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Description

BACKGROUND OF THE INVENTION

Field of the Invention

[0001] The application relates to the quantitation of the
protein HMGB1 or of the antibodies specific for HMGB1
in biological sample, in particular serum and CerebroS-
pinal Fluid (CSF), and their respective correlation with
prognostic methods of the state of progression of neuro-
logical disorders or toward neurological disorders, in par-
ticular neurological disorders associated with HIV infec-
tion and with diagnostic methods. The application also
discloses the correlation of the protein HMGB1 or of the
antibodies specific for HMGB1 with the monitoring of HIV
infection or with viral load as well as prognostic methods
of the state of progression of AIDS.

Description of the Related Art

[0002] Shortly afterinfection, HIV-1is able to penetrate
the brain, eventually resulting in HIV-1 associated com-
plications in the Central Nervous System (CNS). HIV as-
sociated dementia (HAD) is clinically characterized by
motor and behavioral dysfunctions leading to seizures,
coma, and death within 6 months of onset. HIV-encepha-
litis, the pathological correlate of HAD, is characterized
by widespread astrogliosis, oxidative stress, cy-
tokine/chemokine dysregulation, and neuronal degener-
ation (Gonzalez-Scarano and Martin-Garcia, Nat Rev Im-
munol 2005, 5: 69-81). Since neurons are not infected
by HIV-1, the current thinking is that these cells are dam-
aged indirectly by pro-inflammatory chemokines re-
leased by activated glial cells. IP-10 (CXCL10) is a neu-
rotoxic chemokine that is upregulated in astroglia and
has been suggested to enhance retrovirus infection and
mediate neuronal injury. Elevation of IP-10 in CSF was
reported in HIV-infection, and its level correlated with
CSF HIV viralload (Cinque P etal. J Neuroimmunol 2005,
168:154). It was also reported a possible association be-
tween CSF macrophage chemoattractant protein 1
(MCP-1 or CCL2) levels and the development of HAD in
a HAART-experienced cohort with advanced HIV infec-
tion (Sevigny JJ, Albert SM, McDermott MP; et al. Neu-
rology. 2004;63:2084). Another study reported an asso-
ciation between plasma MCP-1 levels and HIV-associ-
ated dementia (Sevigny et al. Arch. Neurol. 2007, 64:97).
[0003] The high mobility group box 1 (HMGB1) protein
is a non-histone chromosomal protein that acts as a po-
tent proinflammatory cytokine when actively secreted
from activated macrophages, monocytes, dendritic cells
or other cells such as NK cells. HMGB1 behaves as a
trigger of inflammation, attracting inflammatory cells, and
of tissue repair, recruiting stem cells and promoting their
proliferation. Moreover, HMGB1 activates dendritic cells
(DCs) and promotes their functional maturation and their
response to lymph node chemokines. Activated leuko-
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cytes actively secrete HMGB1 in the microenvironment.
Thus, HMGB1 acts in an autocrine/paracrine fashion and
sustains long-term repair and defense programs (Bianchi
and Manfredi, 2007; Lotze and Tracey, 2005).

[0004] In recent studies, HMGB1 was identified as bi-
omarker in neurological disease, e.g. multiple sclerosis
(Andersson et al., Journal of Leukocyte Biology, 2008,
84, 1248-1255). HMGB1 was shown to trigger HIV-rep-
lication in HIV-infected DC, thus contributing to the con-
stitution of viral reservoirs in DCs (Saidi H, Melki M-T,
Gougeon M-L, PLoS One 2008). Considering that DCs
are the first targets for HIV in the first hours of mucosal
infection, which will then migrate to secondary lymphoid
organs where they will transmit HIV to T cells, these find-
ings challenge the question of the in vivo involvement of
HMGB1 in the triggering of viral replication and replen-
ishment of viral reservoirs. HMG1 was produced during
across-talk between HIV-infected DCs and activated NK
cells, also resulting in resistance of HIV-infected DCs to
NK killing. DC survival was associated with the upregu-
lation of two apoptosis inhibitors, c-IAP2 and c-FLIP in
infected DCs, a process induced by HMGB1 (Melki M-T
et al. PLoS Pathogens 2010, 6 (4) e1000862). Blocking
HMGB1 activity by specificinhibitors, such as glycyrrhizin
or blocking antibodies, abrogates HIV replication in in-
fected DCs (Saidi H, Melki M-T, Gougeon M-L, PLoS
One 2008), and restores the susceptibility of infected
DCs to NK killing (Melki M-T et al. PLoS Pathogens 2010,
6(4) e1000862). These findings, which provide new in-
sights into how HIV hijacks DCs to promote viral dissem-
ination and to maintain viability of long-term reservoirs,

have made the object of patent application
PCT/EP2009/06828.
[0005] These findings also challenge the question of

the in vivo involvement of HMGB1 in the triggering of viral
replication and replenishment of viral reservoirs. To ad-
dress this question, HMGB1 concentration in sera from
HIV-infected patients have been quantified (Elisa, Shino
test, IBL) to assess the in vivo contribution of circulating
HMGB1 to plasma HIV viral load and to disease evolu-
tion. Moreover, considering that auto-antibodies specific
for HMGB1 could be found in autoimmune diseases such
as SLE (lupus) (Hayashi et al., 2009), a specific Elisa
assay was developed to check whether anti-HMGB1-
specific antibodies in sera from HIV-infected patients
were detected in HIV disease.

[0006] The measure of both HMGB1 and anti-HMGB1
antibodies in patients’ sera has been reported in patent
application PCT/EP2009/06828. The following conclu-
sions have been drawn up:

(i) chronic HIV infection triggers the production of
HMGB1, detected at increased levels in sera from
infected patients, which in turn induces the produc-
tion of neutralizing antibodies;

(i) an inverse correlation is detected between
HMGB1 and anti-HMGB1 antibodies (Abs), indicat-
ing that when HMGB1 is bound to the antibodies, it
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is not detected anymore in serum samples;

(iii) the more anti-HMGB1 antibodies (meaning the
more HMGB1 produced earlier) in sera, the less CD4
T cells, suggesting that increased levels of serum
anti-HMGB1 antibodies are associated with disease
evolution; and

(iv) potent anti-retroviral therapy (HAART) reduces
serum levels of both HMGB1 and anti-HMGB1 anti-
bodies and may normalize them under baseline lev-
els.

[0007] Patent application PCT/EP2009/06828 also
made the hypothesis that the more anti-HMGB1 antibod-
ies in sera, the less serum viral load. However, this hy-
pothesis has not been confirmed in a thorough analysis
of the experiments performed and in a greater cohort of
patients. Indeed, the correlation established between an-
ti-HMGB1 antibodies and serum viral load disclosed in
patent PCT/EP2009/06828 was further shown to derived
from an improper statistical analysis of the results derived
from a cohort of patients encompassing both untreated
patients and treated patients (treatment having an effect
on the viral load).

DESCRIPTION OF THE INVENTION

[0008] The application addresses the question of
methods based on the quantitation of HMGB1 and anti-
HMGB1 antibodies, to monitor HIV infection and in some
cases to monitor viral load, and the invention addresses
the question of the possible implication of HMGB1, anti-
HMGB1 antibodies, and chemokines in prognostic meth-
od of occurrence of neurological disorders associated
with AIDS or HIV infection and in diagnostic methods in
HIV-infected patient. More generally, the invention also
relates to prognostic methods of either the state of pro-
gression of neurological disorders or the state of progres-
sion toward neurological disorders based on quantitation
of HMGB1, anti-HMGB1 antibodies, and optionally
chemokines and to diagnostic methods. Finally, the ap-
plication discloses an in vitro prognostic method of the
state of progression of a disease or a disorder in which
HMGB1 is shown to be involved (e.g., in which the
HMGB1 level is higher than the HMGB1 level in a healthy
patient or healthy population), based on the quantitation
of anti-HMGB1 antibodies, and optionally chemokines.
[0009] HMGB1 is a well-known protein appearing in
the nucleus and is also known to be a cytokine. Physical
and functional characteristics of HMGB1 are disclosed
by and incorporated by reference to Lotze, et al., Nature
Reviews, Immunology 5:351 (2005).

[0010] Antibodies which bind to HMGB1 are known
and can be produced by methods well-known in the art.
An example of commercially available anti-HMGB1 an-
tibodies are Rabbit primary polyclonal antibodies to hu-
man HMGB1 (Abcam ref. 18256) which are directed
against a KLH-conjugated synthetic peptide derived from
residues 150 to C-terminus of human HMGB1. These

10

15

20

25

30

35

40

45

50

55

methods include those which produce polyclonal anti-
bodies to HMGB1 and monoclonal antibodies to HMGB1
or to specific fragments of HMGB1. Antibodies used in
therapeutic applications have the characteristic to be
blocking, e.g., especially they interfere with HMGB1-in-
duced HIV replication in infected dendritic cells. These
antibodies are preferably derived from the same species
as the subject to which they are administered and rec-
ognize or are induced to the HMGB1 of the same species
towhich they will be administered. These antibodies may
have differentisotypes, such as IgA, IgG or IgM isotypes.
Antibody fragments which bind HMGB1 may also be em-
ployed, including Fab, Fab,, and single chain antibodies
or their fragments.

[0011] The application discloses an in vitro method for
quantitating antibodies, especially total antibodies, spe-
cificfor HMGB1 contained in a cerebrospinal fluid sample
obtained from a subject, comprising (a) if the antibodies
to be quantitated are total antibodies, treating the cere-
brospinal fluid sample by an acid treatment to dissociate
the immune complexes involving HMGB1 found in the
sample, preferably with glycine 1.5M at a low pH; (b) in
any case contacting said, optionally treated, biological
sample with native HMGB1 protein or derivatives thereof;
and (c) quantitating the antibodies, especially total anti-
bodies, specific for HMGB1.

[0012] The expression "cerebrospinal fluid" or "CSF"
refers to the fluid that occupies the subarachnoid space
and the ventricular system around and inside the brain.
The CSF occupies the space between the arachnoid
mater and the pia mater. It constitutes the content of all
intra-cerebral ventricles, cisterns, and sulci as well as the
central canal of the spinal cord. CSF is usually obtained
by lumbar puncture.

[0013] In a preferred embodiment, the acid treatment
consists to put in contact the cerebrospinal fluid sample
with an acidic dissociation solution, having a low pH, pref-
erably between pH 1 and 3, chosen to separate the
HMGB1 protein from antibodies to which it is immuno-
logically bound in the cerebrospinal fluid sample, without
altering binding ability of this antibody. In a particular em-
bodiment, the acidic dissociation solution is glycine (e.g.
1.5M) at a low pH, preferably between pH 1 and 3 (e.g.
1.85). The acid treatment is then stopped with a neutral-
ization buffer (such as Tris, for example 1.5M Tris, pH9).
In another preferred embodiment, in combination with
the previous one or not, the incubation with the acidic
dissociation solution is carried out at a temperature be-
tween 20 and 37°C, preferably at 25°C, and/or the neu-
tralization step takes place in ice.

[0014] In the present application, the term "quantitat-
ing" encompasses the term "quantifying" and any suita-
ble informative determination of the HMGB1 protein or
specific antibodies.

[0015] By "circulating", itis meantthe residual antibod-
ies found in the sample, in particular in the serum or the
CSF, j.e., the antibodies that are found in a non-com-
plexed form (with the protein HMGB). The term "circulat-
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ing" also applies to the residual HMGB1 protein quanti-
tated without treatment.

[0016] By "total", it is meant the sum or combined
amount of circulating antibodies and immunologically
complexed antibodies.

[0017] All the methods disclosed in the present appli-
cation and implemented in the CSF may be carried out
by analogy, i.e. similarly on other biological samples, and
in particular on serum, blood, plasma, saliva or tissue.
[0018] The application discloses an in vitro method for
monitoring the HIV infection by quantitating the antibod-
ies specific for High Mobility Group Box | (HMGB1), es-
pecially total antibodies specific for HMGB1, contained
in a fluid sample(s) which is either a serum sample or a
cerebrospinal fluid sample or in both samples obtained
from a subject infected with a HIV, comprising:

a) contacting said fluid sample(s) with native HMGB1
protein or derivatives thereof; and

b) quantitating the antibodies specific for HMGB1,
wherein the quantity of detected anti-HMGB1 anti-
bodies correlates with the prognosis of the infection,
in particular wherein said correlation is independent
from the viral load in said subject.

[0019] The treatment step disclosed herein to prepare
the total antibodies specific for HMGB1 in the cerebros-
pinal fluid sample applies similarly to obtain such anti-
bodies from the serum sample.

[0020] The methods are suitable for monitoring the
condition of a subject infected with a HIV, especially HIV-
1 or HIV-2.

[0021] In a particular embodiment, the methods of the
invention are implemented in a patient infected by HIV
which is under retroviral therapy and/or is an aviremic
patient (i.e., 40 copies HIV RNA /ml of blood). A patient
infected by HIV which is under retroviral therapy typically
shows a suppressed viral load, a moderate immune de-
ficiency measured by CD4 counts and nadir CD4 counts,
and a moderate immune activation measured by CD8*
T cells expressing the activation markers CD38 and HLA-
DR. For example, a HIV-infected patient who shows the
clinical parameters of "all patients" group as described
in Figure 14, and more particularly a HIV-infected patient
who shows a mean viral load of 1.6 logq copies of HIV
RNA/mlI (i.e., aviremic patient), and/or between 300 and
800 CD4* T cells/mm3, is typically a HIV-infected patient
under retroviral therapy (HAART).

[0022] The "condition" of the subject refers to the clin-
ical status of the subject after infection with an HIV or to
the risk of this subject to progress toward AIDS or toward
HIV associated neurological disorders.

[0023] In a particular embodiment, the in vitro method
is performed in a subject who is known to be infected
with HIV, and comprises quantitating the antibodies spe-
cific for High mobility group box | (HMGB1) contained in
a cerebrospinal fluid sample obtained from this subject,
wherein the antibodies targeted for quantitation are either
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the total antibodies specific for HMGB1 or their circulating
fraction (circulating antibodies) or their immunological
complexed fraction.

[0024] The methods for monitoring the HIV infection,
for evaluating the immune deficiency or for determining
the level of immune activation as well as the prognostic
and/or diaghostic methods disclosed herein including
when said method is performed with a parallel determi-
nation of the viral load, may be based on either the quan-
titation of the circulating antibodies specific for HMGB1
(residual antibodies), or on the quantitation of the total
antibodies specific for HMGB1 or on the quantitation of
the fraction of immunological HMGB1 / specific antibod-
ies complex.

[0025] The methods for evaluating the immune defi-
ciency or for determining the level of immune activation
as well as the prognostic and/or diagnostic methods dis-
closed herein are based on the quantitation of antibodies
specific for HMGB1, in a sample such as CSF sample
and/or serum sample. For some of these methods, such
as diagnosis methods, additional steps may be appro-
priate or required to reach a diagnostic result.

[0026] In the in vitro method for quantitating antibodies
specific for HMGB1, the in vitro method for monitoring
the HIV infection, methods for evaluating the immune
deficiency or for determining the level of immune activa-
tion as described herein as well as prognostic and/or di-
agnostic methods of the invention, the quantitated anti-
bodies specific for HMGB1 of a patient may be compared
to the amount of antibodies specific for HMGB1 deter-
mined from a healthy population (e.g., not infected with
HIV), from a population of subjects (sick or not) without
observed neurological disorders (e.g., a population of
HIV-infected patients with no HAND) or from a population
of diseased patients classified at a particular stage of
progression of this disease (e.g., stages 1 to 4 of HIV-
infected patients). The quantitated antibodies specific for
HMGB1 of a patient may also be compared with the
amount of antibodies specific for HMGB1 determined in
the same patient, at a different time or at different times;
inthis latter case, ratio of the quantitation values obtained
may be calculated and the evolution of the amount of
antibodies specific for HMGB1 may be determined. The
same comparison step may also apply for the quantita-
tion of chemokines, such as IP-10 and/or MCP-1.
[0027] In a particular embodiment, all these methods
are based on (encompass) either the quantitation of cir-
culating, so-called residual, specific antibodies or of total
specific antibodies.

[0028] The quantitation of the total antibodies specific
for HMGB1 may be preferred.

[0029] When the quantitation is based on the total an-
tibodies specific for HMGB1, the methods of the invention
also comprise a step suitable for dissociation of immu-
nological complexes formed with HMGB1-specific anti-
bodies, and for example the methods of the invention
use or include the quantitation method based on the acid-
ic treatment as disclosed above and in particular the one
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disclosed in the examples. When the quantitation is
based on the circulating antibodies specific for HMGB1,
said dissociation step is not required.

[0030] In a particular embodiment, said quantitation of
the antibodies specific for HMGB1 is carried out by con-
tacting a cerebrospinal fluid sample (obtained from a sub-
ject) with the High mobility group box | (HMGB1) protein
or derivatives thereof. The contact of the cerebrospinal
fluid sample with said protein as well as the quantitation
of the formed complexes are carried out in vitro.

[0031] In a particular embodiment, said quantitation of
the antibodies specific for HMGB1 is carried out by con-
tacting a serum sample (obtained from a subject) with
the High mobility group box | (HMGB1) protein or deriv-
atives thereof. The contact of the serum sample with said
protein as well as the quantitation of the formed complex-
es are carried out in vitro.

[0032] It is understood that in the methods designed
for monitoring the HIV infection, in particular when ac-
companied by the determination of the viral load, for eval-
uating the immune deficiency and for determining the
level of immune activation as disclosed herein as well as
the prognostic and/or diagnostic methods of the inven-
tion, it is possible to use the sequence of the full length
HMGB1 protein (mammalian origin, preferably human or-
igin such as the one defined under Accession Number
NP_002119) or any peptide (10 to 30 amino acid resi-
dues) or polypeptide (30 to 215 amino acid residues, pref-
erably 30 to 50, or 30 to 100, or 30 to 150 residues)
derived from HMGB1 (HMGB1 protein derivatives) as
long as these derivatives bind to antibodies specific for
HMGB1 and/or enable to quantitate the anti-HGB1 anti-
bodies. Such derivatives are selected in the group con-
sisting of a recombinant HMGB1 (e.g. the protein com-
mercialized as HMG biotech HM-115), an immunologi-
cally reactive part of HMGB1, an immunologically reac-
tive part of HMGB1 whose sequence is common to
HMGB1 proteins of various origins. Such an example is
the recombinant BOXB from HMGB1 corresponding to
the sequence common to human and mouse of HMGB1
(HMGbiotech HM-051).

[0033] By "HIV-infected patient" or "a subject who is
known to be infected with HIV", it is meant a subject or
patient who has been positively and accurately diag-
nosed for a HIV virus, and for whom HIV-infection has
been confirmed following relevant testing. HIV-infected
patients may be classified according to several parame-
ters such as viral load, CD4 T cells number or clinical
symptoms of AIDS.

[0034] In patients suffering from neurological disor-
ders, a particular classification is based on these neuro-
logical disorders associated with HIV infection, as deter-
mined by clinicians, as follows;

- Stage 1, with normal NP (Neuropsychological) test-
ing;

- Stage2,withatleast2 SD (standard deviation) below
the mean in one cognitive test or at least 1 SD below
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the mean in more than 1 test exploring the same
domain. These results define the condition of ND
(neuropsychological deficit);

- Stage 3, including patients with criteria for ANI
(asymptomatic neurocognitive impairment); and

- Stage 4, including patients with MCD (minor neuro-
cognitive disorder).

[0035] This classification may be linked to the classifi-
cation proposed by Antinori et al. (Neurology. 2007 Oct
30;69(18):1789-99) as follows: patients with no HAND
(HIV-associated neurological disorders) include stage 1
and stage 2, whereas patients with HAND include stage
3 and stage 4.

[0036] Asdisclosed above detecting or monitoring HIV
infection by performing detection or quantitation of
HMGB1 or of anti-HMGB1 antibodies in serum samples
may be accompanied by determination of viral load
through well known techniques.

[0037] Asdescribed herein, determining said viral load
may be achieved by performing the methods of the in-
vention themselves, especially when the diagnosed pa-
tients is not treated for HIV infection.

[0038] The application discloses a method for monitor-
ing the HIV viral load of a subject who is known to be
infected with HIV, comprising carrying out the method of
quantitation of the total antibodies specific for HMGB1,
in a sample, in particular in a serum or in a cerebrospinal
fluid sample, wherein the more the antibodies specific
for HMGB1, the more the viral load. This approach to
monitor the viral load (VL) would be relevant in a patient
who is known to be infected with HIV and is not treated
for this infection at the time of the viral load monitoring,
or in patients whose VL is not controlled.

[0039] By "viral load", it is meant either the HIV RNA
(which is derived from viral particles and present in plas-
ma) or the HIV DNA (which is integrated in the cell ge-
nome and present in cells). The methods based on the
quantitation of antibodies specific for HMGB1 are suita-
ble to monitor the HIV RNA viral load.

[0040] By "monitoring the HIV infection", itis meantthe
follow-up of the HIV infection in time. HIV infection can
be assessed by various parameters such as the meas-
urement of the viral load, CD4 T cell count, and/or clinical
parameters associated with disease evolution. The pro-
gression of the HIV infection, i.e. the decrease, the in-
crease or the stability of measured parameters, as com-
pared to a previous assay, will dictate the way of caring
the patient. The progression of the HIV infection reflects
the HIV replication and/or the integration of the HIV ge-
nome into the genome of target cells.

[0041] The application discloses an in vitro prognostic
method of either the state of progression of Acquired im-
mune deficiency syndrome (AIDS) or the state of pro-
gression toward AIDS, of a patient infected with HIV, or
the state of progression towards neurological disorders
associated with HIV infection, comprising carrying out
the quantitation method or the method for monitoring HIV
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infection disclosed above, in a sample, in particular in a
serum or in cerebrospinal fluid sample, obtained from a
patient after HIV infection, and preferably during primary
oracute infection, or during chronic infection and wherein
the more the level of antibodies specific for HMGB1, the
more the risk to develop AIDS or an advanced state of
AIDS and in particular the more the risk to develop neu-
rological disorders associated with HIV infection.
[0042] Theinvention is also directed to anin vitro prog-
nostic method of the state of progression of neurological
disorders or the state of progression towards neurologi-
cal disorders, comprising:

a) contacting a cerebrospinalfluid sample or aserum
sample or both a sample of serum and a sample of
cerebrospinal fluid, obtained from said patient, with
native HMGB1 protein orHMGB1 protein derivatives
as long as these derivatives bind to antibodies spe-
cific for HMGB1; and

b) quantitating the antibodies specific for High Mo-
bility Group Box | (HMGB1) contained in said cere-
brospinal fluid sample, said serum sample or said
both sample of serum and sample of cerebrospinal
fluid

wherein the more the level of antibodies specific for
HMGB1, the more the risk to develop neurological dis-
orders or to develop an advanced stage of neurological
disorders.

[0043] In a particular embodiment, when said neuro-
logical disorders result or are suspected to result from
an infection (by a pathogen, bacteria or virus), the sample
is obtained either during primary or acute infection or
during chronic infection.

[0044] Theterm "prognostic”refers to the possibility to
evaluate, at the time the quantitation of the antibodies
specific for HMGB1 is carried out on a sample obtained
from a patient, the risk for the patient to develop or to
progress toward neurological disorders, or in a HIV-in-
fected patient, the risk to develop AIDS or to progress
toward AIDS.

[0045] The invention also relates to diagnostic meth-
ods that combine (1) the evaluation in a patient of the
presence of neurological disorders, or in a HIV-infected
patient, the presence of neurological disorders associat-
ed with AIDS, by conventional clinical criteria; and (2) the
confirmation or the correlation ofthe appearance of these
neurological disorders by the determination of immuno-
logical parameters, in particular the quantitation of spe-
cific antibodies against HMGB1 (and optionally the quan-
titation of chemokines such as IP-10 and/or MCP-1),
combined optionally with the determination of volumetric
and/or metabolic changes. The quantitation of specific
HMGB1 antibodies is carried out as described in the
presentapplication for the prognostic methods. Thus, the
level of antibodies specific for HMGB1 may be correlated
to the observation of conventional clinical criteria to con-
firm the clinical diagnosis. The terms “diagnostic” and
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"diagnosis" refer to the possibility to determine for a pa-
tient, atthe time the quantitation of the antibodies specific
for HMGB1 is carried out on a sample obtained from this
patient, the presence or the absence of neurological dis-
orders, or in a HIV-infected patient, the presence or the
absence of neurological disorders associated with AIDS,
by relying on both conventional clinical criteria and im-
munologic parameters. The quantitation of HMGB1 spe-
cific antibodies in the course of diagnostic methods is
particularly appropriate in patients in which conventional
clinical criteria do not enable to conclude with certainty
on the appearance of neurological disorders. For exam-
ple, in HIV-infected patients classified in stage 2 (neu-
ropsychological deficit), the quantitation of HMGB1 spe-
cific antibodies may be an efficient complementary indi-
cator to confirm, to infirm or to qualify the diagnosis of
neurological disorders obtained with the conventional
clinical criteria.

[0046] In a particular embodiment, the present in vitro
prognostic method and/or diagnostic method are in gen-
eral applicable to diseases or disorders in which HMGB1
is shown to be involved and associated with a patholog-
ical risk or condition.

[0047] Thus, the methods of the invention can be im-
plemented:

(1) in diseases or disorders in which neurological
disorders are present, whatever their origin. This cat-
egory includes, but is not limited to, the diseases or
disorders of infectious origin, e.g., bacterial infection,
pathogen infection, viral infection or infection by pri-
on. A particular example of infectious disorder with
neurological disorders is HIV infection. This category
also includes, but is not limited to, diseases or dis-
orders the origin of which is non infectious (for ex-
ample is of a traumatic origin) or the origin of which
is unknown, e.g., acute neuronal injury, traumatic
brain injury, Alzheimer disease, Huntington disease,
postischemic brain injury, Parkinson disease, any
disorder affecting the peripheral nervous system
and/or the spinal chord such as spinal chord injury,
amyotrophic lateral sclerosis, and demyelinating dis-
eases such as multiple sclerosis (MS).

By "neurological disorders”, it is meant for example
dementia complex (ADC), encephalopathy, central
nervous system lymphomas, cryptococcal meningi-
tis, cytomegalovirus (CMV) encephalitis, encephali-
tis and myelitis caused by the herpes zoster virus,
neuropathy (peripheral neuropathy and distal sen-
sory polyneuropathy), neurosyphilis, progressive
multifocal leukoencephalopathy (PML), toxoplasma
encephalitis or cerebral toxoplasmosis and vacuolar
myelopathy.

The methods described herein can be implemented:
(2) in diseases or disorders without neurological dis-
orders, in which the HMGB1 protein is shown to be
involved, the origin of which being infectious (bacte-
ria, pathogen or virus) or being autoimmune. Exam-
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ples of diseases of this second category encompass,
but are not limited to, type 1-diabetis, systemic lupus
erythematosus (SLE), Rheumatoid Arthitis, HSV-2
infection, Chronic Hepatitis B, Legionella infection,
Sepsis or Asthma.

[0048] More particularly, the invention is directed to an
in vitro prognostic method of either the state of progres-
sion of neurological disorders associated with Acquired
Immune Deficiency Syndrome (AIDS) or the state of pro-
gression toward neurological disorders associated with
HIV infection or with AIDS, of a patient infected with HIV,
comprising carrying out the quantitation method or the
method for monitoring HIV infection disclosed above, in
a sample, in particular in a serum or in a cerebrospinal
fluid sample, obtained from said patient after infection,
and preferably during primary or acute infection or during
chronic infection, and wherein the more the level of an-
tibodies specific for HMGB1, the more the risk to develop
neurological disorders associated with AIDS or to devel-
op advanced neurological disorders associated with
AIDS or neurological disorders of an advanced stage of
AIDS.

[0049] The expression "state of progression of AIDS
or towards AIDS" refers to the various stages met in the
progression of AIDS or toward AIDS, and in particular
refers to the WHO Disease Staging System for HIV In-
fection and Disease produced and updated by the World
Health Organisation, which is summarized hereinafter.
Stage |: HIV disease is asymptomatic and not catego-
rized as AIDS; Stage |l includes minor mucocutaneous
manifestations and recurrent upper respiratory tract in-
fections; Stage Ill includes unexplained chronic diarrhea
for longer than a month, severe bacterial infections and
pulmonary tuberculosis; and Stage IV includes toxoplas-
mosis of the brain, candidiasis of the oesophagus, tra-
chea, bronchi or lungs and Kaposi’s sarcoma.

[0050] The expression "state of progression towards
neurological disorders”, when applied to a HIV-infected
patient, refers to the neurological disorders stages (1 to
4) classification as described above. Alternatively, the
classification proposed by Antinori et al. and referring to
no HAND (HIV-associated neurological disorders) and
HAND patients may also be considered.

[0051] The expression "neurological disorders associ-
ated with Acquired Immune Deficiency Syndrome" or
"AIDS-associated neurological disorders"” or "neurologi-
cal disorders associated with HIV infection" encompass-
es neurological disorders of the nervous system which
are caused directly by the HIV virus, by certain cancers
and/or opportunistic infections, as well as disorders of
unknown origin which are influenced by butare notknown
to be caused directly by the virus. Some of these neuro-
logical disorders associated with AIDS may be charac-
teristic of the state of progression of the disease, as de-
fined above. Examples of neurological disorders associ-
ated with AIDS are AIDS dementia complex (ADC) or
HIV-associated encephalopathy, central nervous system
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lymphomas, cryptococcal meningitis, cytomegalovirus
(CMV) encephalitis, encephalitis and myelitis caused by
the herpes zoster virus, neuropathy (peripheral neurop-
athy and distal sensory polyneuropathy), neurosyphilis,
progressive multifocal leukoencephalopathy (PML), tox-
oplasma encephalitis or cerebral toxoplasmosis and vac-
uolar myelopathy. Some patients with controlled viral
load (VL) who are not at the AIDS stage, as for example
patients under potent antiretroviral therapy (HAART)
may develop neurological disorders. A clinical classifica-
tion regarding these neurological disorders is disclosed
above.

[0052] Inapreferred embodimentof the presentinven-
tion, the in vitro prognostic method of either the state of
progression of neurological disorders associated with
HIV infection or with Acquired Immune Deficiency Syn-
drome (AIDS) or the state of progression toward neuro-
logical disorders associated with HIV infection or with
AIDS is performed on biological sample(s) from a patient
with controlled viral load (VL) who is not at the AIDS
stage, as for example a patient under potent antiretroviral
therapy (HAART).

[0053] The application discloses an in vitro method for
evaluating the immune deficiency (orimmunodeficiency)
of a patient, in particular a subject who is known to be
infected with HIV, comprising carrying out the quantita-
tion method or the method for monitoring HIV infection
disclosed above, in a sample, in particular in a serum or
in a cerebrospinal fluid sample, obtained from said sub-
ject, wherein the more the antibodies specificfor HMGB1,
the more the immune deficiency is high. Regarding HIV-
infected patient, the immunodeficiency observed follow-
ing infection is the result of the decrease in the CD4 T
cells, which have been shown in the present invention to
be negatively correlated with the level of specific anti-
HMGB1 antibodies.

[0054] As described herein, an in vitro method for de-
termining the level of immune activation especially per-
sistent immune activation or persistent immune activa-
tion in some compartment(s) of the body, eliciting espe-
cially persistent inflammatory state in a patient, in partic-
ular a subject who is known to be infected with HIV, com-
prising carrying out the quantitation method disclosed
above, in a sample, in particular in a serum or in a cere-
brospinal fluid sample, obtained from said subject,
wherein the more the antibodies specific for HMGB1, the
more the immune activation is persistent, is also part of
the presentinvention. The persistent (or chronic) immune
activation is associated with a high expression of activa-
tion markers on CD8 T cells, in particular CD38 and/or
HLA-DR markers. Therefore, the present invention has
put in evidence that a high level of specific HMGB1 an-
tibodies is correlated with high level of both CD8* CD38*
T cells and CD8* HLA-DR* T cells.

[0055] Immune activation in particular refers to im-
mune activation observed in patients in acute phase of
HIV infection, or to immune activation observed in pa-
tients with chronic HIV infection, especially when said



DK/EP 2545380 T3

13 EP 2 545 380 B1 14

patient is not under antiretroviral treatment (ART) or is
presenting neurological disorders associated with HIV
infection.

[0056] Within the methods of in vitro prognostic and/or
diagnostic, for evaluating the immune deficiency or for
determining the level of immune activation, the quantita-
tion method is, for example, a method comprising:

a) contacting a cerebrospinalfluid sample oraserum
sample or both a sample of serum and a sample of
cerebrospinal fluid, obtained from said patient, and
preferably during primary or acute infection or during
chronic infection, with native HMGB1 protein or de-
rivatives thereof; and

b) quantitating the antibodies specific for High Mo-
bility Group Box | (HMGB1) contained in said cere-
brospinal fluid sample, said serum sample or said
both sample of serum and sample of cerebrospinal
fluid,

[0057] Asdescribed herein, methodsfor evaluating the
immune deficiency or for determining the level ofimmune
activation based on the quantitation of anti-HMGB1 an-
tibodies, an increase of ant-HMGB1 antibodies level of
above 20% compared to the level of anti-HMGB1 anti-
bodies level in a healthy population or in a population of
HIV-infected patients with no HAND is correlated with a
persistent immune activation, a higher risk to develop an
advanced stage of neurological disorders and/or a higher
immune deficiency.

[0058] The methods of the invention may also com-
prise, before step a), a step suitable for dissociation of
immunological complexes formed with HMGB1-specific
antibodies, so that total specific anti-HMGB1 antibodies
are quantitated. For example, this additional step in-
cludes an acidic treatment, such as the one disclosed in
the examples. In a particular embodiment, this acid treat-
ment consists in contacting the sample(s) (cerebrospinal
fluid, serum or both) with an acidic dissociation solution,
having a low pH, preferably between pH 1 and 3, chosen
to separate the HMGB1 protein from antibodies to which
itisimmunologically bound in the sample, without altering
binding ability of this antibody. In a particular embodi-
ment, the acidic dissociation solution is glycine (e.g.
1.5M) at a low pH, preferably between pH 1 and 3 (e.g.
1.85). The acid treatment is then stopped with a neutral-
ization buffer (such as Tris, for example 1.5M Tris, pH9).
The acidic treatment leads to a dilution of the biological
sample (CSF, serum ...). In another preferred embodi-
ment, in combination with the previous one or not, the
incubation with the acidic dissociation solution is carried
out at a temperature between 20 and 37°C, preferably
at 25°C, and/or the neutralization step takes place in ice.
[0059] In a particular embodiment, said quantitation of
the antibodies specific for HMGB1 is carried out by con-
tacting in vitro a sample with the High mobility group box
| (HMGB1) protein or derivatives thereof. Thus, said
quantitation is carried out using the sequence of the full
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length HMGB 1 protein (mammalian origin, preferably hu-
man origin such as the one defined under Accession
Number NP_002119) or any peptide (10 to 30 amino acid
residues) or polypeptide (30 to 215 amino acid residues,
preferably 30 to 50, or 30 to 100, or 30 to 150 residues)
derived from HMGB1 (HMGB1 protein derivatives) as
long as these derivatives bind to antibodies specific for
HMGB1 and/or enable to quantitate the anti-HGB1 anti-
bodies. Such derivatives are selected in the group con-
sisting of a recombinant HMGB1 (e.g. the protein com-
mercialized as HMG biotech HM-115), an immunologi-
cally reactive part of HMGB1, an immunologically reac-
tive part of HMGB1 whose sequence is common to
HMGB1 proteins of various origins. Such an example is
the recombinant BOXB from HMGB1 corresponding to
the sequence common to human and mouse of HMGB1
(HMGbiotech HM-051).

[0060] Each and all the in vitro methods disclosed in
the present application optionally further comprise the
quantitation of other molecules found in the sample (such
as the serum or the cerebrospinal fluid sample), and in
particular of chemokines. Examples of chemokines that
can, independently, be assayed and quantitated, are the
chemokine IP-10 and the chemokine MCP-1. The human
chemokine IP-10 (10 kDa interferon-gamma-induced
protein) is also called Chemokine (C-X-C motif) ligand
10 or CXCL10, and is referenced under NCBI Accession
Number NP_001556); the human chemokine MCP-1 (for
monocyte chemotactic protein-1) is also called Chemok-
ine (C-C motif) ligand 2 (CCL2) and is referenced under
NCBI Accession Number NP_002973).

[0061] When applied to the molecules and in particular
to the chemokines such as the chemokine IP-10 and the
chemokine MCP-1, the term "quantitating” or "quantita-
tion" encompasses the term "quantifying” and any suit-
able informative determination of the level of chemokine
IP-10 and chemokine MCP-1.

[0062] The application discloses an in vitro method for
monitoring the state of a subject who is known to be in-
fected with HIV, comprising carrying out the quantitation
method disclosed herein (quantitation of antibodies spe-
cific for HMGB1) and a step to quantitate the chemokine
IP-10 and/or the chemokine MCP-1, in a sample, in par-
ticular in a serum or in a cerebrospinal fluid sample, ob-
tained from said subject.

[0063] In another embodiment, the invention is also
directed to an in vifro method of prognosticating either
the state of progression of neurological disorders or the
state of progression toward neurological disorders or a
diagnostic method, comprising carrying out, in a sample,
in particular in a serum or in a cerebrospinal fluid sample
or both, obtained from a patient, the quantitation method
disclosed herein and steps to quantitate the chemokine
IP-10 and/or the chemokine MCP-1, and wherein the
more the level of antibodies specific for HMGB1 and the
more the chemokine IP-10 and/or the more chemokine
MCP-1, the more the risk to develop neurological disor-
ders or to develop an advanced stage of neurological
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disorders.

[0064] Moreover, the invention is also directed to an in
vitro method of prognosticating either the state of pro-
gression of neurological disorders associated with Ac-
quired Immune Deficiency Syndrome (AIDS) or with HIV
infection in general or the state of progression toward
neurological disorders associated with AIDS or with HIV
infection in general, of a patient infected with HIV, com-
prising carrying out, in a sample, in particular in a serum
orin acerebrospinal fluid sample, obtained from a patient
after infection, the quantitation method disclosed herein
(quantitation of antibodies specificfor HMGB 1) and steps
to quantitate the chemokine IP-10 and/or the chemokine
MCP-1 and wherein the more the level of antibodies spe-
cific for HMGB1 and the more the chemokine IP-10
and/or the more chemokine MCP-1, the more the risk to
develop neurological disorders associated with AIDS or
with HIV infection in general or to develop an advanced
stage of neurological disorders associated with AIDS or
with HIV infection in general.

[0065] For all the prognosis methods as described
herein, steps to quantitate the chemokine(s) are partic-
ularly performed at the same time as the step to quanti-
tate the antibodies specific for HMGB1.

[0066] The application also discloses a method com-
prising the quantitation of the antibodies specific for
HMGB1 (for example as described above), in the cere-
brospinal fluid sample and in the serum sample of a HIV-
infected individual, both quantitations being carried in the
same individual and on samples taken at the same time,
and, optionally, the quantitation of the chemokine IP-10
and/or the chemokine MCP-1, both in the cerebrospinal
fluid sample and the serum sample of the same individual
and said samples being taken at the same time.

[0067] This method, based on parallel quantitation of
the antibodies specific for HMGB1 in two different sam-
ples may be used in the following applications:

- an in vitro prognostic method for either the state of
progression of neurological disorders or the state of
progression toward neurological disorders of a pa-
tient.

- anin vitro prognostic method for either the state of
progression of neurological disorders associated
with Acquired immune deficiency syndrome (AIDS)
or with HIV infection or the state of progression to-
ward neurological disorders associated with AIDS or
with HIV infection, of a patient infected with HIV, dur-
ing primary or acute infection or during chronic in-
fection; and

- when associated with other means, in a diagnostic
method for either the state of progression of neuro-
logical disorders or the state of progression toward
neurological disorders in a patient, in particular for
either the state of progression of neurological disor-
ders associated with AIDS or with HIV infection or
the state of progression toward neurological disor-
ders associated with AIDS or with HIV infection, in
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a patient infected with HIV.

[0068] By "at the same time", it is meant that the sam-
ples are obtained from a determined patient, within a pe-
riod of time in which the clinical symptoms, in particular
the neurological disorders, such as the neurological dis-
orders associated with AIDS or HIV, the stage of AIDS
and/or the serum or CSF viral load of said HIV-infected
patients are similar (statistically not significant) or iden-
tical. In particular, this period does not exceed (is less
than) 6 months, 3 months, 1 month or two weeks.
[0069] In parallel to each and all the an in vitro prog-
nostic and/or diagnostic methods, the in vifro method for
evaluating the immune deficiency, the in vitro monitoring
of the condition of a patient, the in vitro method for de-
termining the level of immune activation and the method
of quantitation of the antibodies specific for HMGB1 in
the cerebrospinal fluid sample and in the serum sample
asdisclosed above, the HIV viral load is determined using
a conventional method (for example by PCR). The ex-
pression "in paralle/" means that the methods are carried
out in samples obtained from the same patient at the
same time.

[0070] Interestingly, while the serum and/or CSF viral
load of a patient may be undetectable and reveals an
absence of replication of the HIV virus in blood and/or
CNS, the quantitation of a large quantity of antibodies
specificfor HMGB1, possibly together with large quantity
of the chemokine IP-10 and/or the chemokine MCP-1,
reveals that the HIV virus replicates in other compart-
ments or organs such as liver, brain or intestine. This
may explain that treated HIV-infected patients having low
or undetectable HIV viral load according to the known
standards do not progress towards AIDS while present-
ing neurological disorders. This observation justifies that,
in parallel to the determination of the serum viral load,
other assays, such as the quantitation of antibodies spe-
cific for HMGB1, may be implemented to take into ac-
count the fact that the HIV virus infects and maintains in
various organs and compartments.

[0071] The methods of in vitro prognostic and/or diag-
nostic may further comprise complementary assays de-
signed to confirm or to validate the state of progression
of neurological disorders or the state of progression to-
ward neurological disorders, in particular neurological
disorders associated with AIDS or HIV infection. These
assays comprise:

(a) identifying volumetric changes in the basal gan-
glia of said patient, preferably by Magnetic Reso-
nance Imagining measurements; and/or

(b) identifying metabolic changesinthe basalganglia
of said patient, preferably by calculating the serum
Choline/N-acetyl Aspartate ratio (Cho/NAA).

[0072] All the methods described herein are imple-
mented in vitro.
[0073] The invention also concerns the use of native
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HMGB1 protein or derivatives thereof as defined above
for the manufacture of a kit, a marker or means for the
in vitro prognostic of the state of progression of neuro-
logical disorders or the state of progression towards neu-
rological disorders of a patient, in particular a HIV-infect-
ed patient, said prognostic and diagnostic being obtained
by a method comprising:

a) contacting a cerebrospinal fluid sample oraserum
sample or both a sample of serum and a sample of
cerebrospinal fluid, obtained from said patient, and
preferably during primary or acute infection or during
chronic infection, with native HMGB1 protein or de-
rivatives thereof; and

b) quantitating the antibodies specific for High Mo-
bility Group Box | (HMGB1) contained in said cere-
brospinal fluid sample, said serum sample or said
both sample of serum and sample of cerebrospinal
fluid;

wherein the more the level of antibodies specific for
HMGB1, the more the risk to develop neurological dis-
orders or to develop an advanced stage of neurological
disorders, in particular the more the risk to develop neu-
rological disorders or to develop an advanced stage of
neurological disorders associated with HIV infection.
[0074] The application discloses the use of native
HMGB1 protein or derivatives thereof as defined above
for the manufacture of a kit, a marker or means for eval-
uating the immune deficiency of a patient, in particular a
subject who is known to be infected with HIV, said eval-
uation being obtained by a method comprising:

a) contacting a cerebrospinalfluid sample or aserum
sample or both a sample of serum and a sample of
cerebrospinal fluid, obtained from said subject, with
native HMGB1 protein or derivatives thereof; and
b) quantitating the antibodies specific for High Mo-
bility Group Box | (HMGB1) contained in said cere-
brospinal fluid sample, said serum sample or said
both sample of serum and sample of cerebrospinal
fluid

wherein the more the antibodies specific for HMGB1, the
more the immune deficiency is high.

[0075] The application discloses the use of a native
HMGB1 protein or derivatives thereof as defined above
for the manufacture of a kit, a marker or means for de-
termining the level of immune activation in a patient, in
particular a subject who is known to be infected with HIV,
said determination being obtained by a method compris-

ing:

a) contacting a cerebrospinalfluid sample oraserum
sample or both a sample of serum and a sample of
cerebrospinal fluid, obtained from said subject, with
native HMGB1 protein or derivatives thereof; and

b) quantitating the antibodies specific for High Mo-
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bility Group Box | (HMGB1) contained in said cere-
brospinal fluid sample, said serum sample or said
both sample of serum and sample of cerebrospinal
fluid

wherein the more the antibodies specific for HMGB1, the
more the immune activation is persistent.

[0076] The application discloses the use of a native
HMGB1 protein or derivatives thereof as defined above
for the manufacture of a kit, a marker or means for the
diagnostic methods of the invention in a patient, in par-
ticular a subject who is known to be infected with HIV.
[0077] The manufacture of a kit, a marker or means
described above may also comprise, besides the native
HMGB1 protein or derivatives thereof, the use of a acidic
dissociation solution suitable to dissociate immunologi-
cal HMGB1/anti-HMGB 1 antibody complexes and/or the
use of means to quantitate chemokines such as IP-10
and/or MCP-1. In a particular embodiment, the manufac-
ture of a kit, a marker or means described above also
comprises the use of the native HMGB1 protein or deriv-
atives thereof and an acidic dissociation solution suitable
to dissociate immunological HMGB1/anti-HMGB1 anti-
body complexes. In another embodiment, the manufac-
ture of a kit, a marker or means described above also
comprises the use a native HMGB1 protein or derivatives
thereof and means to quantitate the chemokine IP-10.
[0078] Any of the in vitro methods disclosed above in-
volving the quantitation of the antibodies specific for
HMGB1 may be carried out by implementing ELISA, or
other immunological detection methods, using the High
mobility group box | (HMGB1) protein or derivatives
thereof coated on a solid support, and optionally using
secondary antibodies able to detect the HMGB1 specific
antibodies.

[0079] When the quantitation of the chemokine IP-10
and/or of the chemokine MCP-1 is concerned, ELISA or
any other methods known in the art may be used.
[0080] The inventors havealso putin evidence thatthe
protein HMGB1 itself can be assayed in a cerebrospinal
fluid sample.

[0081] Consequently, yet another aspect disclosed
herein involves detection of an increased concentration
of HMGB1 in cerebrospinal fluid samples from HIV-in-
fected subjects. A positive correlation between the viral
load and HMGB1 concentration, in a cerebrospinal fluid
sample, may also be used to monitor HIV infection.
HMGB1 concentration may be quantitated with well-
known diagnostic tests, such as ELISA tests. Recom-
binant hLHMGB1, anti-hHMGB1 monoclonal antibodies
and rabbit anti-hHMGB1 serum are commercially avail-
able and may used in such diagnostic tests.

[0082] The application discloses an in vitro method for
monitoring HIV infection in a subject infected with HIV
comprising quantitating High mobility group box |
(HMGB1) protein contained in a cerebrospinal fluid sam-
ple obtained from said subject, in particular by contacting
the biological sample from said subject infected with HIV,
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with antibodies thatimmunologically bind to High mobility
group box | (HMGB1), wherein the HMGB1 protein tar-
geted for quantitation is either the total HMGB1 protein
or its circulating fraction (residual circulating HMGB1) or
its immunological complexed fraction.

[0083] The application discloses an in vitro method for
monitoring the HIV viral load of a subject known to be
infected with HIV, comprising carrying out the quantita-
tion of the HMGB1 protein in a cerebrospinal fluid sample
obtained from said subject, wherein the more the HMGB1
protein, the more the viral load. By "viral load", it is meant
either the HIV RNA (which is derived from viral particles
and present in plasma) or the HIV DNA (which is inte-
grated in the cellgenome and presentin cells). The meth-
ods based on the quantitation of HMGB1 are suitable to
monitor the HIV RNA viral load.

[0084] The methods for monitoring the HIV infection or
the viral load may be implemented based on the quanti-
tation of the circulating (residual) HMGB1, based on the
quantitation of the total HMGB1 or based on the quanti-
tation of the fraction of immunological HMGB1 / specific
antibodies complex.

[0085] These methods are based on either the quan-
titation of circulating HMGB1 or total HMGB1. When the
quantitation is based on the total HMGB1, the methods
of the invention also comprise a step suitable for disso-
ciation of immunological complexes formed with
HMGB1-specific antibodies, and for example the meth-
ods of the invention use or include an acidic treatment
of the cerebrospinal fluid sample.

[0086] A suitable acidic treatment comprises contact-
ing the cerebrospinal fluid sample with an acidic disso-
ciation solution, having a low pH, preferably between pH
1 and 3, chosen to separate the HMGB1 protein from the
specific antibody without altering the HMGB1 protein and
its recognition capacity by specific antibodies. In a par-
ticular embodiment, the acidic dissociation solutionis gly-
cine (e.g. 1.5M) at a low pH, preferably between pH 1
and 3 (e.g. 1.85). The acid treatment is then stopped with
a neutralization buffer (such as Tris, for example 1.5M
Tris, pH9). In another preferred embodiment, in combi-
nation with the previous one or not, the incubation with
the acidic dissociation solution is carried out at a temper-
ature between 20 and 37°C, preferably at 25°C, and/or
the neutralization step takes place in ice.

[0087] The quantitation of the HMGB1 protein may be
compared to the amount of HMGB1 from a cerebrospinal
fluid sample obtained from a subject not infected with
HIV, or to the amount of HMGB1 from a cerebrospinal
fluid sample obtained from the same subject at a different
time.

[0088] The application discloses, for the same appli-
cations, a method comprising the quantitation of HMGB1
(for example as described above) in the cerebrospinal
fluid sample and in the serum sample of a HIV-infected
individual, both quantitations being carried in the same
individual and atthe sametime, and, optionally, the quan-
titation of the chemokine IP-10 and/or the chemokine
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MCP-1, both in the cerebrospinal fluid sample and the
serum sample of the same individual and at the same
time.

[0089] The applicationdiscloses a kit that may be used
toimplement one of the following applications: to monitor
the human immunodeficiency virus (HIV) infection of a
HIV-infected subject, to monitor the HIV viral load of a
HIV-infected subject who is not under treatment for HIV
infection, to carry out the prognostic of either the state of
progression of Acquired immune deficiency syndrome
(AIDS) or the state of progression toward AIDS of a pa-
tientinfected with HIV, to carry out the prognostic of either
the state of progression of neurological disorders of a
patient, in particular neurological disorders associated
with Acquired immune deficiency syndrome (AIDS) or
with HIV infection or the state of progression toward neu-
rological disorders of a patient, in particular neurological
disorders associated with AIDS of a patient infected with
HIV or with HIV infection, to evaluate the immune defi-
ciency of a patient, in particular a HIV-infected subject,
to determine the level of immune activation especially
persistent immune activation in a patient, in particular a
HIV-infected subject, to monitor the state of HIV-infected
subject and in diagnostic methods of the invention.
[0090] This kit comprises native HMGB1 protein or de-
rivatives thereof as defined above, and optionally an acid-
icdissociation solution suitable to dissociate immunolog-
ical HMGB1/anti-HMGB1 antibody complexes found in
the biological sample, when taken from the patient, such
as defined above, and optionally means to quantitate the
chemokine IP-10 and/or means to quantitate the chem-
okine MCP-1. Optionally, this kit may also contain a neu-
tralization buffer, for example as defined above and/or
secondary antibodies binding to and/or revealing the for-
mation of the HMGB 1/specific antibodies complex. Op-
tionally, this kit may also contain directions for use (leaf-
let). As described herein, the kit comprises a native
HMGB1 protein or derivatives thereof and acidic disso-
ciation solution suitable to dissociate immunological
HMGB1/anti-HMGB1 antibody complexes. As described
herein, the kit comprises a native HMGB1 protein or de-
rivatives thereof and means to quantitate the chemokine
IP-10.

[0091] The kit is implemented to quantitate the anti-
HMGB1 antibodies from any biological sample, in partic-
ular from the cerebrospinal fluid sample of a HIV-infected
patient or from the serum sample of a HIV-infected pa-
tient, or when parallel quantitation is required from both
the cerebrospinal fluid sample and the serum sample of
said HIV-infected patient.

BRIEF DESCRIPTION OF THE DRAWINGS

[0092]

Figure 1: Detection of HMGB1 and anti-HMGB1
antibodies in CSF from HIV-1-infected patients.
A- Left Panel. HMGB1 concentration was quantitat-
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ed by Elisa (Shinotest, IBL), in CSF from 10 healthy
donors (HD) and 23 HIV-1-infected patients with
neurological disorders. Box and Whisker Plots rep-
resentthe mean * SD of CSF HMGB1 concentration
(limit of detection 0.25 ng/ml) in the two groups [0.5
ng/ml (range 0.25-1.47) in HD vs 1.67 ng/ml (range
0.25-15.9) in patients]. A- Right panel. HIV-infected
patients were stratified from stage 2 to stage 4 ac-
cording to neurological disorder severity, CSF being
obtained for stage 3 and stage 4 patients only.
HMGB1 was detected at increased concentrations
in CSF from stage 3 patients vs HD, but due to the
variability of the values, the differences between HD
and patients from both groups were not statistically
significant. B - Left Panel. Anti-HMGB1 Abs concen-
tration was quantified by Elisa in CSF from 10 healthy
donors (HD) and 23 HIV-1-infected patients with
neurological disorders. Box and Whisker Plots rep-
resent the mean * SD of CSF anti-HMGB1 concen-
tration (the mean and range values are indicated on
the boxes). The p value of significant differences is
reported (non-parametric Mann-Whitney test). B-
Right panel. CSF of stage 3 (n=12) and stage 4
(n=11) patients were tested for anti-HMGB1 Abs and
compared to HD (n=10). Box and Whisker Plots rep-
resentthe mean =+ SD of anti-HMGB1 concentration.
The p value of significant differences is reported
(non-parametric Mann-Whitney test).

Figure.2: Impact of viral load on HMGB1 and anti-
HMGB1 antibody levels in CSF. A- Patients were
stratified into 2 groups according to CSF viral load
(VL): undetectable (i.e., <40 copies/ml) and positive
(VL> 40 copies/ml). Mean values are indicated on
each box. HMGB1 and anti-HMGB1 concentrations
were compared between these 2 groups and p val-
ues are reported (non-parametric Mann-Whitney
test). B- Spearman correlations between CSF con-
centrations of either HMGB1 or anti-HMGB1 anti-
bodies and CSF Log VL. The coefficient of correla-
tion (r) and p values are reported. C: Spearman cor-
relations between plasma VL and CSF HMGB1 con-
centration (left panel) or CSF VL (right panel). The
coefficient of correlation (r) and p values are report-
ed.

Figure 3: Correlation of Anti-HMGB1 antibody
levels in CSF with disease evolution. A - Periph-
eral CD4 T cell number is a correlate of disease ev-
olution. Patients were stratified into 3 groups accord-
ing to their blood CD4 T cell numbers, and HMGB1
and anti-HMGB1 antibody levels were compared be-
tween the 3 groups. p values (non-parametric Mann-
Whitney test) are reported. B- Spearman correla-
tions between CSF concentrations of either HMGB1
or anti-HMGB1 Abs and CD4 T cell numbers. The
coefficients of correlation (r) and p values are report-
ed.
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Figure 4: Correlation of CSF HMGB1 and
antiHMGB1 antibody levels with immune activa-
tion. A- CSF VL, the % T CD8" HLA-DR* and T
CD8* CD38* were compared among the three
groups of patients stratified according to their CD4
T cellnumber. p values arereported (non-parametric
Mann-Whitney test). B- Spearman correlations be-
tween CSF or serum VL and the % of CD8* CD38*
T cells or CD8+ HLA-DR+ T cells. The coefficients
of correlation (r) and p values are reported. C- Top
panel: Spearman correlations between CSF anti-
HMGB1 antibodies and the % of CD4* HLA-DR* T
cells, or CD8* HLA-DR* T cells. Bottom panel:
Spearman correlations between CSF HMGB1 and
the % CD8* HLA-DR* T cells. The coefficients of
correlation (r) and p values are reported.

Figure 5: Quantification of 24 cytokines and
chemokines in CSF of stage 3 and stage 4 pa-
tients. A panel of 24 cytokines and chemokines have
been quantified by MAP technology (Luminex) in
CSF from HD, stage 3 and stage 4 patients. Box and
Whisker Plots represent the mean = SD of a panel
of chemokines. Only IP-10 and MCP-1 were detect-
ed at significant levels. p values are reported (non-
parametric Mann-Whitney test) for statistical com-
parisons between patients and HD.

Figure 6: Correlation of CSF IP-10 and MCP-1 lev-
els with CSF viral load and disease evolution. A-
Spearman correlations between CSF IP-10and CSF
VL, % T CD8*CD38* and % CD8* HLA-DR*. The
coefficients of correlation (r) and p values are report-
ed. B, C- Spearman correlations between CSF MCP-
1 and the number of blood CD4 T cells, the %
CD8*CD38* T cells (B) and CSF IL-10 (C). The co-
efficients of correlation (r) and p values are reported.

Figure 7: Correlation of CSF IP-10 and MCP-1 in
stage 3 and stage 4 patients, and with anti-
HMGB1antibodies. A- Comparative IP-10 (top pan-
el) and MCP1 (bottom panel) concentrations in pa-
tients at stage 3 or stage 4 and HD. The mean values
are indicated at the bottom of the figure. p values are
reported (non-parametric Mann-Whitney test) for
statistical comparisons between patients and HD.
B-Spearman correlations between CSF anti-
HMGB1 antibodies and CSF IP-10 or CSF MCP1
are shown. The coefficients of correlation (r) and p
values are reported.

Figure 8: Correlation of serum anti-HMGB1 anti-
body levels at stage 2 with plasma VL. A- Com-
parative serum HMGB1 (left panel) and anti-HMGB1
antibodies (right panel) concentrations in HIV-infect-
ed patients at stage 1 (n=33, no neurological disor-
der), stage 2 (n=41, mild neurological disorder),
stage 3 (n=17) and stage 4 (n=13). p values are re-
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ported (non-parametric Mann-Whitney test) for sta-
tistical comparisons between the groups of patients.
B- Patients were stratified into 2 groups according
to CSF VL: undetectable (i.e. <40 cp/ml, n=55) and
positive (VL<40 cp/ml, n=28). Anti-HMGB1 Abs and
CD4 T cell numbers were compared between these
2 groups and p values are reported (non-parametric
Mann-Whitney test). C- Patients were stratified ac-
cording to VL as indicated on the x axis. Anti-HMGB1
antibodies and HMGB1 concentrations (top left and
bottom panels) were compared for each group and
p values are reported (non-parametric Mann-Whit-
ney test). The top right panel shows the Spearman
correlation between anti-HMGB1 antibodies and se-
rum VL on 105 patients. The coefficients of correla-
tion (r) and p values are reported.

Figure 9: Correlation between serum anti-
HMGB1 antibody levels with IP-10 A- Spearman
correlations between anti-HMGB1 antibody levels
and IP-10 (left panel) or HMGB1 (right panel) on sera
from 106 patients. The coefficients of correlation (r)
and p values arereported. B- Spearman correlations
between IP-10 and CD4 T cell number (left panel)
or % T CD8* HLA-DR* (right panel) on sera from
105 and 86 patients respectively. The coefficients of
correlation (r) and p values are reported.

Figure 10: Suppression of VL with HAART is as-
sociated with reduction of CSF anti-HMGB1,
HMGB1, IP-10, MCP-1 and immune activation.
Patients were stratified according to the fact that they
received either HAART or no antiretroviral therapy.
The mean levels of viral load (VL), HMGB1, anti-
HMGB1 antibodies (Abs) (A), the percentage of
CD8+CD38+ and CD8+HLA-DR+ cells (B), and the
levels of IP-10 and MCP1 (C) were compared be-
tween the two groups (non-parametric Mann-Whit-
ney test). p values are reported.

Figure 11: Persistence of HMGB1, anti-HMGB1,
IP-10 and MCP1 in CSF from patients with sup-
pressed viral load. HMGB1, anti-HMGB1, IP-10
and MCP1 levels were compared in CSF in 66 pa-
tients with VL<40 cp/ml and 10 healthy donors (HD).
The median values (25%-75% percentiles) are
shown. Statistical comparisons were made with the
non-parametric Mann-Whitney test. p values are re-
ported.

Figure 12: Neurological disorders are associated
with increased levels of serum anti-HMGB1 Abs
in patients with suppressed VL. The levels of anti-
HMGB1 antibodies (Abs) and HMGB1 were com-
pared between the different neurological stages (A)
or between patients with stages 2, 3 and 4 (n=45)
and stage 1 patients (n=21) (B), all of them present-
ing with a VL<40 cp/ml. Mean values are shown and
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statistical comparisons were made with the non-par-
ametric Mann-Whitney test. p values are reported.
C- Same comparisons than in B (stage 1 versus pa-
tients with stages 2, 3 and 4) were done for the in-
dicated parameters. No statistical differences were
found for any of these parameters.

Figure 13: Correlations between anti-HMGB1,
MCP1, IP-10 and immune activation in patients
with stages 2, 3 and 4 and suppressed viral load.
A,B,C-Spearman correlations between indicated
parametersin serafrom 45 HIV+ patients with stages
2, 3 and 4 and VL<40 cp/ml. The coefficients of cor-
relation (r) and p values are reported.

Figure 14: Clinical and immunological parame-
ters of patientsincluded in the study. HIV-infected
subjects were randomly selected among subjects
above 18 years of age, regardless of CD4 cell count
and viral load. Exclusion criteria were: previous di-
agnosis of HAND, active opportunistic infection, any
history of neurological disorder. HAND was defined
as mentioned in the text. HMGB1, anti-HMGB1, IP10
and MCP1 were quantified as described in present
application. P value was determined with the Mann-
Whitney test. P<0.05 was considered as significant.

Figure 15: HAND and no HAND patients show
comparable clinical and virological parameters.
For each patient, the indicated markers (CD4 count
upon inclusion, nadir CD4, plasma HIV-RNA, HIV-
DNA, activation markers) were recorded or quanti-
fied. These markers were compared in patients with
HAND and patients without HAND. No significant dif-
ferences were detected for any marker (Mann-Whit-
ney test).

Figure 16: HMGB1 and anti-HMGB1 levels are
significantly different in viremic or aviremic
HAND and no HAND patients. HMGB1 and anti-
HMGB1 serum levels were quantified for all the pa-
tients according to the methods described in the
present application. Their levels were compared be-
tween HAND and no HAND patients regardless their
viral load, or considering only the viremic or aviremic
patients. Statistical analysis was performed using
the Mann-Whitney test. P<0.05 was considered as
significant.

Figure 17: Serum levels of IP-10 are correlated
with immune activation, MCP1, anti-HMGB1 and
nadir CD4. Correlations between serum IP10 levels
and indicated immune parameters are shown. The
spearman correlation test was used. P<0.05 was
considered as significant.

Figure 18: Serum levels of MCP-1 are correlated
with immune activation, IP-10, HMGB1 and nadir
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CDA4. Correlations between serum MCP1 levels and
indicated immune parameters are shown. The
spearman correlation test was used. P<0.05 was
considered as significant.

Figure 19: Basal ganglia volumetric changes in
patients with HAND and correlation with meta-
bolic changes. Basal ganglia (BG) volumetric
changes and Cho/NAA ratio were measured by MR,
asdescribedinthe specification. Patients with HAND
had larger putamen (Jacobian value lower than 1)
(A) and higher Cho/NAA ratios on MRI-spectroscopy
of BG (B). Larger volumes of putamen were corre-
lated to higher Cho/NAA values (p=0.02) (C).

Figure 20: Neurological impairment (Cho/NAA
ratio) correlates with anti-HMGB1 Abs and IP10
levels. Increased immune activation (%
CD8+CD38+HLA-DR+ T cells), and increased levels
of anti-HMGB1 Abs and IP10 correlate to increased
Cho/NAA values. Statistical analysis was performed
using the Mann-Whitney test. P<0.05 was consid-
ered as significant.

EXAMPLES

|. Detection of HMGB1 protein and anti-HMGB1 antibod-
ies in sample (serum and/or human cerebrospinal fluid)

[0093] The concentration of HMGB1 protein (i.e., re-
sidual circulating HMGB1 protein) in sample from HIV-
infected patients was quantitated, according to the ELISA
kit Shino Test (IBL).

[0094] Moreover, a specific Elisa assay for the detec-
tion of total anti-HMGB1-specific antibodies was devel-
oped. The following reagents have been used:

- Rabbit primary polyclonal antibodies to human
HMGB1 (Adcam ab18256) are directed against a
KLH-conjugated synthetic peptide derived from res-
idues 150 to C-terminus of human HMGB1.

- Recombinant BOXB from HMGB1 (HMGBiotech
HM-051) produced in E. Coli from an expression
plasmid coding for the mammalian sequence, which
is totally identical in human and mouse.

- Control rabbit serum (Sigma ;Ref: R9133)

- anti-rabbit IgG or IgM conjugated to phosphatase
alkaline (PAL), substrate p-nitrophenyl phosphate
tablets (pNPP),

- calibrators: human IgG from serum (Sigma; ref
12511) and Human IgM from serum (Sigma; ref
18260)

- Anti-human IgG (Fc specific)-alkaline phosphatase
antibody produced in goat (Sigma; Ref A9544), anti-
human IgM (p-chain specific)-alkaline phosphatase
antibody produced in goat (Sigma ; ref A3437)

[0095] The Elisa assay, to quantitate total anti-
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HMGB 1-specific antibodies, was carried out as follows:

Coating of 96-well plates was performed overnight
at 4°C with 0.5ug/ml of BOXB in DPBS. Simultane-
ously, coating of the calibrator was performed with
serial dilutions in DPBS of corresponding isotypes
(only for ELISA assay carried out with human sam-
ples). Plates were washed four times with
DPBS/0.05% (v/v) Tween® 20, using a microplate
washer (Atlantis; Oasys). Similar washings were
performed after each step of the ELISA assay. Un-
bound sites were blocked at 4°C for 2 hours with
PBS/2% (w/v) BSA. 100l aliquots of sample diluted
in DPBS/0.05% (v/iv) Tween® /1% (W/V) BSA were
added to coated and uncoated wells and incubated
for 1 hour at 37°C. All samples have been tested
treated with 1.5M Glycine (v/v, pH 1.85) for 30 mn
at 25°C in a water bath, and further kept on ice and
diluted with 1.5M Tris, v/v, pH 9,0. Samples were
then immediately diluted (from 1/10 to 1/1000) and
distributed on coated plates. Anti-rabbit IgG phos-
phatase alkaline-conjugated antibodies (ratio
1/10000), or goat anti-human IgG (ratio 1/2000), or
IgM (ratio 1/2000) alkaline phosphatase-conjugated
antibodies diluted in DPBS/0.05% (v/v) Tween®/1%
(W/V) BSA were added for 1 hour at 37.C. Detection
of antigen-specific antibodies was performed after
30 mn of incubation at 37°C with 100l pNPP sub-
strate and the reaction was stopped by addition of
100l NaOH 3M. Concentration of BOXB-specific
antibodies has been calculated according to the
standard curve obtained from standard immunoglob-
ulin solution absorbance by Ascent software, Ther-
mokElectrocorp, as we previously reported in an Elisa
specific for Shigella LPS (Launay et al. Vaccine
2009, 27:1184-1191). The data are expressed in
ng/ml of antibodies detected.

1. Analysis of HMGB1 and specific anti-HMGB1 antibod-
ies, as well as chemokine signatures in CSF from HIV-

infected patients.

HIV-infected patients

[0096] The group of patients analyzed for CSF content
in HMGB1 and in anti-HMGB1 antibodies, is part of a
cohort of 105 chronically HIV-infected patients, classified
according to AIDS-associated neurological disorders (as
explained above). Group 1 includes HIV-1-infected pa-
tients without neurological disorders, whereas group 2,
3 and 4 include patients with increasing neurocognitive
disorders.
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lla. Correlation of HMGB1 and specific anti-HMGB1 an-
tibodies with viral load, disease evolution and chemokine

signatures

Increased levels of HMGB1 and anti-HMGB1 Abs in
CSF sample from HIV-infected (HIV*) patients as
compared to healthy donors

[0097] Using the Shinotest Elisa (IBL) assay for
HMGB1 detection (limit of detection 0.25 ng/ml) and our
home made Elisa assay for anti-HMGB1 antibody detec-
tion (limit of detection 90 ng/ml), increased levels of both
HMGB1 (Fig 1A) and anti-HMGB1 antibodies (Fig 1B)
have been found in CSF from HIV-infected patients (P)
as compared to healthy donors (HD). The increased level
of HMGB1 in patients’ CSF was not statistically different
to that of HD (Fig 1A) whereas the levels of anti-HMGB1
antibodies were significantly increased compared to HD
(Fig 1B). Stratification of patients according to their neu-
rological stage showed that increased levels of both
HMGB1 and anti-HMGB1 antibodies in CSF were ob-
served for patients in stage 3 and 4. Only anti-HMGB1
antibodies levels were statistically different from those of
HD (Fig. 1).

HMGB1 and anti-HMGB1 antibodies from CSF sam-
ple correlate with viral load

[0098] HIV-1 is probably driving the production of
HMGB1 and anti-HMGB1 antibodies in CSF. This is sug-
gested by the higher level of both molecules in patients
with uncontrolled viral load (VL) compared with patients
with undetectable VL (<40 cp/ml CSF) (Fig. 2A). In ad-
dition, HMGB1 and anti-HMGB1 antibody levels were
found positively correlated with HIV-1 VL in CSF (Fig.
2B). As a corollary (considering that CSF VL is strongly
correlated with plasma VL, Fig. 2C), CSF HMGB1 level
was positively correlated with plasma VL (Fig 2C).

CSF Anti-HMGBH1 levels correlate with disease evo-
lution

[0099] The hallmark of HIV infection is the progressive
disappearance of CD4 T cells in the blood, and the pe-
ripheralnumber of CD4 T cells isa marker of HIV disease
progression. Fig. 3A (right panel) shows that the level of
anti-HMGB1 antibodies in CSF is increasing when CD4
T cellnumbers are decreasing, and it is significantly high-
er in patients with low (<300) versus high (>600) CD4 T
cell numbers. Moreover, the level of anti-HMGB1 anti-
bodies in CSF appears to be a correlate of disease ev-
olution, as anti-HMGB1 antibodies negatively correlate
with CD4 T cell numbers (Fig. 3B right panel). Regarding
HMGB1 levels in CSF, they do not vary with CD4 T cell
numbers (Fig.3A, 3B left panels). It is noteworthy that
the assay that was used for HMGB1 quantification (Shi-
notest, IBL) only detects residual free HMGB1 (i.e., not
HMGB1 complexed with antibodies), while the assay de-
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veloped in our laboratory for anti-HMGB1 antibody quan-
tification detects the total antibodies, including the ones
that are complexed to HMGB1. Thus the levels of anti-
HMGB1 antibodies (1000 fold more than HMGB1) rep-
resents a more accurate measure of disease evolution
than residual HMGB1.

CSF HMGB1 and anti-HMGB1 antibody levels are as-
sociated with a persistent immune activation

[0100] A number of studies have demonstrated that
chronic HIV-infection induces a state of inmune activa-
tion which is a strong marker of disease progression
(Giorgi JV, et al. Shorter survival in advanced HIV-1 in-
fection is more closely associated with T lymphocyte ac-
tivation than with plasma virus burden or virus chemokine
coreceptor usage. J Infect Dis 1999). Immune activation
can be analyzed through the expression of activation
markers on blood CD8 T cells, in particular CD38 and
HLA-DR, whose combination is associated with the risk
of progression to AIDS (Liu Z, et al. Elevated CD38 an-
tigen expression on CD8+ T cells is a stronger marker
for the risk of chronic HIV disease progression to AIDS
and death in the MACS Study than CD4+ cell count, sol-
uble immune activation markers, or combinations of HLA-
DR and CD38 expression. J Acquir Immune Defic Syndr
Hum Retrovirol 1997; 16:83-92). Fig. 4A shows that the
percentages of CD8*CD38* T cells is significantly in-
creased in patients with low CD4 T cell numbers (CD4
<300/uL) compared to patients with high numbers
(>600/uL), and the activation state of T cells (i.e., the
percentage of CD8*CD38™* T cells and CD8*HLA-DR* T
cells) is positively correlated with both CSF and plasma
viral load (Fig. 4B). In that context it is noteworthy that
the expression of HMGB1 and anti-HMGB1 antibodies
is positively correlated with the activation state of T cells
(Fig 4C).

[0101] Therefore, HMGB1 and anti-HMGB1 detection
in CSF of patients with neurological disorders is the con-
sequence of persistent immune activation driven by HIV.

Increased levels of HMGB1 and anti-HMGB1 antibod-
ies in CSF sample are associated with increased lev-
els of inflammatory chemokines IP-10 and MCP-1.

[0102] CSF from HD and HIV* patients with neurolog-
ical disorders at stage 3 or stage 4 were tested with the
MAP (MultiAnalyte Profiling) technology for the simulta-
neous detection of 24 cytokine/chemokines. Fig. 5 shows
the comparison of chemokine profiles in CSF from HD
and HIV* patients. In CSF from HD, cytokine/chemokine
signatures were characterized by the detection of two
chemokines, IP-10 and MCP-1. In CSF from HIV* pa-
tients, these two chemokines were also detected, but at
higher levels. Increased concentration of IP-10 in pa-
tients’ CSF was correlated with CSF VL (in agreement
with a previous report (Paola Cinquea et al. Cerebrospi-
nal fluid interferon-y-inducible protein 10 (IP-10,
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CXCL10) in HIV-1 infection. J Neuroimmunology 2005)
and with the activation state of CD8 T cells (Fig. 6A).
Similarly, increased concentrations of MCP-1 were cor-
related with the activation state of T cells, and MCP-1
levels appeared to be a correlate of disease evolution,
as shown by the inverse correlation between CSF MCP1
concentration and CD4 T cell numbers (Fig. 6B). Fig.
6C shows that the levels of IP-10 and MCP-1 are posi-
tively correlated in patients’CSF.

[0103] In order to characterize the nature of mediators
detected in CSF from patients with neurological disor-
ders, IP-10 and MCP-1 levels were compared between
HD and stage 3 and stage 4 patients. Fig 7A shows that
stage 3 is associated with a significant increase of both
IP-10 and MCP-1. Interestingly, CSF IP-10 and MCP-1
concentrations were positively associated with the levels
of anti-HMGB1 antibodies (Fig. 7B).

IIb. HMGB1, anti-HMGB1 antibodies and chemokine sig-
natures in sera from HIV* patients with neurological dis-
orders.

Serum anti-HMGB1 antibodies levels are increased
from stage 2 and driven by HIV viral load

[0104] Fig 8A shows that, from stage 2, patients
showed a significant increase in serum anti-HMGB1 an-
tibody levels, whereas HMGB1 levels were less discrim-
inating. There was no significant difference in VL be-
tween the different groups (not shown). Stratification of
patients on the basis of serum viral load (undetectable
<40 cp/ml vs positive >40 cp/ml) revealed that anti-
HMGB1 antibodies were significantly increased in pa-
tients with detectable viral load (Fig 8B). As expected,
detectable VL was associated with reduced numbers of
CD4 T cells (Fig. 8B). A more refined stratification of
serum VL showed that anti-HMGB1 antibodies signifi-
cantly rose from VL>1000 cp/ml, and HMGB1 Abs levels
were positively correlated with VL (Fig 8C). As observed
in CSF, HMGB1 levels were less discriminating.

Serum anti-HMGB1 Abs levels are correlated with IP-
10 concentrations

[0105] As observed in patients’ CSF, a positive corre-
lation was found between anti-HMGB1 antibodies and
IP-10 levels (Fig 9A). IP-10 was found to be a correlate
of disease evolution, since it increases with CD4 loss,
and its production was associated to the persistent acti-
vation of the immune system, as evaluated by the ex-
pression of activation markers on T cells (Fig 9B). Inter-
estingly the levels of HMGB1 and anti-HMGB1 antibodies
were inversely correlated (Fig 9A) suggesting that the
production of anti-HMGB1 antibodies is driven by the pro-
duction of HMGB1, and that the anti-HMGB1 antibodies
have a neutralizing activity.
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llc. Neurological disorders in patients with suppressed
viral load are associated with persistence of anti-HMGB1
and chemokines |IP-10 and MCP-1 in CSF and serum

Suppression of Viral Load (VL) with HAART is asso-
ciated with reduction of CSF anti-HMGB1, HMGB1,
IP-10, MCP-1 and immune activation.

[0106] Successful anti-retroviral therapy is associated
with suppression of CSF viral load in most of the patients
with neurological disorders (Fig.10A). Concomitantly,
the levels of CSF HMGBH1, anti-HMGB1 (Fig. 10A), IP-
10 and MCP1 (Fig 10C) are reduced, and the expression
of CD38 and HLA-DR on CD8 T cells as well (Fig 10B).

Persistence of HMGB1, anti-HMGB1, IP-10 and MCP1
in CSF from patients with suppressed viral load com-
pared to healthy donors.

[0107] Comparison of cytokine/chemokine levels in
CSF from HIV+ patients with VL<40 cp/ml and in CSF
from healthy donors revealed the persistence of HMGB1,
anti-HMGB1, IP-10 and MCP-1 (Fig 11). Thus these data
show that neurological disorders that persist despite VL
suppression are associated with elevated levels of anti-
HMGB1, IP-10 and MCP1 molecules in CSF.

Serum anti-HMGB1 Abs distinguish patients with
stages 2 to 4 from stage 1 patients, in spite of sup-
pression of viral replication.

[0108] Anti-HMGB1 Abs were found still significantly
increased in HIV+ patients with stages 2 to 4 compared
to HIV+ patients at stage 1 (with no neurological trou-
bles), although all these patients showed undetectable
levels of VL (<40 cp/ml) (Fig 12A). Fig 12B and 12C
show that neither HMGB1, IP-10 or MCP-1 levels, nor
the nCD4 T cells, nCD8 T cells, Nadir CD4, the percent-
ages of activated CD4 and CD8 T cells, was found dif-
ferent in patients with stages 2, 3 and 4 versus patients
with stage 1. Therefore, anti-HMGB1 levels represent
the only factor that distinguishes patients with stages 2,
3 and 4 from those with stage 1.

Correlations between anti-HMGB1, MCP1, IP-10 and
immune activation in patients with stages 2, 3and 4
and suppressed viral load

[0109] To understand the causes of persistent anti-
HMGB1 levels despite controlled viral load, Spearman
correlations were analyzed between various parameters
associated with clinical evolution. Fig 13A shows that
anti-HMGB1 levels are positively correlated with IP-10
and MCP-1 levels, being themselves related to the state
of immune activation, measured by the expression of
HLA-DR and CD38 on CD4 and CD8 T cells (Fig 13B).
As already observed in the whole cohort (discussed
above), the state of immune activation is a correlate of
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disease evolution measured by the number of CD4 T
cells (Fig 13C). Overall, these data show that a persistent
immune activation is detected in patients with sup-
pressed viral load and stages 2, 3 and 4, driving the pro-
duction of anti-HMGB1 Abs. The negative correlation be-
tween serum anti-HMGB1 and HMGB1 found both in the
whole cohort of patients (stage 1 to stage 4 with variable
viral load) (Fig 9A) and in patients with stages 2, 3 and
4 and suppressed viral load (Fig 13A) suggest an in vivo
neutralizing activity of the antibodies.

[0110] The study of the immunological parameters
characterizing a cohort of patients was pursued with two
aims:

(1) to extend the analysis to the sera of the whole
cohort (n=106 patients) in order both to determine if
the molecular signature reported in CSF with classi-
fication stages 3 and 4 was also found in serum of
patients and with the HAND/no HAND classification;
and

(2) to assess whether Magnetic Resonance Imaging
(MRI) measurements that identify basal ganglia vol-
umetric changes, and metabolic changes linked to
CNS alterations, were correlated with this molecular
signature.

I1l. Level of circulating HMGB1 protein and level of total
anti-HMGB1 antibodies are the only parameters that dis-
tinguish HAND patients from no HAND patients.

[0111] To define HAND, the criteria put forward by An-
tinori et al. (Neurology. 2007 Oct 30;69(18):1789-99)
were used. The following correspondence with the clas-
sification stage 1 to stage 4 described above was con-
sidered: no HAND (stages 1 and 2); HAND (stages 3 and
4).

[0112] Fig 14 shows the clinicaland immunological pa-
rameters that characterize the cohort of patients studied.
The majority of these patients (81%) received potent
antiretroviral therapy, and 67% had a suppressed viral
load. Immune deficiency, as measured by CD4 counts,
was moderate, and nadir CD4 counts (i.e., the lowest
CD4 value reached since the beginning of the infection)
were not low. The degree ofimmune activation was mod-
erate, considering thatin an untreated patient atthe AIDS
stage, 60 to 100% of CD8* T cells coexpress the activa-
tion markers CD38 and HLA-DR.

[0113] One third of these patients had HAND (see be-
low for detailed information), and comparison with the no
HAND groups showed no difference regarding the viral
load, the CD4 and nadir CD4 counts, the proportion of
viremic patients and the level of immune activation.
[0114] Strikingly, the only significant difference be-
tween these two groups was detected for HMGB1 and
anti-HMGB1 antibodies (p=0.006, and p=0.05 respec-
tively, non parametric Mann-Witney test). IP-10 and
MCP-1 serum levels could not discriminate between
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HAND and no HAND patients (Fig 14). Similarity of im-
munological and virological parameters, in HAND and no
HAND patients, is shown as histograms in Fig 15.
[0115] As mentioned above, HMGB1 and anti-HMGB1
were the only two parameters discriminating the two
groups of patients (Fig 16). This discrimination was in-
dependent of RNA viral load, since it was also observed
in aviremic patients (VL<40 copies/ml).

[0116] Although the levels of IP-10 and MCP1 chem-
okines were not statistically different between HAND and
no HAND patients (Fig. 14), their production during the
infection was found positively correlated with persistent
immune activation, the levels of anti-HMGB1 and MCP-
1 and disease evolution, suggesting that chronic inflam-
mation was responsible for chemokines release (Fig. 17
and 18). These observations confirm the conclusions
previously reported for the CSF of HIV-infected patients
(example IIA and Figures 5, 6 and 7).

IV. An immunological signature correlated to volumetric
and metabolic changes in basal ganglia in HIV-infected
patients with HAND

[0117] Each patient performed neurological tests ex-
ploring a wide spectrum of cognitive domains. According
tothe NP testresults, patients were divided in two groups,
those with HAND or without HAND (see Antinori et al.
above). MRI analysis was performed for some patients.
Anaverage 3D image was created, and was further fused
with a digital brain atlas (from the Montreal Neurological
Institute), wherein left and right basal ganglia (BG) had
been identified. This enabled for each image to calculate
the volume and the amount of dilatation or shrinkage,
measured by the Jacobian value. Values lower than 1
indicate a dilatation of the subject image with respect to
the template, while valuers above 1 suggest volume re-
duction. Metabolic changes in BG were calculated.
Choline/N-acetyl Aspartate (Cho/NAA) is a marker of
neuronal inflammation and was determined as previously
described in the literature (Ratai EM et al. PLoS One.
2010 May 7;5(5):e10523; Yiannoutsos CT et al. Neuroim-
age. 2008 Mar 1;40(1):248-55. Paul RH etal.J Neuropsy-
chiatry Clin Neurosci. 2007 Summer;19(3):283-92 Greco
JB et al. Magn Reson Med. 2004 Jun;51(6):1108-14.
Meyerhoff DJ et al. AUOINR Am J Neuroradiol. 1996
May;17(5):973-8). In the BG of cognitively impaired HIV-
infected patients, the Cho/NAA ratio is generally in-
creased.

[0118] Fig 19A shows that patients with HAND had
larger putamen (Jacobian value lower than 1; p=0.008).
Patients with HAND had higher Cho/NAA ratios on MRI-
spectroscopy of BG (Fig. 19B). Relationships between
volumetric and metabolic parameters are shown in Fig
19C: larger volumes of putamen were correlated to
Cho/NAA values above 0.575 (p=0.02).

[0119] To investigate a possible relationship between
neurological and immunologic parameters, patients were
stratified according to Cho/NAA ratios, and immune
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markers were compared. Fig 20 shows that an increased
immune activation (% of CD8*CD38*HLA-DR* T cells)
and high levels of anti-HMGB1 and IP10 correlate to in-
creased Cho/NAA values.

CONCLUSION

[0120] This detailed analysis of soluble mediators de-
tected in serum and CSF from HIV-infected patients,
some of them suffering from AlDS-associated neurolog-
ical disorders, showed in CSF a profile of inflammation,
characterized by important levels of anti-HMGB1 anti-
bodies (in reaction to released HMGB1) associated with
high expression of the chemokine IP-10. Chemokines
have been implicated in the immunopathogenesis of neu-
rological disorders, such as Multiple Sclerosis (MS), and
in particular IP-10 was reported to be increased in CSF
from MS patients when inflammation is prominent
(Scarpini E et al. J Neurological Sciences 195:41, 2002).
In HIV-infected patients, a study reported that IP-10 lev-
els were increased in subjects with primary and asymp-
tomatic HIV infections and AIDS dementia complex, and
positively correlated with CSF viral load (Paola Cinquea
etal. Cerebrospinalfluid interferon-y-inducible protein 10
(IP-10, CXCL10) in HIV-1 infection. J Neuroimmunology
2005). IP-10 is a potent chemoattractant and it has been
suggested to enhance retrovirus infection and mediate
neuronal injury. The proinflammatory properties of MCP1
and its ability to up-regulate HIV-1 replication was also
suggested to contribute to the development of increased
risk of dementia. MCP-1 may facilitate migration of in-
fected and/or activated monocytes into the brain where
they become host cells for HIV-1 replication and by ac-
tivating macrophages, microglia and astrocytes that re-
sults inrelease of a number of potent neurotoxins (Dhillon
et al. Roles of MCP-1 in development of HIV-dementia.
Front Biosci. 2008, 13: 3913-3918). Our observations
bring new findings demonstrating that the alarmin
HMGB1, and most importantly the antibodies specific for
this alarmin, are detected (in addition to IP-10 and MCP-
1) in CSF from HIV-infected patients with stages 2 to 4,
and that they represent a correlate of viral replication and
disease evolution. Moreover, the persistence of anti-
HMGB1 antibodies in patients with suppressed viral rep-
lication is a determinant of stages 2 to 4.

[0121] Theresults onthe no HAND/HAND cohort show
that HAND is associated with an inflammatory pattern
thatcan be revealed with MRI (larger putamen, increased
Cho/NAA) and/or through immune markers, including ac-
tivation markers on peripheral T cells (CD38 and HLA-
DR expression) and/or inflammatory mediators. This
study shows forthefirsttime thattotal serum anti-HMGB1
antibodies and IP-10 levels are correlated with BG alter-
ations in patients with HAND, confirming the importance
of measuring these two moleculesin the blood of patients
developing HAND. Importantly, these observations link
for the first time MRI and spectroscopy parameters as-
sociated with HAND, such as larger putamen and in-
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creased Cho/NAA levels, with immunological parame-
ters (anti-HMGB1 antibodies and IP10) and immune ac-
tivation/inflammation markers.

[0122] These results suggest that the combination of
HMGB1/anti-HMGB1 antibodies, IP-10, MCP-1, is both
a response to and contributing determinant of local in-
fection in CNS. This application shows thatthe molecular
signature anti-HMGB1 antibodies and IP-10 and/or
MCP-1 may be useful in the diagnosis and prognosis of
diseases in which HMGB1 has been shown to be in-
volved, with or without neurological disorders, such as
AIDS.

Modifications and other embodiments

[0123] Various modifications and variations of the dis-
closed products, compositions, and methods as well as
the concept of the invention will be apparent to those
skilled in the art without departing from the scope and
spirit of the invention. Although the invention has been
described in connection with specific preferred embodi-
ments, it should be understood that the invention as
claimed is not intended to be limited to such specific em-
bodiments. Various modifications of the described
modes for carrying out the invention which are obvious
to those skilled in the medical, immunological, biological,
chemical or pharmacological arts or related fields are in-
tended to be within the scope of the following claims.
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PATENTKRAV

1. Prognostisk fremgangsmade in vitro for enten udviklingsstadiet af neurologiske
lidelser eller udviklingsstadiet hen imod neurologiske lidelser i en patient, omfattende:
a) at en cerebrospinalvaeskeprgve eller en serumprgve eller bade en serumprgve
og en cerebrospinalveeskeprgve, der er opnaet fra patienten, bringes i kontakt
med nativt HMGB1-protein eller HMGB1-proteinderivater, sd laenge disse
derivater bindes til for HMGB1 specifikke antistoffer; og
b) at de i cerebrospinalveeskepr@gven, serumprgven eller bade serumprgven og
cerebrospinalvaeskeprgven indeholdte for High Mobility Group Box | (HMGB1)
specifikke antistoffer meengdebestemmes;
idet et hgjere niveau af for HMGB1 specifikke antistoffer betyder starre risiko for at
udvikle neurologiske lidelser eller for at udvikle et fremskredent stadium af

neurologiske lidelser.

2. Prognostisk fremgangsmade in vitro for enten udviklingsstadiet af neurologiske
lidelser eller udviklingsstadiet hen imod neurologiske lidelser ifglge krav 1, omfattende
endvidere meengdebestemmelse af chemokin IP-10 og/eller chemokin MCP-1 i
prgven, iseer en serumprgve eller en cerebrospinalveeskepragve eller i bade serum-
preven og cerebrospinalveeskeprgven, der er opndet fra patienten, idet et hgjere
niveau af for HMG B1 specifikke antistoffer og mere chemokin IP-10 og/eller mere
chemokin MCP-1 betyder hgjere risiko for at udvikle neurologiske lidelser eller for at

udvikle et fremskredent stadium af neurologiske lidelser.

3. Prognostisk fremgangsmade in vitro ifelge krav 1 eller 2, ved hvilken de
neurologiske lidelser star i forbindelse med en sygdom eller lidelse, som er valgt fra
gruppen bestdende af (1) sygdomme eller lidelser af infektigs oprindelse, f.eks.
bakterieinfektion, pathogeninfektion, virusinfektion eller prioninfektion, sasom HIV-
infektion; og (2) sygdomme eller lidelser, hvis oprindelse er ikke-infektigs, eller hvis
oprindelse er ukendt, f.eks. akut neuronal leesion, traumatisk hjerneleesion, Alzheimers
sygdom, Huntingtons sygdom, postikeemisk hjerneleesion, Parkinsons sygdom, en
vilkarlig lidelse, der rammer det perifere nervesystem og/eller rygmarven, sasom
rygmarvsleesion, amyotrof lateral sclerose og demyelinerende sygdomme, sdsom

dissemineret sclerose (MS).
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4. Prognostisk fremgangsmade in vitro ifglge et hvilket som helst af kravene 1 til 3,
som endvidere omfatter
(a) at identificere volumetriske aendringer i patientens basalganglier, fortrinsvis ved
magnetresonansbilleddannelsesmalinger; og/eller
(b) at identificere stofskiftegendringer i patientens basalganglier, fortrinsvis ved at

beregne forholdet mellem cholin og N-acetylaspartat (Cho/NAA) i serum.

5. Prognostisk fremgangsmade in vitro ifglge et hvilket som helst af kravene 1 til 4, ved
hvilken de neurologiske lidelser star i forbindelse med HIV-infektion i en med HIV

inficeret patient.

6. Prognostisk fremgangsmade in vitro ifalge et hvilket som helst af kravene 1 til 5, ved
hvilken de neurologiske lidelser star i forbindelse med HIV-infektion i en patient, der er

inficeret med HIV og er under retroviral terapi.

7. Diagnostisk fremgangsmade in vitro for tilstedevaerelsen af neurologiske lidelser i
en patient, omfattende:
(a) at bedemme tilstedeveerelsen eller fravaeret af neurologiske lidelser ved
traditionelle kliniske kriterier; og
(b) at maengdebestemme de i en cerebrospinalveeskepragve, en serumprgve eller
badde en serumprgve og en cerebrospinalvaskepreve, der er opnaet fra
patienten, indeholdte for High Mobility Group Box | (HMGB1) specifikke
antistoffer, efter at prgven er bragt i kontakt med nativt HMGB1-protein eller
HMGB1-proteinderivater, sa lange disse derivater bindes til for HMGB1
specifikke antistoffer;
idet niveauet af for HMGB1 specifikke antistoffer korrelerer med diagnosen for

tilstedeveerelsen af neurologiske lidelser ved traditionelle kliniske kriterier.
8. Fremgangsmade in vitro ifglge krav 7, som endvidere omfatter meengde-
bestemmelse af andre molekyler, der findes i prgven, sdsom chemokiner, og

fortrinsvis maengdebestemmelse af chemokin IP-10 og/eller chemokin MCP-1.

9. Fremgangsmade in vitro ifglge krav 7 eller 8, ved hvilken de neurologiske lidelser

star i forbindelse med AIDS i en HIV-inficieret patient.
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10. Fremgangsmade in vitro ifalge et hvilket som helst af kravene 1 til 9, som omfatter
et trin, inden pragven bringes i kontakt med nativt HMGB1-protein eller HMGB1-
proteinderivater, sd leenge disse derivater bindes til for HMGB1 specifikke antistoffer,
til behandling af praven ved en syrebehandling for at dissociere de immunkomplekser,
der findes i pr@gven, fortrinsvis med 1,5 M glycin ved lavt pH, og idet de maengde-
bestemte for High Mobility Group Box | (HMGB1) specifikke antistoffer ved den

fremgangsmade angar den samlede meengde for HMGB1 specifikke antistoffer.

11. Fremgangsmade in vitro ifglge et hvilket som helst af kravene 1 til 10, ved hvilken
de meaengdebestemte for High Mobility Group Box | (HMGB1) specifikke antistoffer er
den cirkulerende fraktion af antistofferne (cirkulerende antistoffer) eller den

immunologisk kompleksbundne fraktion af dem.

12. Fremgangsmade in vitro ifglge et hvilket som helst af kravene 1 til 11, ved hvilken
HMGB1-proteinderivatet er valgt fra gruppen bestdende af en rekombinant HMGBH1,
en immunologisk reaktionsdygtig del af HMGB1, en immunologisk reaktionsdygtig del
af HMGBH1, hvis sekvens er feelles for HMGB1-proteiner af forskellige oprindelser, og
den rekombinante BOXB fra HMGB1 svarende til den sekvens, der er faelles for

human og murin HMGB1.

13. Anvendelse af et saet til at udfgre prognosen for enten udviklingsstadiet af
neurologiske lidelser i en patient eller udviklingsstadiet hen imod neurologiske lidelser i
en patient, hvor sasttet omfatter:

a) nativt HMGB1-protein eller HMGB1-proteinderivater, sa leenge disse derivater
bindes til for HMGB1 specifikke antistoffer;

b) eventuelt en sur dissociationsoplgsning, der har en pH-vaerdi mellem 1 og 3 il
at dissociere immunologiske HMGB1/anti-HMGB1-antistofkomplekser, der
findes i den biologiske prave, nar den tages fra patienten, uden at eendre anti-
HMGB1-antistoffets bindingsevne;

c) eventuelt midler til at maengdebestemme chemokiner;

d) eventuelt en neutraliseringspuffer;

e) eventuelt sekundaere antistoffer, der binder sig til komplekset af HMGB1 og
specifikke antistoffer; og

f) eventuelt en brugsanvisning, isger en indlaegsseddel.

14. Anvendelse af et saet ifglge krav 13, hvor seettet omfatter:
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a) nativt HMGB1-protein eller de neevnte HMGB1-proteinderivater; og

b) den sure dissociationsopl@sning.

15. Anvendelse af et saet ifglge krav 13, hvor saettet omfatter:
5 a) nativt HMGB1-protein eller de naevnte HMGB1-proteinderivater; og

b) midler til meengdebestemmelse af chemokiner.
16. Anvendelse af et saet ifglge krav 13 eller 15, ved hvilken chemokinet er chemokin

IP-10 og/eller chemokin MCP-1.
10
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