed at 10 and 20 days.
1 uM AZT treatment were performed throughout during 10 and 20 days cultivation.

*ND; not detected
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OF11(10 ug/m) EHBFETFICU VB E—RREISH. AT 1 D ASRICTHEZEBREL.
HCD3ERMBIERIC L DHIVY 1 JLADONE K UISEETH 75,
FEMRE 3 SGrhY L yGRIZETEZL2 30056, U4 XBHEAIMN 6 9THHIE,

P24 (pg/ml)
Patient No Cuitivation day 10%FHS alone  10%FHS +9F11  %inhibition

1 10 2582.5 0 100
2 10 445.9 0 100
3 20 38.4 0 100
4% 20 5.1 0 100
5 10 4301.2 3.5 99.92
6 10 750.8 22.3 97.02

* HAARTRIDMPISBERNA JE—#<500TH 5, PUMEDEERFE~5 pgmiTH B,
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HIVER (2351 BP0 FOMIAE F~DRHDOBEREHLNMZT S,
OF 1Ptk B2 inMalE E D30kDD R FE BT 5,

}ﬂﬂﬁ!ﬁ&‘dﬁlﬁ@??&fzf‘f—ﬁﬂiﬁb\ NRIE7S/BENZEREL

P70L30kDS F IS B H D FCHAMREIEN RS-,
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Expression of P70 in HiIV-infected cells
Nothern and Western blot analysis
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9F11 Antibody Reacted with Recombinant P70 Protein
and 30kD Protein on Western Blot analysis

Marker P70 9F11

<= 70kD

@ gn < KD

N-terminal amino acids
of 30kD 9F11 antigen
SDDITNEGSLFQ

rP70
MT-2
MT-4
rP70
MT-2
MT-4

Reactivity of 9F11 to PBMC from SIV infected

Monkey
g tme2oEi1010 —=-MM327(mac239)
\ - —&-MM325(mac239)
g _ 10° ——MM322(mac239)
R EC i —~
SFHEC iy 06 P s
g MWBZSOFI1.020 qm; 7
g a 104
.g 14.87 8
3 }-——M‘—-' g .‘06 N & 3. ;‘TB\B,,-"E]
S g Ty, < i
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S i 1000
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1Summar$ : Characterization of:Humim IgM,monoclonal,Antibodies: _
which react with HIV-1 infected cells '

Established Recognized Effective Effective Mechanism
from antigen dose target

PBL from GM2 25 ug/ml Infected cells Complement
melanoma Virions mediated
patients lysis

( by Dr RF Irie)

TC mouse P70 Infected cells Complement

immunized by
infected cells

TC mouse
immunized by
infected cells

KM mouse

Virions mediated

Adult Teell
Leukemia
(ATL)

Infected cells
Latantiy
infected cells
(OM.10.D)

Infected cells

lysis

Apoptosis




~ Homologous complement-mediated lysis

MGGKWSKSSVIGWPAVRERMRRAEPAADGVGAVSRDLEKHGAITS
| NTAANNAACAWLEAQEEEEVGFPVTPQVPLRPMTYKAAVDLSHFLK
EKGGLEGLIHSQRRQDILDLWIYHTQGYFPDWQNYTPGPGVRYPLTF
_, GWCYKLVPVEPDKVEEANKGENTSLLHPVSLHGMDDPEREVLEWRF
' DSRLAFHHVARELHPEYFKNC .

~ cellulose membrane

Spot _ Spot
_ Number _ sequence

1 MGGKWSKSSVI
| 2 GKWSKSSV IGW
(|3 WSKSSVIGWPA -
4  KSSVIGWPAVR
5 ~ SVIGWPAVR
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Wolbank S. et al (Austria) J Virol. 2003. 77: 4095-4103

Charactarization of human class-switched polymeric anti-HIV-1 antibodies
2F5 and 2G12.
IgGR A T%IgM,IgAIZ T L hFIEM A g SN S, BIEBAICER.
=, 2G12(mannoset&k 7E1EV3-V4 loopEREs:) IgMidwide rangel=E %),

Cao C. et al (Florida) DNA Cell Biol. 2004. 23: 836 841
Characterization of a novel human anti-HIV-1 gp41 IgM moAb C37.
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