HU000025338T2
X
(19) H U (11) Lajstromszam: E 025 338 (13) T2
N\ MAGYARORSZAG
\\\\\ Szellemi Tulajdon Nemzeti Hivatala
SZOVEGENEK FORDITASA
(21) Magyar igyszam: E 10 179212 6N Int.cl.:  C12N 50/77 (2006.01)
(22) A bejelentés napja: 2006. 05. 16. A61K 35/36 (2006.01)
A61L 27/38 (2006.01)
(96) Az eurdpai bejelentés bejelentési szama: A61P 17/02 (2006.01)
EP 20060179212
(97) Az eurdpai bejelentés kozzétételi adatai:
EP 2292737 A1 2011. 03. 09.
(97) Az eurdpai szabadalom megadasanak meghirdetési adatai:
EP 2292737 B1 2015. 03. 25.
(30) Elsébbségi adatok: (73) Jogosult(ak):
167061 2005. 06. 24. us Cellerix, S.L., 28760 Tres Cantos (Madrid) (ES)
(72) Feltalalé(k): Universidad Autonoma de Madrid, 28049
Fernandez Miguel, Maria Gema, 28760 Tres Cantos - Madrid (ES)
Madrid (ES)
Gonzalez de la Pena, Manuel Angel, 28760 Tres Cantos
- Madrid (ES) (74) Képvisel6:
Garcia Castro, Rosa Ana, 28760 Tres Cantos - Madrid dr. Peth6é Arpad, DANUBIA Szabadalmi és
(ES) Jogi Iroda Kft., Budapest
Garcia Arranz, Mariano, 28049 Cantoblanco - Madrid
(ES)
Garcia Olmo, Damian, 28049 Cantoblanco - Madrid (ES)

(54) Zsirszovet-eredetii stromalis 6ssejtek alkalmazasa sipoly kezelésében

Az eurdpai szabadalom ellen, megadasanak az Eurépai Szabadalmi K6zlonyben valé meghirdetésétdl szamitott kilenc hdnapon bellil,
felszélalast lehet benyujtani az Eurépai Szabadalmi Hivatalnal. (Eurépai Szabadalmi Egyezmény 99. cikk(1))

A forditast a szabadalmas az 1995. évi XXXIII. torvény 84/H. §-a szerint nyujtotta be. A forditas tartalmi helyességét a Szellemi Tulajdon
Nemzeti Hivatala nem vizsgalta.




EP 2 292 737 B1

(12)

(49)

Eurcpdisches
Patentarmt
Eurcpean

Patent Office

Office européen
des brevets (11) EP 2 292 737 B1
EUROPEAN PATENT SPECIFICATION
Date of publication and mention (51) IntCl.:
of the grant of the patent: C12N 5/077 (2010.07) A61K 35/36 (2015.07)
25.03.2015 Bulletin 2015/13 AGTL 27/38 (209697 A61P 17102 (200597
Application number: 10179212.5

Date of filing: 16.05.2006

Use of adipose tissue-derived stromal stem cells in treating fistula
Verwendung von aus Fettgewebe stammenden Stromastammzellen zur Behandlung von Fisteln

Utilisation de cellules souches stromales issues du tissu adipeux dans le traitement des fistules

(84)

(30)

(43)

(62)

Designated Contracting States: * Garcia Olmo, Damian
ATBEBGCHCY CZDE DKEE ES FIFR GB GR 28049 Cantoblanco - Madrid (ES)
HUIE IS ITLILT LU LV MC NL PL PT RO SE SI
SKTR (74) Representative: Carpmaels & Ransford LLP
One Southampton Row
Priority: 24.06.2005 US 167061 London WC1B 5HA (GB)
Date of publication of application: (56) References cited:
09.03.2011 Bulletin 2011/10 WO-A-2005/035738 US-A1- 2006 073 124
Document number(s) of the earlier application(s) in * GARCIA-OLMO D ET AL: "A phase | clinical trial
accordance with Art. 76 EPC: of the treatment of Crohn’s fistula by adipose
06742940.7 / 1 899 458 mesenchymal stem cell transplantation.”
DISEASES OF THE COLON AND RECTUM, vol.
Proprietors: 48, no. 7, July 2005 (2005-07), pages 1416-1423,
Cellerix, S.L. XP002407256 ISSN: 0012-3706
28760 Tres Cantos (Madrid) (ES) * GARCIA-OLMO D ET AL: "Autologous stem cell
Universidad Autonoma de Madrid transplantation for treatment of rectovaginal
28049 Madrid (ES) fistula in perianal Crohn’s disease: a new cell-
based therapy." INTERNATIONAL JOURNAL OF
Inventors: COLORECTAL DISEASE, vol. 18, no. 5,
Fernandez Miguel, Maria Gema September 2003 (2003-09), pages 451-454,
28760 Tres Cantos - Madrid (ES) XP002359162 ISSN: 0179-1958
Gonzalez de la Pena, Manuel Angel * LENDECKEL S ET AL: "Autologous stem cells
28760 Tres Cantos - Madrid (ES) (adipose)andfibrin glue used to treat widespread
Garcia Castro, Rosa Ana traumatic calvarial defects: case report.”
28760 Tres Cantos - Madrid (ES) JOURNAL OF CRANIO-MAXILLO-FACIAL
Garcia Arranz, Mariano SURGERY, vol. 32, no. 6, December 2004
28049 Cantoblanco - Madrid (ES) (2004-12), pages 370-373, XP004647422 ISSN:
1010-5182

Note: Within nine months of the publication of the mention of the grant of the European patent in the European Patent
Bulletin, any person may give notice to the European Patent Office of opposition to that patent, in accordance with the
Implementing Regulations. Notice of opposition shall not be deemed to have been filed until the opposition fee has been

paid.

(Art. 99(1) European Patent Convention).

Printed by Jouve, 75001 PARIS (FR)



1 EP 2 292 737 B1 2

Description
Background of the Invention

[0001] Generally, a fistula is an abnormal connection
or passageway between organs or vessels that normally
do not connect. Fistulae can develop in various parts of
the body. For example, types of fistulae, named for the
areas of the body in which they occur, include anorectal
fistula or fistula-in-ano or fecal fistula (between the rec-
tum or other anorectal area and the skin surface), arte-
riovenous fistula or A-V fistula (between an artery and
vein), biliary fistula (between the bile ducts to the skin
surface, often caused by gallbladder surgery), cervical
fistula (abnormal opening in the cervix), craniosinus fis-
tula (between the intracranial space and a paranasal si-
nus), enteroenteral fistula (between two parts of the in-
testine), enterocutaneous fistula (between the intestine
and the skin surface, namely from the duodenum or the
jejunum or the ileum), enterovaginal fistula (between the
intestine and the vagina), gastric fistula (between the
stomach to the skin surface), metroperitoneal fistula (be-
tween the uterus and peritoneal cavity), perilymph fistula
(atear between the membranes between the middle and
inner ears), pulmonary arteriovenous fistula (between an
artery and vein of the lungs, resulting in shunting of
blood), rectovaginal fistula (between the rectum and the
vagina), umbilical fistula (between the umbilicus and gut),
tracheoesophageal fistula (between the breathing and
the feeding tubes) and vesicovaginal fistula (between the
bladder and the vagina). Causes of fistulae include trau-
ma, complications from medical treatment and disease.
[0002] Treatment for fistulae varies depending on the
cause and extent of the fistula, but generally involves
surgical intervention. Various surgical procedures are
commonly used, most commonly fistulotomy, placement
of a seton (a cord that is passed through the path of the
fistula to keep it open for draining), or an endorectal flap
procedure (where healthy tissue is pulled over the inter-
nal side of the fistula to keep feces or other material from
reinfecting the channel). Surgery for anorectal fistulae is
notwithout side effects, including recurrence, reinfection,
and incontinence.

[0003] Garcia-Olmo et al. (Diseases of the Colon &
Rectum, 2005, 48(7), 1416-1423) describes a phase |
clinical trial of the treatment of Crohn’s fistula by autolo-
gous adipose mesenchymal stem cell transplantation.
[0004] Garcia-Olmo et al. (International Journal of
Colorectal Disease, 2003, 18(5), 451-454) describes au-
tologous adipose mesenchymalstem cell transplantation
for treatment of reactovaginal fistula in perianal Crohn’s
disease.

[0005] Inflammatory bowel diseases, such as Crohn’s
disease and ulcerative colitis, are the leading causes of
anorectal, enteroenteral, and enterocutaneous fistulae.
Thereported incidence of fistula in Crohn’s disease rang-
es from 17% to 50%. Management of fistulae in patients
with Crohn’s disease continues to present an extremely
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challenging problem since many such fistulae do not re-
spond to available treatments. Such fistulae and their
recurrence are a very distressing complication that sig-
nificantly reduces the quality of life of affected patients.
Recent improvements in medical treatment (e.g., treat-
ment with Infliximab®) and expert surgical management
have decreased the need for complicated surgery. How-
ever, many patients are not cured. Failure of fistulae to
heal is probably due to the suboptimal quality of tissues
that have been affected by Crohn’s disease. Indeed,
Crohn’s fistulae provide a model system for wound heal-
ing under some of the worst possible conditions.

[0006] Anotherleading cause of fistulae is trauma, e.g.
by rape, or by injuries sustained during childbirth, to the
tissues of the vagina and the bladder and/orrectum lead-
ing to rectovaginalfistula and vesicovaginal fistula. Every
year approximately 100,000 women across the develop-
ing world sustain such fistulae (also known as obstetric
fistulae) during obstructed labor. During obstructed labor,
the pressure of the baby’s head against the mother’s pel-
vis cuts offblood supply to delicate tissues in the region.
The dead tissue falls away and the woman is left with a
vesicovaginal fistula and sometimes a rectovaginal fis-
tula. This hole results in permanent incontinence of urine
and/or feces. The United Nations Population Fund (UN-
FPA) estimates the world’s population of obstetric fistula
sufferers at more than two million. This calculation could
be a significant underestimate. Success rates for primary
surgical repair range from 88 to 93 percent but decrease
with successive attempts. Thus, a significant percentage
of women have obstetrical fistulae that cannot be re-
paired surgically.

[0007] New therapies for fistulae are needed.

Summary of the Invention

[0008] The invention provides adipose tissue-derived
stromal stem cells for use in a method of treating fistula
or a wound in a subject, wherein said adipose tissue-
derived stromal stem cells are allogenic with respect to
the subject to be treated.

[0009] The adipose tissue-derived stromal stem cell-
containing compositions described herein have adistinct
phenotype and exhibit greater homogeneity of pheno-
type than previously described adipose tissue-derived
stromal stem cell compositions, thus making them more
suitable for use in treating fistulae and wounds than pre-
viously described compositions. The adipose tissue-de-
rived stromal stem cell-containing compositions may be
formulated with solutions or other substances to serve
as pharmaceuticals or medical devices, e.g., as sutures
or adhesives.

[0010] These embodiments of the present invention,
other embodiments, and their features and characteris-
tics will be apparent from the description, drawings, and
claims that follow.
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Brief Description of the Figures
[0011]

FIGURE 1 depicts the results of characterization of
cells isolated by the methods of Example 1 by im-
munofluorescence staining. The frequency of immu-
nopositive cells is indicated as follows: -, less than
5%; +/-, 6-15%; +, 16-50%; ++, 51-85%; and +++,
86-100%. P, Passage number.

FIGURE 2 depicts indirect immunofluorescence
characterization of adipose tissue-derived stromal
stem cells. Cells from patient #001 were passaged
6 cells subsequent to implant no. 6. Blue color indi-
cates DAPI-stained nuclei. (A) CD90; (B) c-Kit; and
(C) vimentin.

FIGURE 3 summarizes the clinical results obtained
using certain methods and compositions of the in-
vention. F, Female; M, male; NI, No implant; NA, Not
analyzed.

FIGURE 4 depicts growth curves of lipoaspirate-de-
rived cells at different concentrations of FBS (0.5,
2.5 and 10%, as indicated). Human synovial fibrob-
lasts were cultured in the presence of either 5% or
10% FBS. Cell numbers*=SD are shown in terms of
absorbance at 595 nm. Data are from a represent-
ative experiment with triplicate wells.

FIGURE 5 depicts the blister in the rectal mucosa
after cells had been injected close to the sutured
internal opening.

FIGURE 6 depicts photographs of a fistula before
(A) and eight weeks after (B) injection of cells.

FIGURE 7A depicts histograms of fluorescence im-
munocytometry corresponding to the profile of sur-
face markers (CD3, CD9, CD10, CD11b, CD13,
CD14, CD15, CD16, CD18, CD19, CD28, CD29,
CD31, CD34, CD36, CD38, CD44, CD45, CD493,
CD49b, CD49c, CD49d, CD49e and CD49f) ob-
tained from cells isolated from liposuction samples
of a patient involved in the study, at passage 6.

FIGURE 7B depicts histograms of fluorescence im-
munocytometry corresponding to the profile of sur-
face markers (CD,50 CD51, CD54, CD55, CD56,
CD58, CD59, CD61, CD62E, CD62L, CD62P,
CD90, CD95, CD102, CD104, CD105, CD108,
CD133, CD1686, glicoforina, 32 microglobuline, HLA
I, HLA Il and NGFR) obtained from cells isolated from
liposuction samples of a patientinvolved in the study,
at passage 6.
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Detailed Description of the Invention
1. Definitions:

[0012] Asusedherein, the following terms and phrases
shall have the meanings set forth below. Unless defined
otherwise, all technical and scientific terms used herein
have the same meaning as commonly understood to one
of ordinary skill in the art to which this invention belongs.
[0013] The articles "a" and "an" refer to one or to more
than one (i.e., to at least one) of the grammatical object
of the article. By way of example, "an element" means
one element or more than one element.

[0014] By "adipose tissue" is meant any fattissue. The
adipose tissue may be brown or white adipose tissue,
derived from subcutaneous, omental/visceral, mamma-
ry, gonadal, or other adipose tissue site. Preferably, the
adipose tissue is subcutaneous white adipose tissue.
Such cells may comprise a primary cell culture or an im-
mortalized cell line. The adipose tissue may be from any
organism having fattissue. Preferably, the adipose tissue
is mammalian, most preferably the adipose tissue is hu-
man. A convenient source of adipose tissue is from lipo-
suction surgery, however, the source of adipose tissue
or the method of isolation of adipose tissue is not critical
tothe invention. If stromal cells are desired for autologous
transplantation into a subject, the adipose tissue will be
isolated from that subject.

[0015] "Adipose tissue-derived stromal stem cells" re-
fers to mesemchymal stem cells that originate from adi-
pose tissue.

[0016] The term "adhesive" refers to any substance
that unites or bonds surfaces together; e.g., a glue.
[0017] Theterm "cellular composition" refersto a prep-
aration of cells, which preparation may include, in addi-
tion to the cells, non-cellular components such as cell
culture media, e.g. proteins, amino acids, nucleic acids,
nucleotides, co-enzyme, anti-oxidants, metals and the
like. Furthermore, the cellular composition can have com-
ponents which do not affect the growth or viability of the
cellular component, but which are used to provide the
cells in a particular format, e.g., as polymeric matrix for
encapsulation or a pharmaceutical preparation.

[0018] The term "culture" refers to any growth of cells,
organisms, multicellular entities, or tissue in a medium.
The term "culturing" refers to any method of achieving
such growth, and may comprise multiple steps. The term
"further culturing” refers to culturing a cell, organism, mul-
ticellular entity, or tissue to a certain stage of growth, then
using another culturing method to bring said cell, organ-
ism, multicellular entity, or tissue to another stage of
growth. A "cell culture” refers to a growth of cells in vitro.
In such a culture, the cells proliferate, but they do not
organize into tissue per se. A "tissue culture” refers to
the maintenance or growth of tissue, e.g., explants of
organ primordial or of an adult organ in vitro so as to
preserve its architecture and function. A "monolayer cul-
ture" refers to a culture in which cells multiply in a suitable
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medium while mainly attached to each other and to a
substrate. Furthermore, a "suspension culture" refers to
a culture in which cells multiply while suspended in a
suitable medium. Likewise, a "continuous flow culture"
refers to the cultivation of cells or explantsin a continuous
flow of fresh medium to maintain cellgrowth, e.g. viability.
The term "conditioned media" refers to the supernatant,
e.g. free of the cultured cells/tissue, resulting after a pe-
riod of time in contact with the cultured cells such that
the media has been altered to include certain paracrine
and/or autocrine factors produced by the cells and se-
creted into the culture. A "confluent culture” is a cell cul-
ture in which all the cells are in contact and thus the entire
surface of the culture vessel is covered, and implies that
the cells have also reached their maximum density,
though confluence does not necessarily mean that divi-
sion will cease or that the population will not increase in
size.

[0019] The term "culture medium" or "medium" is rec-
ognized in the art, and refers generally to any substance
or preparation used for the cultivation of living cells. The
term "medium", as used in reference to a cell culture,
includes the components ofthe environment surrounding
the cells. Media may be solid, liquid, gaseous or a mixture
of phases and materials. Media include liquid growth me-
dia as well as liquid media that do not sustain cell growth.
Media also include gelatinous media such as agar, aga-
rose, gelatin and collagen matrices. Exemplary gaseous
media include the gaseous phase that cells growing on
a petri dish or other solid or semisolid support are ex-
posed to. The term "medium" also refers to material that
is intended for use in a cell culture, even if it has not yet
been contacted with cells. In other words, a nutrient rich
liquid prepared for bacterial culture is a medium. Simi-
larly, a powder mixture that when mixed with water or
other liquid becomes suitable for cell culture, may be
termed a "powdered medium". "Defined medium" refers
to media that are made of chemically defined (usually
purified) components. "Defined media" do not contain
poorly characterized biological extracts such as yeast
extract and beef broth. "Rich medium" includes media
that are designed to support growth of most or all viable
forms of a particular species. Rich media often include
complex biological extracts. A "medium suitable for
growth of a high density culture" is any medium that al-
lows a cell culture to reach an OD600 of 3 or greater
when other conditions (such as temperature and oxygen
transfer rate) permit such growth. The term "basal medi-
um" refers to a medium which promotes the growth of
many types of microorganisms which do not require any
special nutrient supplements. Most basal media gener-
ally comprise of four basic chemical groups: amino acids,
carbohydrates, inorganic salts, and vitamins. A basal me-
dium generally serves as the basis for a more complex
medium, to which supplements such as serum, buffers,
growth factors, lipids, and the like are added. Examples
of basal media include, but are not limited to, Eagles Ba-
sal Medium, Minimum Essential Medium, Dulbecco’s
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Modified Eagle’s Medium, Medium 199, Nutrient Mix-
tures Ham’s F-10 and Ham’s F-12, Mc Coy’s 5A, Dulbec-
co’s MEM/F-l 2, RPMI 1640, and Iscove’s Modified Dul-
becco’s Medium (IMDM).

[0020] The terms "comprise" and "comprising" are
used in the inclusive, open sense, meaning that addition-
al elements may be included.

[0021] The term "differentiation" refers to the formation
of cells expressing markers known to be associated with
cells that are more specialized and closer to becoming
terminally differentiated cells incapable of further division
or differentiation. For example, in a pancreatic context,
differentiation can be seen in the production of islet-like
cell clusters containing an increased proportion of beta
-epithelial cells that produce increased amounts of insu-
lin. The terms "further" or "greater” differentiation refers
to cells that are more specialized and closer to becoming
terminally differentiated cells incapable of further division
or differentiation than the cells from which they were cul-
tured. The term "final differentiation" refers to cells that
have become terminally differentiated cells incapable of
further division or differentiation.

[0022] The term "fistula" refers to any abnormal pas-
sage or communication or connection, usually between
two internal organs or leading from an internal organ to
the surface of the body. Examples of fistulae include, but
are notlimited to, anorectal fistula or fistula-in-ano or fecal
fistula, arteriovenous fistula or A-V fistula, biliary fistula,
cervical fistula, craniosinus fistula, enteroenteral fistula,
enterocutaneous fistula, enterovaginal fistula, gastric fis-
tula, metroperitoneal fistula perilymph, pulmonary arte-
riovenous fistula, rectovaginal fistula, umbilical fistula,
tracheoesophageal fistula and vesicovaginal fistula.
[0023] Theterm "including" is used herein to mean "in-
cluding but not limited to". "Including" and "including but
not limited to" are used interchangeably.

[0024] "Marker" refers to a biological molecule whose
presence, concentration, activity, or phosphorylation
state may be detected and used to identify the phenotype
of a cell.

[0025] A "patch" is a dressing or covering applied to
cover or protect a wound or other sore.

[0026] A "patient", "subject" or "host" to be treated by
the subject method may mean either a human or non-
human animal.

[0027] The phrase "pharmaceutically acceptable” is
employed herein to refer to those compounds, materials,
compositions, and/or dosage forms which are, within the
scope of sound medical judgment, suitable for use in con-
tact with the tissues of human beings and animals without
excessive toxicity, irritation, allergic response, or other
problem or complication, commensurate with a reason-
able benefit/risk ratio.

[0028] The phrase "pharmaceutically-acceptable car-
rier" as used herein means a pharmaceutically-accepta-
ble material, composition or vehicle, such as a liquid or
solid filler, diluent, excipient, or solvent encapsulating
material, involved in carrying or transporting the subject
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compound from one organ, or portion of the body, to an-
other organ, or portion of the body. Each carrier must be
"acceptable” in the sense of being compatible with the
other ingredients of the formulation and not injurious to
the patient. The term "phenotype" refers to the observa-
ble characteristics of a cell, such as size, morphology,
protein expression, etc.

[0029] The term "progenitor cell" refers to a cell that
has the capacity to create progeny that are more differ-
entiated than itself. For example, the term may refer to
an undifferentiated cell or cell differentiated to an extent
short of final differentiation which is capable of prolifera-
tion and giving rise to more progenitor cells having the
ability to generate a large number of mother cells that
can in turn give rise to differentiated, or differentiable
daughter cells. In a preferred embodiment, the term pro-
genitor cell refers to a generalized mother cell whose
descendants (progeny) specialize, often in different di-
rections, by differentiation, e.g., by acquiring completely
individual characters, as occurs in progressive diversifi-
cation of embryonic cells and tissues. Cellular differenti-
ation is a complex process typically occurring through
many cell divisions. A differentiated cell may derive from
amultipotent cell which itself is derived from a multipotent
cell, and so on. While each of these multipotent cells may
be considered stem cells, the range of cell types each
can give rise to may vary considerably. Some differenti-
ated cells also have the capacity to give rise to cells of
greater developmental potential. Such capacity may be
natural or may be induced artificially upon treatment with
various factors. By this definition, stem cells may also be
progenitor cells, as well as the more immediate precur-
sors to terminally differentiated cells.

[0030] “Proliferation" refers to an increase in cell
number. "Proliferating" and "proliferation" refer to cells
undergoing mitosis.

[0031] As used herein, the term "solution" includes a
pharmaceutically acceptable carrier or diluent in which
the cells of the invention remain viable.

[0032] The term "substantially pure", with respect to
adipose tissue-derived stem cell populations, refers to a
population of adipose tissue-derived stem cell cells that
is atleastabout 75%, preferably at least about 85%, more
preferably at least about 90%, and most preferably at
least about 95% pure, with respect to adipose tissue-
derived stromal stem cells making up a total cell popu-
lation. Recast, the term "substantially pure" refers to a
population of adipose tissue-derived stromal stem cells
of the present invention that contain fewer than about
20%, more preferably fewer than about 10%, most pref-
erably fewer than about 5%, of lineage committed cells
in the original unamplified and isolated population prior
to subsequent culturing and amplification.

[0033] "Support" as used herein refers to any device
or material that may serve as a foundation or matrix for
the growth of adipose tissue-derived stromal stem cells.
[0034] The term "suture" refers to a thread or fiber or
other fastening material that can be used to sew a wound
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together.

[0035] The term "treating" as used herein refers to re-
pairing a fistula or wound, as well as preventing a fistula
or wound from worsening or recurring.

[0036] "Therapeutic agent" or "therapeutic" refers to
an agent capable of having a desired biological effect on
a host. Chemotherapeutic and genotoxic agents are ex-
amples of therapeutic agents that are generally known
to be chemical in origin, as opposed to biological, or
cause a therapeutic effect by a particular mechanism of
action, respectively. Examples of therapeutic agents of
biological origin include growth factors, hormones, and
cytokines. A variety of therapeutic agents are known in
the art and may be identified by their effects. Certain ther-
apeutic agents are capable of regulating cell proliferation
and differentiation. Examples include chemotherapeutic
nucleotides, drugs, hormones, nonspecific (non-anti-
body) proteins, oligonucleotides (e.g., antisense oligo-
nucleotides that bind to a target nucleic acid sequence
(e.g., mMRNA sequence)), peptides, and peptidomimetics.
[0037] A "wound" is an injury or damage to tissue,
caused by physical means, causing disruption of normal
continuity of the tissue.

2. Novel Adipose tissue-Derived Stromal Stem Cell-Con-
taining Compositions

[0038] In one aspect, the invention relates to adipose
tissue-derived stromal stem cell-containing composi-
tions with certain characteristics, such as a particular
phenotype. For example, the adipose tissue-derived
stromal stem cells in a cellular composition of the inven-
tion may be characterized by cell surface marker expres-
sion, size, glucose consumption, lactate production, and
cell yield/viability. Yet another aspect of the present in-
vention concerns adipose tissue-derived stromal stem
cell-containing compositions which include, as a cellular
component, substantially pure preparations of adipose
tissue-derived stromal stem cells having a particular phe-
notype, or the progeny thereof. Adipose tissue-derived
stromal stem cell-containing compositions of the present
invention include not only substantially pure populations
of the progenitor cells, but can also include cell culture
components, e.g., culture media including amino acids,
metals, coenzyme factors, as well as small populations
of other stromal cells, e.g., some of which may arise by
subsequent differentiation of cells of the invention. Fur-
thermore, other non-cellular components can include
those which render the cellular component suitable for
support under particular circumstances, e.g., implanta-
tion, e.g., continuous culture, or suitable for use as a bi-
omaterial or pharmaceutical composition.

[0039] Incertain embodiments, the adipose tissue-de-
rived stromal stem cell-containing compositions are pro-
duced through the culture methods described in Section
4 and the Exemplification.

[0040] In one embodiment, provided is an adipose tis-
sue-derived stromal stem cell-containing composition,
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wherein at least about 50%, at least about 60%, at least
about 70%, at least about 80%, at least about 85%, at
leastabout 90%, at least about 95% or preferably at least
about 96%, 97%, 98% or 99% of the stem cells express
the CD9, CD10, CD13. CD29, CD44, CD49A. CD51,
CD54, CD55, CD58, CD59, CD90 and/or CD105 mark-
ers. In certain embodiments of the adipose tissue-derived
stromal stem cell-containing compositions, fewer than
about 15%, about 10%, about 5%, and preferably about
4%, 3%, 2% or 1% of the stem cells express the CD34
CD11b, CD14, CD15, CD16, CD31, CD34, CD45,
CD49f,CD 102, CD 104, CD 106 and/or CD 133 markers.
[0041] In another embodiment, provided is an adipose
tissue-derived stromal stem cell-containing composition,
wherein at least about 50%, at least about 60%, at least
about 70%, at least about 80%, at least about 85%, at
least about 90%, at least about 95% or preferably at least
about 96%, 97%, 98% or 99% of the stem cells express
the c-Kit, vimentin and/or CD90 markers. In certain em-
bodiments of the adipose tissue-derived stromal stem
cell-containing compositions, fewer than about 15%,
about 10%, about 5%, and preferably about 4%, 3%, 2%
or 1% of the stem cells express the CD34, Factor VIII,
alpha-actin, desmin, S-100 and/or keratin markers.Also
provided is an adipose tissue-derived stromal stem cell
population that express the c-Kit, vimentin and CD290
markers and does not express the CD34, Factor VIlI,
alpha-actin, desmin, S-100 and keratin markers.

[0042] The phenotypic characterization of a cell pop-
ulation by surface markers can be performed either by
individual staining of the cells (flow cytometry) or by mak-
ing histological cuts of the population in situ, done in ac-
cordance with normal methods. The determination of the
profile of expression of surface markers by antibodies,
immunophenotype characterization, may bedirect, using
a labeled antibody or indirect, using a second labeled
antibody against the primary specific antibody of the cell
marker, thus achieving signal amplification. On the other
hand, the presence or absence of binding to the antibody
may be determined by different methods that include but
are not limited to immunofluorescence microscopy and
radiography. Similarly, it is possible to carry out the mon-
itoring of the levels of binding of the antibody by flow
cytometry, a technique that allows the levels of fluoro-
chrome to be correlated with the quantity of antigens
present on the cell surface bound specifically to the la-
beled antibodies. The differential expression of a series
of surface markers on a cell population provides a method
for identification and isolation of said population.

[0043] In certain embodiments, the adipose tissue-de-
rived stromal stem cell-containing compositions are sus-
pensions of adipose tissue-derived stromal stem cells in
various solutions or materials, e.g. for use as pharma-
ceuticals or biomaterials, as described in more detail be-
low. In one embodiment, the cellular composition com-
prises a suspension of the subject adipose tissue-derived
stromal stem cells in Ringer’s solution and HSA. In an-
other embodiment, the cellular composition comprises a

10

15

20

25

30

35

40

45

50

55

suspension of the subject adipose tissue-derived stromal
stem cells in a material, such as a polymer, glue, gel, etc.
Such suspensions may be prepared, for example, by
sedimenting out the subject adipose tissue-derived stro-
mal stem cells from the culture medium and re-suspend-
ing them in the desired solution or material. The cells
may be sedimented and/or changed out of the culture
medium, for example, by centrifugation, filtration, ultra-
filtration, etc.

[0044] The concentration ofthe subject adipose tissue-
derived stromal stem cells in the subject adipose tissue-
derived stromal stem cell-containing compositions may
be at least about 5 x 106 cells/mL, at least about 10 x 108
cells/mL, at least about 20 x 108 cells/mL, at least about
30 x 108 cells/mL, or at least about 40 x 10° cells/mL.
[0045] Accordingly, another aspect of the present in-
vention pertains to the progeny of the subject adipose
tissue-derived stromal stem cells, e.g. those cells which
have been derived from the adipose tissue-derived stro-
mal stem cells. Such progeny can include subsequent
generations of adipose tissue-derived stromal stem cells,
as well as lineage committed cells generated by inducing
differentiation of the subject adipose tissue-derived stro-
mal stem cells after their isolation from the explant, e.g.,
induced in vitro. In certain embodiments, the progeny
cells are obtained after about 2, about 3, about 4, about
5, about 6, about 7, about 8, about 9, or about 10 pas-
sages from the parental population. However, the prog-
eny cells may be obtained after any number of passages
from the parental population.

[0046] In certain embodiments, the adipose tissue-de-
rived stromal stem cell-containing compositions of the
invention will be provided as part of a pharmaceutical
preparation, e.g., a sterile, free of the presence of un-
wanted virus, bacteria and other pathogens, as well as
pyrogen-free preparation. That is, for human administra-
tion, the subject compositions should meet sterility, py-
rogenicity as well as general safety and purity standards
as required by FDA Office of Biologics standards.
[0047] In certain embodiments, such adipose tissue-
derived stromal stem cell-containing compositions can
be used for transplantation into animals, preferably mam-
mals, and even more preferably humans. The invention
uses cells thta are allogeneic with respect to the trans-
plantation host. Because of difficulties in obtaining suffi-
cient autologous stem cells, adipose tissue-derived stro-
mal stem cell from allogenic donor could constitute a val-
uable alternative source of stem cells for therapeutic use.
If is known in the art that bone marrow stromal stem cells
and adipose tissue-derived stromal cells did not provoke
aresponse of allogenic lymphocytes in vitro and conse-
quently, allogenic adipose tissue-derived stromal stem
cells derived from a donor could be theorically used for
any patient, irrespective of MHC incompatibility.

[0048] Methods of administering the adipose tissue-
derived stromal stem cell-containing compositions to
subjects, particularly human subjects, which are de-
scribed in detail herein, include injection or implantation
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of the cells into target sites in the subjects, the cells can
be inserted into a delivery device which facilitates intro-
duction by, injection or implantation, of the cells into the
subjects. Such delivery devices include tubes, e.g., cath-
eters, for injecting cells and fluids into the body of a re-
cipient subject. In a preferred embodiment, the tubes ad-
ditionally have a needle, e.g., a syringe, through which
the adipose tissue-derived stromal stem cell-containing
compositions can be introduced into the subject at a de-
sired location. The adipose tissue-derived stromal stem
cell-containing compositions can be inserted into such a
delivery device, e.g., a syringe, in different forms. For
example, the adipose tissue-derived stromal stem cell-
containing compositions include compositions of adipose
tissue-derived stromal stem cells that are suspended in
a solution or embedded in a support matrix when con-
tained in such a delivery device.

[0049] Pharmaceutically acceptable carriers and dilu-
ents include saline, aqueous buffer solutions, solvents
and/or dispersion media. The use of such carriers and
diluents is well known in the art. The solution is preferably
sterile and fluid to the extent that easy syringability exists.
Preferably, the solution is stable under the conditions of
manufacture and storage and preserved against the con-
taminating action of microorganisms such as bacteria
andfungithrough the use of, forexample, parabens, chlo-
robutanol, phenol, ascorbic acid, thimerosal, and the like.
Solutions that are adipose tissue-derived stromal stem
cell compositions of the invention can be prepared by
incorporating adipose tissue-derived stromal stem cells
as described herein in a pharmaceutically acceptable
carrier or diluent and, as required, other ingredients enu-
merated above, followed by filtered sterilization.

[0050] Some examples of materials and solutions
which can serve as pharmaceutically-acceptable carriers
include: (1) sugars, such as lactose, glucose and su-
crose; (2) starches, such as corn starch and potato
starch; (3) cellulose, and its derivatives, such as sodium
carboxymethyl cellulose, ethyl cellulose and cellulose ac-
etate; (4) powdered tragacanth; (5) malt; (6) gelatin; (7)
talc; (8) excipients, such as cocoa butter and suppository
waxes; (9) oils, such as peanut oil, cottonseed oil, saf-
flower oil, sesame oil, olive oil, corn oil and soybean oil;
(10) glycols, such as propylene glycol; (11) polyols, such
as glycerin, sorbitol, mannitol and polyethylene glycol;
(12) esters, such as ethyl oleate and ethyl laurate; (13)
agar; (14) buffering agents, such as magnesium hydrox-
ide and aluminum hydroxide; (15) alginic acid; (16) py-
rogen-free water; (17) isotonic saline; (18) Ringer’s so-
lution; (19) ethyl alcohol; (20) pH buffered solutions; (21)
polyesters, polycarbonates and/or polyanhydrides; and
(22) other non-toxic compatible substances employed in
pharmaceutical formulations.

[0051] In certain embodiments, the adipose tissue-de-
rived stromal stem cell-containing compositions further
comprise an adhesive. In certain embodiments, the ad-
hesive is a fibrin-based adhesive, such as a fibrin gel or
fibrin glue or fibrin-based polymer or adhesive, or other
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tissue adhesive or surgical glue, such as, for example
cyanoacrylate, collagen, thrombin, and polyethylene gly-
col. Other materials that may be used include but are not
limited to calcium alginate, agarose, types |, Il, IV or other
collagen isoform, polylactic/poly-glycolic acid, hyaluro-
nate derivatives or other materials (Perka C. et al. (2000)
J. Biomed. Mater. Res. 49:305-311; Sechriest VF. et al.
(2000) J. Biomed. Mater. Res. 49:534-541; Chu CR et
al. (1995) J. Biomed. Mater. Res. 29:1147-1154; Hen-
drickson DA et al. (1994) Orthop. Res. 12:485-497). In
other embodiments, the adhesive is a liquid bandage,
wherein adipose tissue-derived stromal stem cell-con-
taining compositions of the method are mixed with the
liquid bandage material. A "liquid bandage" is a solution
comprising a compound, e.g. a polymeric material, which
is applied to a wound with a spray or a brush, followed
by removing the solvent by vaporization to provide a pro-
tective film on the wound.

[0052] Provided herein are also methods for preparing
adipose tissue-derived stromal stem cell-containing
compositions comprising compounds or materials for use
in repairing fistula or wounds. In one embodiment, a
method of preparing such materials comprises suspend-
ing the adipose tissue-derived stromal stem cells of a
subject cellular composition with the material. In one em-
bodiment, the adipose tissue-derived stromal stem cells
are sedimented out of the culture medium and re-sus-
pended in a fibrin glue or gel. Fibrin glues and gels and
other fibrin-based polymers and adhesives are well-
known in the art and are commercially available. For ex-
ample, a commercially available fibrin glue kit is the Tis-
sucol® Duo 2.0, and other commercially available fibrin
sealants include Crosseal®, TISSEEL VH Fibrin Seal-
ant®, and the like.

[0053] The adipose tissue-derived stromal stem cell-
containing compositions of the invention may also be
used to coat a support, e.g. a medical device. For exam-
ple, the support may be a suture, thread, meniscus repair
device, rivet, tack, staple, screw, bone plate, bone plating
system, surgical mesh, patch, e.g. a repair patch, cardi-
ovascular patch, or pericardial patch, sling, orthopedic
pin, adhesion barrier, stent, guided tissue repair/regen-
eration device, articular cartilage repair device, nerve
guide, tendon repair device, atrial septal defect repair
device, bulking or filling agent, vein valve, bone marrow
scaffold, meniscus regeneration device, ligament and
tendon graft, ocular cell implant, spinal fusion cage, skin
substitute, dural substitute, bone graft substitute, bone
dowel, wound dressing, glue, polymer or hemostat.
[0054] Supports into which the adipose tissue-derived
stromal stem cell-containing compositions can be incor-
porated or embedded or onto which the adipose tissue-
derived stromal stem cell-containing compositions may
be coated include matrices which are recipient-compat-
ible and which degrade into products which are not harm-
ful to the recipient. Natural and/or synthetic biodegrada-
ble matrices are examples of such matrices. Natural bi-
odegradable matrices include plasma clots, e.g., derived
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from a mammal, and collagen matrices. Synthetic biode-
gradable matrices include synthetic polymers such as
polyanhydrides, polyorthoesters, and polylactic acid.
Other examples of synthetic polymers and methods of
incorporating or embedding cells into these matrices are
known in the art. See e.g., U.S. Patent No. 4,298,002
and U.S. Patent No. 5,308,701. These matrices provide
support and protection for the fragile cells in vivo.
[0055] The support may be coated with cells in any
way as known to one of skill in the art, e.g. by soaking,
spraying, painting, imprinting, etc.

[0056] Inone embodiment, the support is a suture, sta-
ple, absorbable thread, non-absorbable thread, natural
thread, synthetic thread, monofilament thread or multifil-
ament thread (also called braids). Preferred methods of
preparing sutures and other supports used to close
wounds coated with adipose tissue-derived stromal stem
cells are disclosed in U.S. Patent Application No.
11/056,241 "Biomaterial for Suturing”, filed February 14,
2005. The adipose tissue-derived stromal stem cell-con-
taining compositions disclosed herein represent novel
compositions that may be used with the methods dis-
closed in U.S. Patent Application No. 11/056,241.
[0057] Further, in any of the adipose-tissue derived
stromal stem cell-containing compositions, at least one
therapeutic agent may be incorporated into the compo-
sition. For example, a composition may contain an anal-
gesic, to aid in treating inflammation or pain at the site
of the fistula or wound, or an anti-infective agent to pre-
vent infection of the site treated with the composition.
[0058] More specifically, non-limiting examples of use-
ful therapeutic agents include the following therapeutic
categories: analgesics, such as nonsteroidal anti-inflam-
matory drugs, opiate agonists and salicylates; anti-infec-
tive agents, such as antihelmintics, antianaerobics, an-
tibiotics, aminoglycoside antibiotics, antifungal antibiot-
ics, cephalosporin antibiotics, macrolide antibiotics, mis-
cellaneous -lactam antibiotics, penicillin antibiotics, qui-
nolone antibiotics, sulfonamide antibiotics, tetracycline
antibiotics, antimycobacterials, antituberculosis antimy-
cobacterials, antiprotozoals, antimalarial antiprotozoals,
antiviral agents, anti-retroviral agents, scabicides, anti-
inflammatory agents, corticosteroid anti-inflammatory
agents, antipruritics/local anesthetics, topical anti-infec-
tives, antifungal topical anti-infectives, antiviral topical
anti-infectives; electrolytic and renal agents, such as
acidifying agents, alkalinizing agents, diuretics, carbonic
anhydrase inhibitor diuretics, loop diuretics, osmotic di-
uretics, potassium-sparing diuretics, thiazide diuretics,
electrolyte replacements, and uricosuric agents; en-
zymes, such as pancreatic enzymes and thrombolytic
enzymes; gastrointestinal agents, such as antidiarrheals,
antiemetics, gastrointestinal anti-inflammatory agents,
salicylate gastrointestinal anti-inflammatory agents, ant-
acid anti-ulcer agents, gastric acid-pump inhibitor anti-
ulcer agents, gastric mucosal anti-ulcer agents, H2-
blocker anti-ulcer agents, cholelitholytic agents, diges-
tants, emetics, laxatives and stool softeners, and proki-
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netic agents; general anesthetics, such as inhalation an-
esthetics, halogenated inhalation anesthetics, intrave-
nous anesthetics, barbiturate intravenous anesthetics,
benzodiazepine intravenous anesthetics, and opiate ag-
onist intravenous anesthetics; hormones and hormone
modifiers, such as abortifacients, adrenal agents, corti-
costeroid adrenal agents, androgens, anti-androgens,
immunobiologic agents, such as immunoglobulins, im-
munosuppressives, toxoids, and vaccines; local anes-
thetics, such as amide local anesthetics and ester local
anesthetics; musculoskeletal agents, such as anti-gout
anti-inflammatory agents, corticosteroid anti-infamma-
tory agents, gold compound anti-inflammatory agents,
immunosuppressive anti-inflammatory agents, nonster-
oidal anti-inflammatory drugs (NSAIDs), salicylate anti-
infammatory agents, minerals; and vitamins, such as vi-
tamin A, vitamin B, vitamin C, vitamin D, vitamin E, and
vitamin K.

[0059] Preferred classes of useful therapeutic agents
from the above categories include: (1) analgesics in gen-
eral, such as lidocaine or derivatives thereof, and nons-
teroidal anti-inflammatory drugs (NSAIDs) analgesics,
including diclofenac, ibuprofen, ketoprofen, and naprox-
en; (2) opiate agonist analgesics, such as codeine, fen-
tanyl, hydromorphone, and morphine; (3) salicylate an-
algesics, such as aspirin (ASA) (enteric coated ASA); (4)
H4-blocker antihistamines, such as clemastine and ter-
fenadine; (5) anti-infective agents, such as mupirocin; (6)
antianaerobic anti-infectives, such as chloramphenicol
and clindamycin; (7) antifungal antibiotic anti-infectives,
such as amphotericin b, clotrimazole, fluconazole, and
ketoconazole; (8) macrolide antibiotic anti-infectives,
such as azithromycin and erythromycin; (9) miscellane-
ous R-lactam antibiotic anti-infectives, such as aztreon-
am and imipenem; (10) penicillin antibiotic anti-infec-
tives, such as nafcillin, oxacillin, penicillin G, and penicil-
lin V; (11) quinolone antibiotic anti-infectives, such as
ciprofloxacin and norfloxacin; (12) tetracycline antibiotic
anti-infectives, such as doxycycline, minocycline, and
tetracycline; (13) antituberculosis antimycobacterial anti-
infectives such as isoniazid (INH), and rifampin; (14) an-
tiprotozoal anti-infectives, such as atovaquone and dap-
sone; (15) antimalarial antiprotozoal anti-infectives, such
as chloroquine and pyrimethamine; (16) anti-retroviral
anti-infectives, such as ritonavir and zidovudine; (17) an-
tiviral anti-infective agents, such as acyclovir, ganciclovir,
interferon alfa, and rimantadine; (18) antifungal topical
anti-infectives, such as amphotericin B, clotrimazole, mi-
conazole, and nystatin; (19) antiviral topical anti-infec-
tives, such as acyclovir; (20) electrolytic and renal
agents, such as lactulose; (21) loop diuretics, such as
furosemide; (22) potassium-sparing diuretics, such as tri-
amterene; (23) thiazide diuretics, such as hydrochloro-
thiazide (HCTZ); (24) uricosuric agents, such as
probenecid; (25) enzymes such as RNase and DNase;
(26) antiemetics, such as prochlorperazine; (27) sali-
cylate gastrointestinal anti-inflammatory agents, such as
sulfasalazine; (28) gastric acid-pump inhibitor anti-ulcer
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agents, such as omeprazole; (29) H,-blocker anti-ulcer
agents, such as cimetidine, famotidine, nizatidine, and
ranitidine; (30) digestants, such as pancrelipase; (31)
prokinetic agents, such as erythromycin; (32) ester local
anesthetics, such as benzocaine and procaine; (33) mus-
culoskeletal corticosteroid anti-inflammatory agents,
such as beclomethasone, betamethasone, cortisone,
dexamethasone, hydrocortisone, and prednisone; (34)
musculoskeletal anti-inflammatory immunosuppres-
sives, such as azathioprine, cyclophosphamide, and
methotrexate; (35) musculoskeletal nonsteroidal anti-in-
flammatory drugs (NSAIDs), such as diclofenac, ibupro-
fen, ketoprofen, ketorlac, and naproxen; (36) minerals,
such as iron, calcium, and magnesium; (37) vitamin B
compounds, such as cyanocobalamin (vitamin B45) and
niacin (vitamin Bj); (38) vitamin C compounds, such as
ascorbic acid; and (39) vitamin D compounds, such as
calcitriol.

[0060] In certain embodiments, the therapeutic agent
may be a growth factor or other molecule that affects cell
differentiation and/or proliferation. Growth factors that in-
duce final differentiation states are well-known in the art,
and may be selected from any such factor that has been
shown to induce a final differentiation state. Growth fac-
tors for use in methods described herein may, in certain
embodiments, be variants or fragments of a naturally-
occurring growth factor. For example, a variant may be
generated by making conservative amino acid changes
and testing the resulting variant in one of the functional
assays described above or another functional assay
known in the art. Conservative amino acid substitutions
refer to the interchangeability of residues having similar
side chains. For example, a group of amino acids having
aliphatic side chains is glycine, alanine, valine, leucine,
and isoleucine; a group of amino acids having aliphatic-
hydroxyl side chains is serine and threonine; a group of
amino acids having amide-containing side chains is as-
paragine and glutamine; a group of amino acids having
aromatic side chains is phenylalanine, tyrosine, and tryp-
tophan; a group of amino acids having basic side chains
is lysine, arginine, and histidine; and a group of amino
acids having sulfur-containing side chainsis cysteine and
methionine. Preferred conservative amino acids substi-
tution groups are: valine-leucine-isoleucine, phenyla-
lanine-tyrosine, lysine-arginine, alanine-valine, and as-
paragine-glutamine.

[0061] As those skilled in the art will appreciate, vari-
ants or fragments of polypeptide growth factors can be
generated using conventional techniques, such as mu-
tagenesis, including creating discrete point mutation(s),
or by truncation. For instance, mutation can give rise to
variants which retain substantially the same, or merely a
subset, of the biological activity of a polypeptide growth
factor from which it was derived.
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3. Methods of Preparing Novel Adipose Tissue-Derived
Stromal Stem Cell-Containing Compositions

[0062] Methods of preparing the adipose tissue-de-
rived stromal stem cells comprising the above-described
adipose tissue-derived stromal stem cell-containing
compositions are also provided. In one embodiment, a
method comprises: (a) collecting adipose tissue from a
subject; (b) obtaining a cell suspension by enzymatic di-
gestion; (c) sedimenting the cell suspension and resus-
pending the cells in a culture medium; (d) culturing of the
cells for at least about 10 days; and (g) expanding the
cells for at least two culture passages.

[0063] Preferably, the adipose tissue-derived stromal
stem cells are isolated from the adipose tissue of the
subject into which the final adipose tissue-derived stro-
mal stem cell-containing compositions are to be intro-
duced. However, the stromal stem cells may also be iso-
lated from any organism of the same or different species
as the subject. Any organism with adipose tissue can be
a potential candidate. Preferably, the organism is mam-
malian, most preferably the organism is human.

[0064] In certain embodiments, the cells are cultured
for at least about 15, at least about 20 days, at least about
25 days, or at least about 30 days. It is preferable that
cells are expanded in culture longer to improve the ho-
mogeneity of the cell phenotype in the cell population.
[0065] In certain embodiments, the cells are expanded
in culture for atleast three culture passages or "passaged
at least three times." In other embodiments, the cells are
passaged at least four times, at least five times, at least
six times, at least seven times, at least eight times, at
least nine times, or at least ten times. Itis preferable that
cells are passaged more than three times to improve the
homogeneity of the cell phenotype in the cell population.
Indeed, the cells may be expanded in culture indefinitely
so long as the homogeneity of the cell phenotype is im-
proved and differential capacity is maintained.

[0066] Cells may be cultured by any technique known
in the art for the culturing of stem cells. A discussion of
various culture techniques, as well as their scale-up, may
be found in Freshney, R.l., Culture of Animal Cells: A
Manual of Basic Technique, 4th Edition, Wiley-Liss 2000.
In certain embodiments, the cells are cultured by mon-
olayer culture. In one embodiment, the cells are cultured
and passaged as described in Example 1 below.
[0067] Anymedium capable of supporting stromal cells
in tissue culture may be used. Media formulations that
will support the growth of fibroblasts include, but are not
limited to, Dulbecco’s Modified Eagle’s Medium (DMEM),
alpha modified Minimal Essential Medium (.alpha.MEM),
and Roswell Park Memorial Institute Media 1640 (RPMI
Media 1640) and the like. Typically, 0to 20% Fetal Bovine
Serum (FBS) or 1-20% horse serum will be added to the
above media in order to support the growth of stromal
cells and/or chondrocytes. However, a defined medium
could be used if the necessary growth factors, cytokines,
and hormones in FBS for stromal cells and chondrocytes
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are identified and provided at appropriate concentrations
in the growth medium. Media useful in the methods of
the invention may contain one or more compounds of
interest, including, but not limited to antibiotics mitogenic
or differentiative compounds for stromal cells. The cells
will be grown at temperatures between 31.degree. C. to
37.degree. C. in a humidified incubator. The carbon di-
oxide content will be maintained between 2% to 10% and
the oxygen content between 1 % and 22%. Cells may
remain in this environment for periods of up to 4 weeks.
[0068] Antibiotics which can supplemented into the
medium include, but are notlimited to penicillin and strep-
tomycin. The concentration of penicillin in the chemically
defined culture medium is about 10 to about 200 units
per ml. The concentration of streptomycin in the chemi-
cally defined culture medium is about 10 to about 200
ug/ml.

[0069] The adipose tissue derived stromal stem cells
may be stably or transiently transfected or transduced
with a nucleic acid of interest using a plasmid, viral or
alternative vector strategy. Nucleic acids of interest in-
clude, but are not limited to, those encoding gene prod-
ucts which enhance the production of extracellular matrix
components found in the tissue type to be repaired, e.g.
intestinal wall or vaginal wall.

[0070] The transduction of viral vectors carrying regu-
latory genes into the stromal stem cells can be performed
with viral vectors (adenovirus, retrovirus, adeno-associ-
ated virus, or other vector) purified by cesium chloride
banding or other method at a multiplicity of infection (viral
units:cell) of between 10:1 1 to 2000:1. Cells will be ex-
posed to the virus in serum free or serum-containing me-
dium in the absence or presence of a cationic detergent
such as polyethyleneimine or Lipofectamine. TM. for a
period of 1 hour to 24 hours (Byk T. et al. (1998) Human
Gene Therapy 92:2493-2502; Sommer B. et al. (1999)
Calcif. Tissue Int. 64:45-49).

[0071] Other suitable methods for transferring vectors
or plasmids into stem cells include lipid/DNA complexes,
such as those described in U.S. Pat. Nos. 5,578,475;
5,627,175, 5,705,308; 5,744,335, 5,976,567, 6,020,202;
and 6,051,429. Suitable reagents include lipofectamine,
a 3:1 (w/w) liposome formulation of the poly-cationic lipid
2,3-dioleyloxy-N-[2(sperminecarbox- amido)ethyl]-N,N-
dimethyl-1-propanaminium trifluoroacetate (DOSPA)
(Chemical Abstracts Registry name: N-[2-(2,5-bis[(3-
aminopropyl)amino]-1-oxpentyl}amino) ethyl]-N,N-
dimethyl-2,3-bis(9-octadecenyloxy)-1-propanamin- ium
trifluoroacetate), and the neutral lipid dioleoyl phosphati-
dylethanolamine (DOPE) in membrane filtered water. Ex-
emplary is the formulation Lipofectamine 2000TM (avail-
able from Gibco/Life Technologies # 11668019). Other
reagents include: FUGENETM 6 Transfection Reagent
(a blend of lipids in non-liposomal form and other com-
pounds in 80% ethanol, obtainable from Roche Diagnos-
tics Corp. # 1814443); and LipoTAXITM transfection re-
agent (a lipid formulation from Invitrogen Corp.,
#204110). Transfection of stem cells can be performed
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by electroporation, e.g., as described in M.L. Roach and
J.D. McNeish (2002) Methods in Mol. Biol. 185:1. Suita-
ble viral vector systems for producing stem cells with sta-
ble genetic alterations may be based on adenoviruses
and retroviruses, and may be prepared using commer-
cially available virus components.

[0072] The transfection of plasmid vectors carrying
regulatory genes into the stem stromal cells can be in-
troduced into the cells in monolayer cultures by use of
calcium phosphate DNA precipitation or cationic deter-
gent methods (Lipofectamine.TM., DOTAP) or in three
dimensional cultures by incorporation of the plasmid DNA
vectors directly into the biocompatible polymer (Bonadio
J. et al. (1999) Nat. Med. 5:753-759).

[0073] Forthe tracking and detection of functional pro-
teins encoded by these genes, the viral or plasmid DNA
vectors will contain a readily detectable marker gene,
such as the green fluorescent protein or beta-galactosi-
dase enzyme, both of which can be tracked by histo-
chemical means.

4. Methods of Treating Fistulae and Wounds

[0074] Anotheraspectofthe invention concerns a nov-
el method for using adipose tissue-derived stromal stem
cellsin treating fistulae and wounds. In preferred embod-
iments, the adipose tissue-derived stromal stem cells are
derived from the adipose tissue of the subject to be treat-
ed. In other preferred embodiments, the adipose tissue-
derived stromal stem cells comprise a adipose tissue-
derived stromal stem cell-containing composition de-
scribed herein. However, other preparations of adipose
tissue-derived stromal stem cells may be used in the
methods described herein, e.g. such as those described
in U.S. Patent Nos. 6,777,231 and 6,555,374 and U.S.
Patent Application No. 11/065,461 "ldentification and
Isolation of Multipotent Cells From Non-Osteochondral
Mesenchymal Tissue", filed on February 25, 2005
[0075] In one embodiment, a method of treating a fis-
tula in a subject comprises: (a) closing the internal hole
with a suture and (b) delivering at least about 10 x 108,
at least about 20 x 108, at least about 30 x 108, or at least
about40x 106 adipose tissue-derived stromal stem cells,
e.g., in an adipose tissue-derived stromal stem cell-con-
taining composition of the invention, to the closed sutured
internal hole. In certain embodiments, e.g., wherein the
firstdelivery of cells is insufficient, the method may further
comprise: (c) delivering a second dose of at least about
20 x 108 cells, at least about 30 x 108, or at least about
40 x 108 adipose tissue-derived stromal stem cells, e.g.,
in an adipose tissue-derived stromal stem cell-containing
composition of the invention, to the closed sutured inter-
nal hole.

[0076] In another embodiment, the adipose tissue-de-
rived stromal stem cell-containing composition used in
the method is one wherein at least about 50%, at least
about 60%, at least about 70%, at least about 80%, at
least about 85%, at least about 90%, at least about 95%
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or preferably at least about 96%, 97%, 98% or 99% of
the stem cells express the CD9, CD10, CD13. CD29,
CD44, CD49A. CD51, CD54, CD55, CD58, CD59 CD90
and/or CD105 markers.

[0077] In another embodiment, the adipose tissue-de-
rived stromal stem cell-containing composition used in
the method is one wherein at least about 50%, at least
about 60%, at least about 70%, at least about 80%, at
least about 85%, at least about 90%, at least about 95%
or preferably at least about 96%, 97%, 98% or 99% of
the stem cells express the c-Kit, vimentin and/or CD20
markers.

[0078] Common methods of administering the cells of
the present invention to subjects, particularly human sub-
jects, some of which are described in detail herein, in-
clude injection orimplantation of the cells into target sites
in the subjects, the cells of the invention can be inserted
into a delivery device which facilitates introduction by,
injection or implantation, of the cells into the subjects.
Such delivery devices include tubes, e.g., catheters, for
injecting cells and fluids into the body of a recipient sub-
ject. In a preferred embodiment, the tubes additionally
have a needle, e.g., a syringe, through which the cells of
the invention can be introduced into the subject at a de-
sired location. The cells of the invention can be inserted
into such a delivery device, e.g., a syringe, in different
forms. For example, the cells can be suspended in a so-
lution or embedded in a support matrix when contained
in such a delivery device. Pharmaceutically acceptable
carriers and diluents include saline, aqueous buffer so-
lutions, solvents and/or dispersion media. The use of
such carriers and diluents is well known in the art. The
solution is preferably sterile and fluid to the extent that
easy syringability exists. Preferably, the solution is stable
under the conditions of manufacture and storage and pre-
served against the contaminating action of microorgan-
isms such as bacteria and fungi through the use of, for
example, parabens, chlorobutanol, phenol, ascorbic ac-
id, thimerosal, and the like. Solutions of the invention can
be prepared by incorporating progenitor cells as de-
scribed herein in a pharmaceutically acceptable carrier
ordiluentand, asrequired, otheringredients enumerated
above, followed by filtered sterilization.

[0079] In other embodiments, a method of treating a
fistula in a subject comprises: (a) closing the internal hole
with a suture that comprises adipose tissue-derived stro-
mal stem cells, e.g., from a subject adipose tissue-de-
rived stromal stem cell-containing composition. Such su-
tures coated with cells in the subject adipose tissue-de-
rived stromal stem cell-containing compositions are de-
scribed in detail. in U.S. Patent Application No.
11/056,241, filed on February 14, 2005.

[0080] The methods mayinsomeembodimentsfurther
comprise: (d) deep scraping of at least one fistula track
and (e) filling said fistula track with a material. In certain
embodiments, the method may further comprise deliver-
ing at least about 10 x 108 adipose tissue-derived stromal
stem cells, e.g., from a subject cellular composition, to
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the material. Preferably, the materialis a fibrin-based pol-
ymer or adhesive, such as a fibrin glue or gel. In certain
embodiments, the dose of at least about 10 x 106 adipose
tissue-derived stromal stem cells is already encom-
passed within the material, e.g., such that the material
comprises the adipose tissue-derived stem cell contain-
ing-composition.

[0081] In a further embodiment, a method of treating
a fistula in a subject comprises:

(i) deep scraping of at least one fistula track

(ii) closing the internal hole of the scraped track with
a suture

(i) delivering at least about 10 x 108, at least about
20 x 108, at least about 30 x 108, or at least about
40 x 108 adipose tissue-derived stromal stem cells
to the closed sutured internal hole,

e.g., in an adipose tissue-derived stromal stem cell-con-
taining composition of the invention.

[0082] In certain embodiments, e.g., wherein the first
delivery of cells is insufficient, the method may further
comprise:

(iv) delivering a second dose of at least about 20 x
106 cells, at least about 30 x 108, or at least about
40 x 108 adipose tissue-derived stromal stem cells
to the closed sutured internal hole,

e.g., in an adipose tissue-derived stromal stem cell-con-
taining composition of the invention.

[0083] Step (i) is preferably carried out by deep scrap-
ing all fistula tracks to be treated for example, a curettage
needle is introduced in the fistula tract, and an induced
bleeding is produced by scraping the fistula walls in order
to obtain natural fibrin which will fill the fistula tract. Re-
cent clinical studies by the inventors suggest that the
natural fibrin produced by this scraping method is a pre-
ferred option compared with the use of artificial fibrin seal-
ants, therefore in a preferred embodiment of the method
of the invention the fistular tracts to be treated are not
filled with such material.

[0084] Step (iv) is preferably carried out by local deliv-
ery of the cells, for example an adipose tissue-derived
stromal stem cell-containing composition, by injection in-
to the fistula walls along the fistula tract. For example,
two injections of 10 million cells along 3 cm of fistula tract.
[0085] The methods of the invention may be used to
treat any fistula, including but not limited to anorectal fis-
tula or fistula-in-ano or fecal fistula, arteriovenous fistula
or A-V fistula, biliary fistula, cervical fistula, craniosinus
fistula, enteroenteral fistula, enterocutaneous fistula, en-
terovaginal fistula, gastric fistula, metroperitoneal fistula
perilymph, pulmonary arteriovenous fistula, rectovaginal
fistula, umbilical fistula, tracheoesophageal fistula and
vesicovaginal fistula. Preferably, the methods may be
used to treat intestinal fistulae, e.g. those connecting the
intestine toitself or to anotherorgan, such as rectovaginal
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fistula, enteroenteral fistula, enterocutaneous fistula and
enterovaginal fistula. In another preferred embodiment,
the methods may be used to treat vaginal or uterine fis-
tulae, e.g. those connecting the vagina or uterus to itself
or to another organ, such as cervical fistula, rectovaginal
fistula, enterovaginal fistula, and vesicovaginal fistula.
[0086] The fistula may be accessed for surgical repair
via any method known in the art, e.g., via incision, cath-
eter, etc.

[0087] In another embodiment, a method of treating a
wound in a subject comprises: (a) closing the wound with
a suture and (b) delivering at least about 10 x 108, at
least about 20 x 108, at least about 30 x 108, or at least
about 40 x 108 adipose tissue-derived stromal stem cells,
e.g., in an adipose-tissue derived stromal stem cell-con-
taining composition, to the closed sutured wound. In cer-
tain embodiments, e.g., wherein the first delivery of cells
is insufficient, the method may further comprise: (c) de-
livering a second dose of at least about 20 x 108 cells,
atleast about 30 x 108, or at least about 40 x 106 adipose
tissue-derived stromal stem cells, e.g., in an adipose-
tissue derived stromal stem cell-containing composition,
to the closed sutured wound. In other embodiments, the
wound may be filled with an adipose-tissue derived stro-
mal stem cell-containing composition of the invention,
e.g. a dose of at least about 10 x 108 adipose tissue-
derived stromal stem cells encompassed within a mate-
rial, e.g., such that the material comprises the cellular
composition, wherein the material is, for example, an ad-
hesive or glue. In other embodiments, a method of treat-
ingawound in a subject comprises: (a) closing the wound
with a suture that comprises adipose tissue-derived stro-
mal stem cells, e.g., from a subject adipose-tissue de-
rived stromal stem cell-containing composition. Such su-
tures coated with cells from the subject adipose tissue-
derived stromal stem cell-containing compositions are
described in detail above and in U.S. Patent Application
No. 11/056,241, filed on February 14, 2005.

[0088] The methods described above may further
comprise administering a therapeutic agent to the subject
being treated, e.g. systemically or locally at the site of
suturing. In certain embodiments, the adipose tissue-de-
rived stromal stem cells are formulated in an adipose
tissue-derived stromal stem cell-containing composition
which contains a therapeutic agent, as described above.
In other embodiments, the therapeutic agent is adminis-
tered separately, e.g. simultaneously with the methods,
before the method is performed, or after the method is
performed. In some embodiments, the therapeutic agent
is administered to the subject before, during and after
the methods are performed on the subject. Exemplary
therapeuticagents are described above. In preferred em-
bodiments, therapeutic agents for the treatment of
Crohn’s disease are administered to the subject. Exem-
plary Crohn’s disease therapeutic agents are anti-inflam-
matory agents such as agents comprising mesalamine,
immunosuppressive agents such as 6-mercaptopurine
and azathioprine; biological agents such as infliximab
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(Remicade®), antibiotics, and antidiarrheal agents such
as diphenoxylate, loperamide, and codeine.

[0089] In embodiments wherein allogeneic stem cells
are used, supportive treatment may be required. For ex-
ample, immunosuppressants may be administered be-
fore, during and/or after treatment to prevent GVHD, ac-
cording to methods known in the art. Prior to administra-
tion, the cells may also be modified to suppress an im-
mune reaction from the subject to the cells or vice-versa,
according to methods known in the art.

[0090] The dosage of any therapeutic agent will vary
depending on the symptoms, age and body weight of the
patient, the nature and severity of the disorder to be treat-
ed or prevented, the route of administration, and the form
of the agent. Any of the subject formulations may be ad-
ministered in a single dose or in divided doses. Dosages
for the therapeutic agents may be readily determined by
techniques known to those of skill in the art or as taught
herein. Also, mixtures of more thanone therapeuticagent
may be administered, or multiple therapeutic agents ad-
ministered in separate compositions.

[0091] Therapeutic agents can be administered orally,
parenterally, by inhalation spray, topically, rectally, na-
sally, buccally, vaginally, or via an implanted reservoir.
The term parenteral as used herein includes subcutane-
ous, intracutaneous, intravenous, intramuscular, intra ar-
ticular, intrasynovial, intrasternal, intrathecal, intralesion-
al, and intracranial injection or infusion techniques.
[0092] The precise time of administration and amount
of any particular agent that will yield the most effective
treatmentin a given patient will depend upon the activity,
pharmacokinetics, and bioavailability of a particular com-
pound, physiological condition of the patient (including
age, sex, disease type and stage, general physical con-
dition, responsiveness to a given dosage and type of
medication), route of administration, and the like. The
guidelines presented herein may be used to optimize the
treatment, e.g., determining the optimum time and/or
amount of administration, which will require no more than
routine experimentation consisting of monitoring the sub-
ject and adjusting the dosage and/or timing.

[0093] While the subject is being treated, the health of
the patient may be monitored by measuring one or more
of the relevant indices at predetermined times during a
24-hour period. Treatment, including supplement,
amounts, times of administration and formulation, may
be optimized according to the results of such monitoring.
The patient may be periodically reevaluated to determine
the extent of improvement by measuring the same pa-
rameters, the first such reevaluation typically occurring
at the end of four weeks from the onset of therapy, and
subsequent reevaluations occurring every four to eight
weeks during therapy and then every three months there-
after. Therapy may continue for several months or even
years, with a minimum of one month being a typical length
of therapy for humans. Adjustments to the amount(s) of
agent administered and possibly to the time of adminis-
tration may be made based on these reevaluations.
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[0094] Treatment may be initiated with smaller dosag-
es which are less than the optimum dose of the com-
pound. Thereafter, the dosage may be increased by
small increments until the optimum therapeutic effect is
attained.

[0095] The combined use of several therapeutic
agents may reduce the required dosage for any individual
component because the onset and duration of effect of
the different components may be complimentary. In such
combined therapy, the different active agents may be
delivered together or separately, and simultaneously or
at different times within the day.

[0096] Toxicity and therapeutic efficacy of subject
compounds may be determined by standard pharmaceu-
tical procedures in cell cultures or experimental animals,
e.g., for determining the LDg and the ED5q. Composi-
tions that exhibit large therapeutic indices are preferred.
Although compounds that exhibit toxic side effects may
be used, care should be takento design adelivery system
that targets the agents to the desired site in order to re-
duce side effects.

[0097] The data obtained from the cell culture assays
and animal studies may be used in formulating a range
of dosage for use in humans. The dosage of any thera-
peutic agent or alternatively of any components therein,
lies preferably within arange of circulating concentrations
that include the ED g with little or no toxicity. The dosage
may vary within this range depending upon the dosage
form employed and the route of administration utilized.
For agents of the present invention, the therapeutically
effective dose may be estimated initially from cell culture
assays. A dose may be formulated in animal models to
achieve a circulating plasma concentration range that
includes the ICg (i.e., the concentration of the test com-
pound which achieves a half-maximal inhibition of symp-
toms) as determined in cell culture. Such information may
be used to more accurately determine useful doses in
humans. Levels in plasma may be measured, for exam-
ple, by high performance liquid chromatography.

5. Kits

[0098] In other embodiments, the invention contem-
plates kits including the adipose tissue-derived stromal
stem cell-containing compositions and optionally instruc-
tions for their use. Kits comprising the pharmaceutical
compositions and biomaterials of the present invention
are also within the scope of the invention. Kit components
may be packaged for either manual or partially or wholly
automated practice of the foregoing methods. Such kits
may have a variety of uses, including, for example, ther-
apy, repair, preparation of biomaterials and other appli-
cations.

Exemplification

[0099] The invention now being generally described,
it will be more readily understood by reference to the
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following examples, which are included merely for pur-
poses of illustration of certain aspects and embodiments
of the present invention, and are not intended to limit the
invention.

Example 1: Preparation of Stem Cells from Lipoaspirates
With Improved Homogeneity

[0100] Adipose tissue was obtained by liposuction, un-
der local anaesthesia and general sedation. A hollow
blunt-tipped cannula was introduced into the subcutane-
ous space through a small incision (less than 0.5 cm in
diameter). With gentle suction, the cannula was moved
through the adipose tissue abdominal-wall compartment
for mechanical disruption of the fatty tissue. A saline so-
lution and the vasoconstrictor epinephrine were injected
into the adipose tissue compartment to minimize blood
loss. In this way, 80 to 100 ml of raw of lipoaspirate were
obtained from each patient to be treated.

[0101] The raw lipoaspirate was washed extensively
with sterile phosphate-buffered saline (PBS; Gibco BRL,
Paisley, Scotland, UK) to remove blood cells, saline and
local anaesthetic. The extracellular matrix was digested
with a solution of type Il collagenase (0.075%; Gibco
BRL) in balanced salt solution (5 mg/ml; Sigma, St. Louis,
USA) for 30 min at 37°C to release the cellular fraction.
Then the collagenase was inactivated by addition of an
equal volume of Dulbecco’s modified Eagle’s medium
(DMEM; Gibco BRL) that contained 10% fetal bovine se-
rum (FBS; Gibco BRL). The suspension of cells was cen-
trifuged at 250 x g for 10 min. Cells were resuspended
in 0.16 M NH,Cl and allowed to stand for 10 min at room
temperature (RT) for lysis of erythrocytes. The mixture
was centrifuged at 250 x g, and cells were resuspended
in DMEM plus 10% FBS and 1% ampicillin/streptomycin
mixture (Gibco, BRL) and then they were plated in 100-
mm tissue culture dishes at a concentration of 10-30 x
103 cells/cm?2,

[0102] Cells were cultured for 24 h at 37°C in an at-
mosphere of 5% CO2 in air. Then the dishes were
washed with PBS to remove non-adhering cells and cell
fragments. The cells were maintained in culture in the
same medium and under the same conditions until they
reached approximately 80% confluence, with replace-
ment of the culture medium every 3 to 4 days. Cells were
then passaged with trypsin-EDTA (Gibco BRL) at a dilu-
tion of 1:3 which corresponds to a cell density of approx-
imately about 5-6 x 103 cells/lcm2. For transplantation,
we used cells between passages 1 and 3, with cells hav-
ing been passaged more than twice being preferable in
order to isolate a cell population with high homogeneity.
Cell characterization was performed using cells at pas-
sages 110 9.

Example 2.- Characterization of Stem Cells from
Lipoaspirates With Improved Homogeneity

[0103] To characterize the cells by immunofluores-
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cence staining, cells were plated at low density in DMEM
plus 10% FBS on glass cover slips in 24-well plates. For
immunohistochemistry studies, cells were washed with
PBS and fixed in acetone for 10 min at-20° C. For staining
of a-actin, cells were fixed in 4% paraformaldehyde for
10 min at RT. After blocking with a PBS that contained
4% goat serum and 0.1% Triton X-100, cells were incu-
bated at 4° C overnight with primary antibodies against
the following cell markers at the indicated dilutions [(i)
alpha-actin; Dako, Glostrup, Denmark; 1/50; (ii) vimentin;
Sigma, St. Louis, USA; 1/200; (iii) CD 90; CYMBUS, Bi-
otechnology LTD, Chandlers Ford, Hants, UK; 1/50; (iv)
Factor VIII; Dako; 1/100; (v) CD 34; Chemicon, CA, USA;
1/100; (vi) c-Kit; Chemicon; 1/100; (vii) desmin; Dako;
1/100; (viii) cytokeratin; Dako; 1/100 and (ix) S-100; Da-
ko; 1/50]. Then cells were incubated with the appropriate
Fluorescein isothiocyanate(FITC)-conjugated or Te-
tramethylrhodamine isothiocyanate chlo-
ride(TRITC)-conjugated second antibodies (Sigma;
1/50) for 45 min at RT. For negative controls we omitted
the primary antibodies. Nuclei were counterstained with
4’ 6-diamidino-2-phenylindole (DAPI). Cells were then
mounted in Mobiglow (MoBiTec, Gottingen, Germany)
and observed with an epifluorescence microscope
Eclipse TE300 (Nikon, Tokyo, Japan). In each case, we
determined the numbers of immunopositive cells in dif-
ferent fields and compared them to the numbers of
stained nuclei. Randomly selected fields were exported
to a computer (Macintosh G3; Apple Computer Ink., Cu-
pertino, Ca, USA) through a Spotl camera (Diagnostic
Instruments Inc., Tampa, FL, USA). Human aortic
smooth muscle cells, human umbilical vein endothelial
cells (HUVEC) and human synovial fibroblasts were used
as positive controls for immunostaining with the various
antibodies.

[0104] At passage 1, a high percentage (90-95%) of
adipose-derived stromal stem cells expressed vimentin,
a marker of mesenchymal cytoskeletal cells (FIGURE 1).
Expression of vimentin was maintained at the same level
up to and including passage 9. Levels of other markers
fell, however, with time. For example, a-actin, which was
found in 17% of LPA-derived cells at passage 1 was no
longer detectable at passage 7. The marker of endothe-
lial cells, von Willebrandt factor (Factor VIII), and CD34,
which is also found on the surface of endothelial cells,
were only detected at passages 1 through 3 (7% and
12% immunopositive cells, respectively). By contrast, the
expression of c-Kit (CD 117), a marker of cell prolifera-
tion, increased with time, with 99% immunopositive cells
from passage 4 onwards (FIGURE 2). The fibroblast
marker CD90, initially expressed in approximately 80%
of LPA-derived cells, was found in 99% of cells from pas-
sage 6 (FIGURE 3). No expression of the neuroectoder-
mal marker S100 or the ectodermal marker keratin was
observed in any of the LPA-derived cells at any time. The
change in observed markers as the number of passages
increases indicates an increase in the homogeneity of
the cell preparation obtained.
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[0105] To quantitate cell growth, cells were plated in
24-well plates at a concentration of 5 x 103 cells/cm?.
After cells had attached to the substratum (3 h), the cul-
ture medium was replaced by DMEM supplemented with
1% antibiotics plus 0.5%, 2%, 5% or 10% FBS. As pos-
itive controls for testing of each batch of serum, human
synovial fibroblasts were also cultured and their growth
rates determined. Medium was replaced every two days.
At24-hintervals, cells were fixed with 1% glutaraldehyde
and the number of cells per well was determined, after
nuclear staining with crystal violet, by monitoring absorb-
ance at 595 nm. A standard curve was constructed to
establish the relationship between cell number per well
and absorbance at 595 nm (r2=0.99).

[0106] Viable adipose tissue-derived stromal cells
were successfully isolated and cultured from all seven
lipoaspirates (LPAs). These cells were grown in culture
and passaged at 7 to 10 day intervals. In some cases,
cells were cryopreserved and thawed prior to implanta-
tion. The growth rate of adipose tissue-derived stromal
stem cells (ADSC) depended on the serum concentra-
tion, with maximal proliferation between 5% and 10%
FBS (FIGURE 4). The mean population-doubling time at
these concentrations of serum was 37.6+0.6 h, which
did not differ significantly from the population-doubling
time of human synovial fibroblasts cultured under the
same conditions (35.6 1.4 h; p>0.05; t-test; results from
three independent experiments).

[0107] In order to analyze the cells in a more stand-
ardized and less subjective manner, the cells were also
subjected to Fluorescence Activated Cell Sorter (FACS)
analysis. In general, the flow cytometry analysis permits
the detection of surface antigens by antibodies, which
are directly (covalently) or indirectly (secondary fluores-
cent-labeled antibody) linked to a fluorescent marker. On
the other hand, the above described immunohistochem-
ical analysis demanded permeabilization of the cells and
the subsequent staining with antibodies. Thus, the latter
requires an individually optimized protocol depending on
target protein and antibody. Moreover, due to the perme-
abilization of the cell membrane, it is not posible to dis-
tinguish between internal (non-membrane bound) and
extracelular marker proteins. That is, with an immuno-
histochemical analysis it is posible to know if a protein
marker is being expresed but it is not posible to distin-
guish if it is being expressed at the cell surface or intra-
cellularly.

[0108] The protocol used in the immunocytometry for
the detection of surface antigens is standardized, and
only requires appropriate negative controls. Further, the
FACS analysis allows an evaluation of the percentage
of positive cells (cells expressing the surface antigen),
and the level of expression (few or many surface antigens
on one cell). These evaluations are only of subjective
nature using immunohistochemistry, and may vary from
experiment to experiment, which does not occur with the
FACS analysis.

[0109] Such immunophenotypic characterization of
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the cells may be performed on freshly isolated cells and
after periods of cultures, for example, at day 7, after 4
weeks and after 3 months of culture. The analysis of sur-
face markers at different times allows the assessment of
the homogeneity of the phenotype during culturing. Ex-
amples of this analysis and data demonstrating the phe-
notype obtained from samples obtained from 3 healthy
donors from zero to three months of culturing are de-
scribed at length in U.S. Patent Application No.
11/065,461, filed on February 25, 2005.

[0110] After isolation by the above described method,
the adipose-derived stromal stem cells from one of the
patients were characterized in function of the pres-
ence/absence of a series of surface markers. To do this,
the expression of the following surface markers was mon-
itored by flow cytometry:

Integrin: CD11b, CD18, CD29, CD49a, CD49b,
CD49d, CD49%e, CD49f, CD51, CD61, CD104.

Hematopoietic markers: CD3, CD9, CD10, CD13,
CD16, CD14, CD19, CD28, CD34, CD38, CD45,
CD90, CD133, glicoforine.

Growth factor receptors: CD105, NGFR.

Extracellular matrix receptors: CD 15, CD31, CD44,
CD50, CD54, CD62E, CD62L, CD62P, CD 102, CD
106, CD146, CD 166.

Others: CD36, CD55, CD56, CD58, CD59, CD95,
HLA-I, HLA-II, B2-microglobuline.

[0111] The cells to be characterized were collected by
means of gentle digestion with trypsin, washed with PBS
and incubated for 30 minutes at 4°C with fluorescein
(FITC) or phycoerythrin (PE) labeled antibody markers
against each one of the surface markers to be analyzed.
The cellmarkers were washed and immediately analyzed
using the Epics-XL cytometer (Coulter). As controls, cells
stained with unspecific antibodies of the corresponding
isotopes labeled with FITC or PE were used. From the
analysis of the profile of expression of surface markers
(Figure 7A/7B), the criteria used to determine which
markers define the cell population and allow it to be iden-
tified and differentiated with respect to other types of cell
were the following:

1. Discard those markers that vary from one sample
to the other or over time during culturing in the ex-
perimentation done with healthy donors’ adipose-de-
rived stromal stem cells in the U.S. Patent Applica-
tion No. 11/065,461, filed on February 25, 2005.

2. Select the markers as a function of their biological
relevance, discarding markers characteristic of spe-
cific cell types (for example, CD3 is a marker exclu-
sive to lymphocytes).
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[0112] Applying thesecriteria, the multipotent stem cell
population is characterized as being positive for CD9+,
CD10+, CD13+, CD29+, CD44+, CD49A+, CD51+,
CD54+, CD55+, CD58+, CD59+, CD90+ and CD105+;
and lacking expression of CD11b, CD14, CD 15, CD 16,
CD31,CD34,CD45, CD49f, CD102,CD104,CD106 and
CD 133.

Example 3: Preparations of Stem Cells Comprising Fibrin
Glue For Use in Treating Fistula

[0113] For clinical use, the cells as prepared above
may be used after three or fewer passages (FIGURE 3),
but are preferably used after two or more passages as
described above to afford a cell preparation with higher
homogeneity. Cell cultures for clinical use were
trypsinized for 3 min at 37°C. Trypsinization was stopped
by addition of DMEM plus FBS, and the suspension was
centrifuged at 110 x g for 5 min. Cells were washed in
PBS and the suspension was centrifuged again at 150 x
gfor 5 min. Cell were resuspended at between 3 and 30
x106 cells/ml in 1 to 2 ml of Ringer’s lactate solution and
put in a suitable syringe. Human serum albumin (HSA)
may optionally be added to the Ringer’s lactate solution.
[0114] In certain cases, half of the cells were resus-
pended in the thrombin component of a fibrin glue kit
(Tissucol® Duo 2.0; Baxter, Madrid, Spain) prior to com-
bination of the kit's two components, in an attempt to
improve the obturation of the fistulae’ tracts. The use of
fibrin glue to fill a fistula opening is known in the art; how-
ever, it is not efficient as a standalone treatment for fis-
tula. The addition of fibrin glue to the adipose tissue-de-
rived stromal stem cell-containing compositions de-
scribed herein serves to retain cells locally, and we have
observed that the cells grow well inside fibrin glues and
gels.

Example 4: Improved Surgical Procedure to Repair Fis-
tula Using Preparations of Stem Cells from Lipoaspirates

[0115] We conducted a phase | clinical trial designed
to test the feasibility and safety of autologous stem cell
transplantation using the above-described adipose tis-
sue stromal stem-cell compositions for treatment of
Crohn fistulae. The protocol was approved by the Clinical
Trial and Ethics Committee of La Paz Hospital on April,
12,2002, and a detailed informed-consentform was gen-
erated to be sighed by patients. The Ethics Committee
was kept informed about the progress of the study
throughout the clinical trial.

Methods

[0116] The patients were selected according to the fol-
lowing inclusion criteria; more than 18 years of age; di-
agnosis of Crohn’s disease at least five years prior to the
trial; presence of one or more complex Crohn fistulae
(enterocutaneous fistula, suprasphincteric fistula and/or



29 EP 2 292 737 B1 30

recto-vaginal fistula) that had been unresponsive to med-
ical treatment and unsuccessfully treated by classical
surgery at least twice; and agreement to participate, with
signature of the informed-consent form. The exclusion
criteria were as follows: Failure to meetinclusion criteria;
mental handicap; extreme thinness; allergy to local an-
aesthetics; prior diagnosis of cancer; and AIDS.

[0117] Five patients (nos. 001-005) were enrolled in
the study. There were three men and two women, and
the average age was 35.1 = 2.4 years (range: 31.2 to
37.5 years). Nine cell implants were performed: three in
recto-vaginal fistulae; five in enterocutaneous fistulae
(four different fistulae in one patient; and one in a supras-
phincteric perianal fistula. All enterocutaneous fistulae
had low flow - less than 50 cc per day- and were located
in the abdominal wall (Table 1). No patient was treated
with Total Parenteral Nutrition, Remicaid or Octreotride
concurrently with this procedure. Patients 001 and 002
required two liposuction procedures because, after the
first liposuction, no stem cells survived cryopreservation.
[0118] One patient was excluded due to bacterial con-
tamination of cultured cells. We inoculated nine fistulae
in four patients with autologous adipose tissue-derived
stromal stem cells (ADSC) at passage three or earlier.
Eightinoculated fistulae were followed weekly for at least
eightweeks. In six fistulae, the external opening was cov-
ered with epithelium at the end of week 8 and, thus, these
fistulae were considered healed (75%). In the other two
fistulae, there was only incomplete closure of the external
opening, with a decrease in output flow (not healed;
25%). No adverse effects were observed in any patient
atthe end of the follow-up period (at least six months and
no more than two years).

[0119] In the case of enterocutaneous fistulae, all
tracks were deep scraped. In the case of recto-vaginal
fistulae, we used a vaginal approach, with detachment
of the posterior vaginal wall. The gap was completely
separated and the rectal opening was closed with 3/0
absorbable stitches. The rectal mucosa had been dam-
aged by Crohn’s disease and was extremely fragile. In
the case of perianal fistulae, the main track was cored
out and the rectal hole was closed with 3/0 absorbable
stitches through the sclerotic mucosa.

[0120] Using a needle, in cases of enterocutaneous
fistula, we injected cells into the wall of the track. In the
cases of recto-vaginal and perianal fistulae, we injected
cells into the rectal mucosa, close to the sutured internal
opening. In all cases, we observed a fluid-filled blister on
the area of the injection after the injection (FIGURE 5).
The number of injected cells ranged from 3 to 30 x108,
depending on the growth of the cultured cells (FIGURE
3).

[0121] The time from the beginning of preparation of
the inoculum to the end of the injection was less than 90
minutes in all cases. In the case of enterocutaneous fis-
tulae, tracks were filled with fibrin glue and then the skin
was sutured. In case of recto-vaginal fistulae, an ad-
vancement vaginal flap was constructed. When acces-
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sory tracks were detected, they were also filled with fibrin
glue.

[0122] No bandages were applied post-operatively.
Liquid intake was initiated twelve hours after the proce-
dure and solid food six hours afterwards. One to three
days after surgery, the patient was dismissed and follow-
up visits were scheduled at the out-patient clinic.

[0123] Two histopathological samples were obtained.
One specimen (patient number 002) was obtained from
the area of an enterocutaneous fistula (7 months after
implant#2 and 10 days after implant#3). The other spec-
imen (patient number 001) was obtained from the rec-
tovaginal wall, one year after the first implant, (implant
#1), during the surgical procedure associated with im-
plant#6. The specimens were embedded in paraffin, sec-
tioned, stained with haematoxylin and eosin, and evalu-
ated.

[0124] Weekly follow-up was scheduled for eight
weeks after surgery. Patients were considered healed
when a total epithelialization of the external opening was
evident after eight weeks, independently of prior obser-
vations. After eight weeks, there was a monthly follow-
up for at least six months and not more than two years.

Results

[0125] Five patients were included in the study and
seven liposuctions were performed (FIGURE 3). Patient
number 003 was eliminated from the trial during the im-
plant procedure as a result of the discovery of contami-
nation by Gram-positive bacteria of the cultured lipoaspi-
rated cells. The bacteria were identified as Oerkovia xan-
thineolytica. An enterocutaneous fistula in patient 002
was eliminated from the study because of emergency
abdominal surgery for a new enterovesicular fistula that
had resulted in acute sepsis. The laparotomy required
the resection of the implant area. Therefore, we could
not adhere to the minimum eight-week follow-up sched-
ule in this case.

[0126] Nine fistulae from four patients were inoculated
with ADSC after three or fewer passages (FIGURE 3).
Eight fistulae were considered suitable for retention in
the study and followed for at least eight weeks (FIGURE
3). In six fistulae, the external opening had epithelialized
by week 8 and these fistulae were considered healed
(75%) (FIGURE 6). The other two had only incomplete
closure of the external opening, with adecrease in output
flow, as reported by the patients (25%; not healed; FIG-
URE 3). There was no direct relationship between the
number of cells injected or culture time and success of
the procedure. There was also no direct relationship be-
tween the patient’s gender or age and healing. Subse-
quence studies we have done indicate that an initial dose
of 20 x108 cells is suitable. We have determined that a
second dose of 40 x108 cells may be used in the event
that the first dose fails. Higher cell doses are preferred
because we have observed that higher cell numbers
have a better therapeutic effect in tissue repair.
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[0127] Surgicaland implantation procedures were per-
formed without additional technical difficulty in all nine
treated fistulae. No immediate adverse reactions (e.g.,
anaphylaxis, allergic reactions) were observed in any of
the cases studied.

[0128] Two histopathological samples were obtained
seven months (enterocutaneous fistula) and one year
(recto-vaginal fistula) after surgery. No cytological trans-
formation was detected in a complete series of his-
topathological sections.

Discussion

[0129] In aprevious report, we described the success-
ful cell-based treatment of a young woman with a recur-
rent recto-vaginal fistula that had been unresponsive to
medical treatment. Thus, we designed the presentphase
| clinical trial to evaluate the feasibility and safety of such
autologous adipose tissue stromal stem-cell transplan-
tation (with improvements in the original protocol) for the
treatment of unresponsive Crohn fistulae, as well as to
test the use of adipose tissue stromal stem-cells in con-
junction with a fibrin glue.

[0130] We chose adipose tissue as the source of stem
cells because of their capacity for myogenic differentia-
tion and the fact thatfistulae respond well to muscle trans-
plants. Moreover, liposuction fat is available in large
quantities and can be harvested with minimal adverse
effects on the patient. Other groups have used bone mar-
row-derived stem cells but, in such cases, a cell-mobili-
zation procedure is required that can be dangerous to
some patients, such as those with a myocardial infarc-
tion. In our study, all liposuction procedures yielded a
clinically useful number of cells with characteristics of
stem cells.

[0131] We followed our patients according to the pro-
gram scheduled, and we observed a complete healing
in 6 of 8 procedures. It is important to note that Crohn’s
disease provides the worst conditions for a surgical ap-
proach to fistulae because of the fragility of the tissue
and the enormous problems associated with healing in
these patients. Our patients were chosen because they
had been unresponsive to medical treatment and at least
two previous surgical procedures but our treatment
seemed to be quite effective. Nevertheless, new out-
breaks of Crohn’s disease may still produce new fistulae
in any given patient that will need to be treated again
using the cryopreserved autologous cells from that pa-
tient.

[0132] The biological mechanism that underlies the
therapeutic success of ADSC transplantation is un-
known. Stem cells might differentiate into connective,
muscle or scar tissue. Alternatively, secretion of growth
factors by the stem cells might facilitate wound healing.
We saw typical scar tissue in the histopathologically ex-
amined fistulae, but we have no way of distinguishing
transplanted from local connective-tissue cells. We ob-
served a complete healing in 75% of cases using our
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treatment.
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Claims

Adipose tissue-derived stromal stem cells for use in
a method of treating fistula or a wound in a subject,
wherein said adipose tissue-derived stromal stem
cells are allogenic with respect to the subject to be
treated.

The adipose tissue-derived stromal stem cells ac-
cording to claim 1, for the use of that claim, wherein
said adipose tissue-derived stromal stem cells com-
prise:

a. an adipose tissue-derived stromal stem cell-
containing composition, wherein at least about
50% of the adipose tissue-derived stromal stem
cells comprising the composition express the
CD9, CD10, CD 13, CD29, CD44, CD49A,
CD51, CD54, CD55, CD58, CD59, CD90 and
CD105 markers, optionally wherein fewer than
about 5% of the adipose tissue-derived stromal
stem cells comprising the composition express
the CD34, CD11b, CD14, CD15, CD16, CD31,
CD34, CD45, CD49f, CD 102, CD104, CD 106
and/or CD133 markers; or

b. an adipose tissue-derived stromal stem cell
that expresses the c-Kit, vimentin and CD90
markers and does not express the CD34, Factor
VIII, alpha-actin, desmin, S-100 and keratin
markers.

The adipose tissue-derived stromal stem cells ac-
cording to claim 1, for the use of that claim, wherein
a pharmaceutical composition comprising the cells
comprises at least about 10 x 108 adipose tissue-
derived stromal stem cells.

The adipose tissue-derived stromal stem cells ac-
cording to claim 1, for the use of that claim, wherein
the fistula is an anorectal, fistula-in-ano, fecal fistula,
arteriovenous fistula, biliary fistula, cervical fistula,
craniosinus fistula, enteroenteral fistula, enterocuta-
neous fistula, enterovaginal fistula, gastric fistula,
metroperitoneal fistula perilymph, pulmonary arteri-
ovenous fistula, rectovaginal fistula, umbilical fistula,
tracheoesophageal fistula or vesicovaginal fistula.

The adipose tissue-derived stromal stem cells ac-
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cording to claim 4, for the use of that claim, wherein
the fistula is an anorectal, enterorectal, enterocuta-
neous, rectovaginal or vesicovaginal fistula.

The adipose tissue-derived stromal stem cells ac-
cording to claim 1, for the use of that claim, wherein
said cells are administered in combination with a
therapeutic agent to the subject being treated.

The adipose tissue-derived stromal stem cells ac-
cording to claim 2, for the use of that claim, wherein
at least about 10 x 106 adipose tissue-derived stro-
mal stem cells are delivered to the wound after clos-
ing said wound with a suture.

Patentanspriiche

Aus adipésem Gewebe stammende stromale
Stammzellen fir die Verwendung bei einem Verfah-
ren zur Behandlung einer Fistel oder einer Wunde
bei einem Patienten, wobei die aus adipésem Ge-
webe stammenden stromalen Stammzellen allogen
in Bezug auf den zu behandelnden Patienten sind.

Aus adipésem Gewebe stammende stromale
Stammzellen nach Anspruch 1 fir die Verwendung
nach diesem Anspruch, wobeidie aus adipdsem Ge-
webe stammenden stromalen Stammzellen Folgen-
des umfassen:

a. eine aus adiposem Gewebe stammende stro-
male Stammzellen enthaltende Zusammenset-
zung, wobei mindestens etwa 50% der aus adi-
pésem Gewebe stammenden stromalen
Stammzellen, die die Zusammensetzung aus-
machen, die Marker CD9, CD10, CD13, CD29,
CD44, CD49A, CD51, CD54, CD55, CD58,
CD59, CD90 und CD105 exprimieren, wobeige-
gebenenfalls weniger als etwa 5% der aus adi-
posem Gewebe stammenden stromalen
Stammzellen, die die Zusammensetzung aus-
machen, die Marker CD34, CD11b, CD14,
CD15, CD16, CD31, CD34, CD45, CD49f,
CD102, CD104, CD106 und/oder CD133 expri-
mieren,

oder

b. eine aus adipdsem Gewebe stammende stro-
male Stammzelle, die die Marker c-Kit, Vimentin
und CD90 exprimiertund nichtdie Marker CD34,
Faktor VIII, alpha-Aktin, Desmin, S-100 und Ke-
ratin exprimiert.

Aus adipésem Gewebe stammende stromale
Stammzellen nach Anspruch 1 fiir die Verwendung
nach diesem Anspruch, wobei eine die Zellen um-
fassende pharmazeutische Zusammensetzung min-
destens etwa 10 x 108 aus adipésem Gewebe stam-
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mende stromale Stammzellen umfasst.

Aus adipdsem Gewebe stammende stromale
Stammzellen nach Anspruch 1 fir die Verwendung
nach diesem Anspruch, wobei es sich bei der Fistel
um eine anorektale Fistel, Analfistel, Koffistel, arte-
riovendse Fistel, Gallenfistel, Zervixfistel, Kranio-Si-
nus-Fistel, enteroenterale Fistel, enterokutane Fis-
tel, enterovaginale Fistel, Magenfistel, metroperito-
neale Fistel Perilymphe, pulmonale arteriovendse
Fistel, rektovaginale Fistel, umbilikale Fistel, trache-
odsophageale Fistel oder vesicovaginale Fistel han-
delt.

Aus adipdsem Gewebe stammende stromale
Stammzellen nach Anspruch 4 fiir die Verwendung
nach diesem Anspruch, wobei es sich bei der Fistel
um eine anorektale, enterorektale, enterokutane,
rektovaginale oder vesicovaginale Fistel handelt.

Aus adipésem Gewebe stammende stromale
Stammzellen nach Anspruch 1 fiir die Verwendung
nach diesem Anspruch, wobei die Zellen in Kombi-
nation mit einem Therapeutikum an den behandel-
ten Patienten verabreicht werden.

Aus adipésem Gewebe stammende stromale
Stammzellen nach Anspruch 2 fiir die Verwendung
nach diesem Anspruch, wobei mindestens etwa 10
x 108 aus adipdsem Gewebe stammende stromale
Stammzellen der Wunde nach dem VerschlieRen
der Wunde durch eine Naht zugefiihrt werden.

Revendications

Cellules souches stromales dérivées de tissu adi-
peux pour utilisation dans un procédé de traitement
d’une fistule ou d’une plaie chez un sujet, lesdites
cellules souches stromales dérivées de tissu adi-
peux étant allogéniques vis-a-vis du sujet a traiter.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 1, pour I'utilisation de
cette revendication, lesdites cellules souches stro-
males dérivées de tissu adipeux comprenant :

a. une composition contenant des cellules sou-
ches stromales dérivées de tissu adipeux dans
laguelle au moins environ 50% des cellules sou-
ches stromales dérivées de tissu adipeux cons-
tituant la composition expriment les marqueurs
CD9, CD10, CD13, CD29, CD44, CD49A,
CD51, CD54, CD55, CD58, CD59, CD90 et
CD105, dans laquelle, facultativement, moins
d’environ 5% des cellules souches stromales
dérivées de tissu adipeux constituant la compo-
sition expriment les marqueurs CD34, CD11b,
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CD14, CD15, CD16, CD31, CD34, CDA45,
CD49f, CD102, CD104, CD106 et/ou CD133 ;
ou

b. une cellule souche stromale dérivée de tissu
adipeux qui exprime les marqueurs c-Kit, vimen-
tine et CD90 et n'exprime pas les marqueurs
CD34, facteur VIII, alpha-actine, desmine, S-
100 et kératine.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 1, pour l'utilisation de
cette revendication, une composition pharmaceuti-
que comprenant les cellules comprenant au moins
environ 10 x 108 cellules souches stromales déri-
vées de tissu adipeux.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 1, pour l'utilisation de
cette revendication, la fistule étant une fistule ano-
rectale, une fistule anale, une fistule fécale, une fis-
tule artério-veineuse, une fistule biliaire, une fistule
cervicale, une fistule cranio-sinusale, une fistule en-
téro-entérale, une fistule entéro-cutanée, une fistule
entéro-vaginale, une fistule gastrique, une fistule
métro-péritonéale périlymphatique, une fistule arté-
rio-veineuse pulmonaire, une fistule recto-vaginale,
une fistule ombilical, une fistule trachéo-oesopha-
gienne ou une fistule vésico-vaginale.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 4, pour l'utilisation de
cette revendication, |a fistule étant une fistule ano-
rectale, entéro-rectale, entéro-cutanée, recto-vagi-
nale ou vésico-vaginale.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 1, pour l'utilisation de
cette revendication, lesdites cellules étant adminis-
trées en combinaison avec un agent thérapeutique
au sujet traité.

Cellules souches stromales dérivées de tissu adi-
peux selon la revendication 2, pour l'utilisation de
cette revendication, au moins 10 x 106 cellules sou-
ches stromales dérivées de tissu adipeux étant ad-
ministrées ala plaie aprés lafermeture de ladite plaie
avec une suture.
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FIG. 1
Antigen P1 { P3| P4 | P6| P7 | P9
CD 34 | + +- ; -
(stem cell marker)
CD 90 + ++ 1 ++ +++ | +++ | ++4
(stem cell marker; fibroblasts)
c-Kit 4+ + | | ]t
(stem cell marker)
Factor Viil + 4 14 -
(differentiation marker) |
Alpha-actin + o1t +- - -
(marker of vascular smooth
muscle cells)
Vimentin ++4 ] A ] ] ) |
(marker of mesoderm origin; |
mesenchymal cells)
Desmin ¥ i i
(marker of mesoderm origin;
muscle cells)
S-100

(marker of neuroectoderm origin)

Keratin |
(marker of ectoderm origin)

21




EP 2 292 737 B1

22



EP 2 292 737 B1

FIG. 3
Implant | Patient | A% | Gender | Typeoffistula |Passage | Culre | Cel | Outcome
no. | no. | (jears) no. | fime | number
(days) | (x10)
1 0 | % | F | Recovagnd | 1 b 61 Healed
2 002 |40 F Enterocutangous | 1 g 90 Healed
Middle line
3 0 14 F | Enteroculangous | 1 7 80} NA
IR _' Periumbilical
N 003 3 M Perineal 1 NA NI NA
4 002 |40 F Reclo-vagnal |2 1 100} Not Healed
5w |4 | Enterocutaneots | 2 g 35| Healed
Suprapubic -
0 001 3 F Rectovaginal | 1 12 200} Healed
1 004 3 I Enterocutanous | 2 © | 16 300{ Not Healed
Right Lower
Quadrant
§ 0 |3 M Perinedl 2§ 200} Healed
g 0 |4 F | Enleoutnents | 3 | 12 1501 Healed
Right Lower '
Quadrant
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