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ABSTRACT 
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comprising CpG motifs, and methods of use thereof in 
stimulating immunity. 
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NUCLEIC ACID COMPOSITIONS FOR 
STIMULATING IMMUNE RESPONSES 

RELATED APPLICATIONS 

[0001] This application claims priority under 35 U.S.C. § 
119(e) to US. Provisional Application Serial No. 60/393, 
880, entitled “NUCLEIC ACID COMPOSITIONS FOR 
STIMULATING IMMUNE RESPOSNES”, ?led on Jul. 3, 
2002, Which is herein incorporated by reference in its 
entirety. 

FIELD OF THE INVENTION 

[0002] The present invention relates generally to immu 
nostimulatory nucleic acids, compositions thereof and meth 
ods of using the immunostimulatory nucleic acids. 

BACKGROUND OF THE INVENTION 

[0003] Bacterial DNA has immune stimulatory effects to 
activate B cells and natural killer cells, but vertebrate DNA 
does not (Tokunaga, T., et al., 1988. Jpn. J. Cancer Res. 
79:682-686; Tokunaga, T., et al., 1984, JNCI 72:955-962; 
Messina, J. P., et al., 1991, J. Immunol. 147:1759-1764; and 
revieWed in Krieg, 1998, In: Applied Oligonucleotide Tech 
nology, C. A. Stein and A. M. Krieg, (Eds.), John Wiley and 
Sons, Inc., NeW York, NY, pp. 431-448). It is noW under 
stood that these immune stimulatory effects of bacterial 
DNA are a result of the presence of unmethylated CpG 
dinucleotides in particular base contexts (CpG motifs), 
Which are common in bacterial DNA, but methylated and 
underrepresented in vertebrate DNA (Krieg et al, 1995 
Nature 374:546-549; Krieg, 1999 Biochim. Biophys. Acta 
9332111-10). 
[0004] The immune stimulatory effects of bacterial DNA 
can be mimicked With synthetic oligodeoxynucleotides 
(ODN) containing these CpG motifs. Such CpG ODN have 
highly stimulatory effects on human and murine leukocytes, 
inducing B cell proliferation; cytokine and immunoglobulin 
secretion; natural killer (NK) cell lytic activity and IFN-y 
secretion; and activation of dendritic cells (DCs) and other 
antigen presenting cells to express costimulatory molecules 
and secrete cytokines, especially the Th1-like cytokines that 
are important in promoting the development of Th1-like T 
cell responses. These immune stimulatory effects of native 
phosphodiester backbone CpG ODN are highly CpG spe 
ci?c in that the effects are essentially abolished if the CpG 
motif is methylated, changed to a GpC, or otherWise elimi 
nated or altered (Krieg et al, 1995 Nature 374:546-549; 
Hartmann et al, 1999 Proc. Natl. Acad. Sci USA 96:9305 
10). Phosphodiester CpG ODN can be formulated in lipids, 
alum, or other types of vehicles With depot properties or 
improved cell uptake in order to enhance the immune 
stimulatory effects (Yamamoto et al, 1994 Microbiol. Immu 
nol. 38:831-836; GramZinski et al, 1998 Mol. Med. 4:109 
118). 
[0005] In early studies, it Was thought that the immune 
stimulatory CpG motif folloWed the formula purine-purine 
CpG-pyrimidine-pyrimidine (Krieg et al, 1995 Nature 
374:546-549; Pisetsky, 1996 J. Immunol. 156:421-423; 
Hacker et al., 1998 EMBO J. 17:6230-6240; Lipford et al, 
1998 Trends in Microbiol. 6:496-500). HoWever, it is noW 
clear that mouse lymphocytes respond quite Well to phos 
phodiester CpG motifs that do not folloW this “formula” (Yi 
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et al., 1998 J. Immunol. 160:5898-5906) and the same is true 
of human B cells and dendritic cells (Hartmann et al, 1999 
Proc. Natl. Acad. Sci USA 96:9305-10; Liang, 1996 J. Clin. 
Invest. 98:1119-1129). 

[0006] Several past investigators have looked at Whether 
the nucleotide content of ODN may have effects indepen 
dently of the sequence of the ODN. Interestingly, antisense 
ODN have been found to be generally enriched in the 
content of GG, CCC, CC, CAC, and CG sequences, While 
having reduced frequency of TT or TCC nucleotide 
sequences compared to What Would be expected if base 
usage Were random (Smetsers et al., 1996 Antisense Nucleic 
Acid Drug Develop. 6:63-67). This raised the possibility that 
the over-represented sequences may comprise preferred 
targeting elements for antisense oligonucleotides or visa 
versa. One reason to avoid the use of thymidine-rich ODN 
for antisense experiments is that degradation of the ODN by 
nucleases present in cells releases free thymidine Which 
competes With 3H-thymidine Which is frequently used in 
experiments to assess cell proliferation (Matson et al., 1992 
Antisense Research and Development 2:325-330). 

SUMMARY OF THE INVENTION 

[0007] The invention is based in part on the surprising 
discovery that a neW family of nucleic acids that induce 
higher levels of immune stimulation than previously knoWn 
nucleic acids. This ?nding Was surprising in part because 
more than 100 nucleic acid sequences Were screened prior to 
discovering those disclosed herein. 

[0008] The invention provides in one aspect, a composi 
tion comprising an immunostimulatory nucleic acid mol 
ecule comprising the nucleotide sequence of SEQ ID NO:1. 

[0009] The invention further provides in another aspect, a 
method for stimulating an immune response in a subject in 
need thereof comprising administering to a subject an immu 
nostimulatory nucleic acid molecule comprising the nucle 
otide sequence of SEQ ID NO:1, in an amount effective to 
stimulate an immune response. 

[0010] Various embodiments of the invention apply 
equally to the aspects provided herein and some of these are 
recited beloW. 

[0011] In one embodiment, the immunostimulatory 
nucleic acid molecule consists of the nucleotide sequence of 
SEQ ID NO:1. 

[0012] In another embodiment, the composition further 
comprises an antigen. Alternatively, the subject to be treated 
is further administered an antigen. The antigen may be 
selected from the group consisting of a microbial antigen, a 
self antigen, a cancer antigen, and an allergen, but it is not 
so limited. In one embodiment, the microbial antigen is 
selected from the group consisting of a bacterial antigen, a 
viral antigen, a fungal antigen and a parasitic antigen. In 
another embodiment, the antigen is encoded by a nucleic 
acid vector. In a related embodiment, the nucleic acid vector 
is separate from the immunostimulatory nucleic acid. The 
antigen may be a peptide antigen. 

[0013] In another embodiment, the composition further 
comprises an adjuvant, or the subject is further administered 
an adjuvant. The adjuvant may be a mucosal adjuvant, but 
it is not so limited. 
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[0014] In another embodiment, the composition further 
comprises a cytokine, or the subject is further administered 
a cytokine. 

[0015] In still another embodiment, the composition fur 
ther comprises a therapeutic agent selected from the group 
consisting of an anti-microbial agent, an anti-cancer agent, 
and an allergy/asthma medicament, or the subject is further 
administered a therapeutic agent selected from the same 
group. In a related embodiment, the anti-microbial agent is 
selected from the group consisting of an anti-bacterial agent, 
an anti-viral agent, an anti-fungal agent, and an anti-parasite 
agent. In another related embodiment, the anti-cancer agent 
is selected from the group consisting of a chemotherapeutic 
agent, a cancer vaccine, and an immunotherapeutic agent. In 
still another related embodiment, the allergy/asthma medi 
cament is selected from the group consisting of PDE-4 
inhibitor, bronchodilator/beta-2 agonist, K+ channel opener, 
VLA-4 antagonist, neurokin antagonist, TXA2 synthesis 
inhibitor, Xanthanine, arachidonic acid antagonist, 5 lipoXy 
genase inhibitor, thromboXin A2 receptor antagonist, throm 
boXane A2 antagonist, inhibitor of S-lipox activation pro 
tein, and protease inhibitor. 

[0016] The immunostimulatory nucleic acid may in some 
embodiments have a nucleotide backbone Which includes at 
least one backbone modi?cation. In one embodiment, the 
backbone modi?cation is a phosphorothioate modi?cation. 
In another embodiment, the nucleotide backbone is chi 
meric. In one embodiment, the nucleotide backbone is 
entirely modi?ed. 

[0017] In one embodiment, the composition further com 
prises a pharmaceutically acceptable carrier. 

[0018] In one embodiment, the immunostimulatory 
nucleic acid is free of methylated CpG dinucleotides. In 
another embodiment, the immunostimulatory nucleic acid 
includes at least four CpG motifs. In yet another embodi 
ment, the immunostimulatory nucleic acid is T-rich. In a 
related embodiment, the immunostimulatory nucleic acid 
includes a poly-T sequence. In another embodiment, the 
immunostimulatory nucleic acid includes a poly-G 
sequence. 

[0019] In certain embodiments, the immunostimulatory 
nucleic acid is formulated in a variety of Ways. In one 
embodiment, the immunostimulatory nucleic acid is formu 
lated for oral administration. The immunostimulatory 
nucleic acid may also be formulated as a nutritional supple 
ment. In a related embodiment, the nutritional supplement is 
formulated as a capsule, a pill, or a sublingual tablet. In 
another embodiment, the immunostimulatory nucleic acid is 
formulated for local administration. The immunostimulatory 
nucleic acid may also be formulated for parenteral admin 
istration or it may be formulated in a sustained release 
device. The sustained release device may be a microparticle 
but it is not so limited. In another embodiment, the immu 
nostimulatory nucleic acid is formulated for delivery to a 
mucosal surface. The mucosal surface may be selected from 
the group consisting of an oral, nasal, rectal, vaginal, and 
ocular surface, but is not so limited. 

[0020] In one embodiment, the immunostimulatory 
nucleic acid stimulates a mucosal immune response. In 
another embodiment, the immunostimulatory nucleic acid 
stimulates a systemic immune response. In important 
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embodiments, the immunostimulatory nucleic acid stimu 
lates both a mucosal and systemic immune response. The 
immune response is an antigen-speci?c immune response, in 
some embodiments. In related embodiments, the immuno 
stimulatory nucleic acid is provided in an amount effective 
to stimulate a mucosal immune response. In other embodi 
ments, the immunostimulatory nucleic acid is provided in an 
amount effective to stimulate a systemic immune response. 
In still other embodiments, the immunostimulatory nucleic 
acid is provided in an amount effective to stimulate an innate 
immune response. 

[0021] In various embodiments, the immunostimulatory 
nucleic acid is intended for treatment or prevention of a 
variety of diseases. Thus, in one embodiment, the immuno 
stimulatory nucleic acid is provided in an amount effective 
to treat or prevent an infectious disease. In another embodi 
ment, the immunostimulatory nucleic acid is provided in an 
amount effective to treat or prevent an allergy. In still 
another embodiment, the immunostimulatory nucleic acid is 
provided in an amount effective to treat or prevent asthma. 
In yet a further embodiment, the immunostimulatory nucleic 
acid is provided in an amount effective to treat or prevent a 
cancer. 

[0022] In a related embodiment, the infectious disease is a 
herpes simpleX virus infection. In another embodiment, the 
immunostimulatory nucleic acid is intended for administra 
tion to a subject that has or is at risk of developing an 
infection. The infection may be selected from the group 
consisting of a bacterial infection, a viral infection, a fungal 
infection, and a parasite infection. In one embodiment, the 
viral infection is selected from the group consisting of 
Human immunode?ciency viruses (HIV-1 and HIV-2), 
Human T lymphotrophic virus type I (HTLV-I), Human T 
lymphotrophic virus type II (HTLV-II), Herpes simpleX 
virus type I (HSV-l), Herpes simpleX virus type 2 (HSV-2), 
Human papilloma virus (multiple types), Hepatitis A virus, 
Hepatitis B virus, Hepatitis C and D viruses, Epstein-Barr 
virus (EBV), Cytomegalovirus and Molluscum contagiosum 
virus. In an important embodiment, the viral infection is a 
herpes simpleX virus infection. 

[0023] In other embodiments, the infection is an infection 
With a microbial species selected from the group consisting 
of herpesviridae, retroviridae, orthomyroviridae, toXo 
plasma, haemophilus, campylobacter, clostridium, E. coli, 
and staphylococcus. In related embodiments, the antigen to 
be administered to the subject or to be included in the 
composition is from one of the foregoing species. 

[0024] In other embodiments, the immunostimulatory 
nucleic acid is intended from administration to a subject that 
has or is at risk of developing allergy, or a subject that has 
or is at risk of developing asthma, or a subject that has or is 
at risk of developing a cancer. 

[0025] In embodiments relating to the treatment of a 
subject, the method may further comprise isolating an 
immune cell from the subject, contacting the immune cell 
With an effective amount to activate the immune cell of the 
immunostimulatory nucleic acid and re-administering the 
activated immune cell to the subject. In one embodiment, the 
immune cell is a leukocyte. In another embodiment, the 
immune cell is a dendritic cell. In another embodiment, the 
method further comprises contacting the immune cell With 
an antigen. 
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[0026] In important embodiments, the subject is a human. 
In other embodiments, the subject is selected from the group 
consisting of a dog, cat, horse, coW, pig, sheep, goat, 
chicken, monkey and ?sh. 

[0027] Accordingly, the methods provided herein can be 
used on a subject that has or is at risk of developing an 
infectious disease and therefore the method is a method for 
treating or preventing the infectious disease. The methods 
can also be used on a subject that has or is at risk of 
developing asthma and the method is a method of treating or 
preventing asthma in the subject. The method can also be 
used on a subject that has or is at risk of developing allergy 
and the method is a method of treating or preventing allergy. 
And it can further be used on a subject that has or is at risk 
of developing a cancer and the method is a method of 
treating or preventing the cancer. In one embodiment, the 
cancer is selected from the group consisting of biliary tract 
cancer; bone cancer; brain and CNS cancer; breast cancer; 
cervical cancer; choriocarcinoma; colon cancer; connective 
tissue cancer; endometrial cancer; esophageal cancer; eye 
cancer; gastric cancer; Hodgkin’s lymphoma; intraepithelial 
neoplasms; larynX cancer; lymphomas; liver cancer; lung 
cancer (e.g. small cell and non-small cell); melanoma; 
neuroblastomas; oral cavity cancer; ovarian cancer; pan 
creas cancer; prostate cancer; rectal cancer; sarcomas; skin 
cancer; testicular cancer; thyroid cancer; and renal cancer. 

[0028] In yet another embodiment of the therapeutic or 
prophylactic methods provided herein, the method may 
further comprise administering an antibody speci?c for a 
cell surface antigen, and Wherein the immune response 
results in antigen dependent cellular cytotoXicity (ADCC). 

[0029] The invention provides in another aspect, a method 
for preventing disease in a subject, comprising administer 
ing to the subject an immunostimulatory nucleic acid on a 
regular basis to prevent disease in the subject, Wherein the 
immunostimulatory nucleic acid has a nucleotide sequence 
comprising SEQ ID NO:1. 

[0030] In yet another aspect, the invention provides a 
method for inducing an innate immune response, comprising 
administering to the subject an immunostimulatory nucleic 
acid in an amount effective for activating an innate immune 
response, Wherein the immunostimulatory nucleic acid has a 
nucleotide sequence comprising SEQ ID NO:1. 

[0031] In still another aspect, the invention provides a 
method for identifying an immunostimulatory nucleic acid 
comprising measuring a control level of activation of an 
immune cell population contacted With an immunostimula 
tory nucleic acid comprising a nucleotide sequence of SEQ 
ID NO:1, measuring a test level of activation of an immune 
cell population contacted With a test nucleic acid, and 
comparing the control level of activation to the test level of 
activation, Wherein a test level that is equal to or above the 
control level is indicative of an immunostimulatory nucleic 
acid. 

[0032] These and other aspects and embodiments of the 
invention Will be described in greater detail herein. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0033] FIG. 1 is a graph of mean pathological score as a 
function of days post infection in mice challenged With 
HSV-2 and administered nucleic acid 10104. 
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[0034] FIG. 2 is a graph of percent survival as a function 
of days post infection in mice challenged With HSV-2 and 
administered nucleic acid 10104. 

[0035] FIG. 3 is a bar graph shoWing human IFN-alpha 
induction in human PBMC after 48 hours of culture With 
nucleic acid 10104 or control. IFN-alpha Was measured by 
ELISA and the results are the mean+/—SEM from three 
blood donors. 

[0036] FIG. 4 is a bar graph shoWing human IL-10 
induction in human PBMC after 48 hours of culture With 
nucleic acid 10104 or control. IL-10 Was measured by 
ELISA and the results are the mean+/—SEM from three 
blood donors. 

[0037] FIG. 5 is a bar graph shoWing human TLR9 
mediated NFkB stimulation folloWing 16 hour eXposure to 
nucleic acid 10104 or control. Stimulation Was measured 
using a reporter gene upregulation assay. 

[0038] FIG. 6A shoWs effects of topical CpG delivery 
using BEMA disks on local pathology of mice folloWing 
intravaginal challenge With HSV-2. 

[0039] FIG. 6B shoWs effects of topical CpG delivery in 
saline on local pathology of mice folloWing intravaginal 
challenge With HSV-2. 

[0040] FIG. 7A shoWs the effects of topical CpG delivery 
using BEMA disks on survival of mice folloWing intravagi 
nal challenge With HSV-2. 

[0041] FIG. 7B shows the effects of topical CpG delivery 
in saline on survival of mice folloWing intravaginal chal 
lenge With HSV-2. 

[0042] FIG. 8 shoWs the effects of parenteral CpG 10104 
delivery on IP-10 levels in plasma of mice. 

[0043] FIG. 9 shoWs the effects of parenteral CpG 10104 
delivery on IFN-g levels in plasma of mice. 

[0044] FIG. 10 shoWs the effects of intravaginal CpG 
10104 delivery on IP-10 levels in plasma of mice. 

[0045] FIG. 11 shoWs the effects of topical CpG delivery 
on local pathology of mice folloWing intravaginal challenge 
With HSV-2. 

[0046] FIG. 12 shoWs the effects of topical CpG delivery 
on survival of mice folloWing intravaginal challenge With 
HSV-2. 

[0047] FIG. 13 shoWs the effects of intravaginal CpG 
10104 delivery on IP-10 levels in vaginal Wash of mice. 

[0048] FIG. 14A shoWs the effects of topical CpG deliv 
ery on local pathology of mice folloWing intravaginal chal 
lenge With HSV-2. 

[0049] FIG. 14B shoWs the effects of topical CpG delivery 
on survival of mice folloWing intravaginal challenge With 
HSV-2. 

[0050] FIG. 15A shoWs that CpG 10104 is as good as 
CpG 7909 in augmenting humoral responses against HBsAg 
in BALB/c mice in the absence of alum. 

[0051] FIG. 15A shoWs that CpG 10104 is as good as 
CpG 7909 in augmenting humoral responses against HBsAg 
in BALB/c mice in the presence of alum. 


















































































































