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mesenchymal stem cells such as DMEM/F12 medium
supplemented with bovine foetal serum qualified for
megsenchymal stem cells (MSCQ) .

In order to overcome these problems this
invention relates to a novel culture medium for hMSC on
which hMSC that do not grow in other culture medium
formulations can grow. In one aspect, there is provided a’

the—culture medium aececerding—to—this—inventioncomprisess

for human mesenchymal stem cells, comprising:
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mesenchymal stem cells basal medium;

b) human leucocyte/platelet coat +ysate

(buffy coat+—EB€) lysate;

c) insulin;

d) sodium selenite;

e) ethanolamine; and

f) basic fibroblast growth factor (bFGF).

As used in this document the term "culture
medium" relates to a nutrient solution for the culturing,
growth or proliferation of cells. The term ¥"cell culturet®
refers to cells which are maintained, cultivated or grown
in an artificial in vitro environment.

The term "basal media" or “basal medium” used
in this document refers to any medium in which human
mesenchymal cells are capable of growing when
supplemented with different supplements, which may or may
not contain serum. Basal media provide standard inorganic
salts such as zinc, iron, magnesium, calcium and
potassium, together with wvitamins, glucose, a buffer
system and essential amino acids.

Preferably the basal medium normally used for
the culture of mesenchymal cells in the culture medium

according to this invention is DMEM/F12 + pyruvate,
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1.

CLAIMS

A culture medium for human

mesenchymal stem cells, comprising:

a) mesenchymal stem cell basal medium ;

b) human leucocyte/platelet coat (buffy coat)

lysate;

c) insulin;

d) sodium selenite;

e) ethanolamine; and

£) basic fibroblast growth factor (bFGF)

2. The culture medium for human mesenchymal
cells according to claim 1, wherein the
mesenchymal stem cell basal medium is
DMEM/F12 + pyruvate, Ham’s F10, Ham’s F12,
MCDB 131 or RPMI 1640.

3. The culture medium for human mesenchymal
cells according to claim 2, wherein the
human leucocyte/platelet coat (buffy coat)
lysate is present in the culture medium in
a quantity of 5 to 20% (v/v).

4. The culture medium for human mesenchymal
cells according to claim 3, wherein the
human leucocyte/platelet coat (buffy coat)
lysate is present in the culture medium in
a quantity of 7 to 15% (v/v).

5. The culture medium for human mesenchymal
cells according to claim 4, wherein the
insulin is present in a gquantity of 2 to
20 mg/L.

6. The culture medium for human mesenchymal

cells according to claim 5, wherein the
insulin is present in a gquantity of 5 to

15 mg/L.



10

15

20

25

7.

10.
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12.

13.
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The culture medium for human mesenchymal
cells according to claim 6, wherein the
sodium selenite is present in a quantity
of 0.005 to 1.730 mg/L.

The culture medium for human mesenchymal
cells according to claim 7, wherein the
ethanolamine is present in a gquantity of
1 to 8 mg/L.

The culture medium for human mesenchymal
cells according to claim 8, wherein the
ethanolamine is present in a quantity of
2 to 5 mg/L.

The culture medium for human mesenchymal
cells according to claim 9, wherein the
bFGF is present in a quantity of 5 to 25
ng/mL.

The culture medium for human mesenchymal
cells according to claim 10, further
comprising an antibiotic.

The culture medium for human mesenchymal
cells according to claim 11, wherein the
antibiotic is a mixture of gentamycin and
amphotericin.

The culture medium for human mesenchymal
cells according to claim 12, wherein said
medium is supplemented with foetal bovine
serum (FBS) in a quantity of 10% to 20%
(v/v) .
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1.

\O

CLAIMS

A culture medium for  human

mesenchymal cells, comprising: /

a)

b)

/
/

mesenchymal stem cell basal medium ;f/

human leucocyte/platelet coat ’fiysate

(buffy coat) ;

c)

ingulin;

sodium selenite;

ethanolamine; and ,

basic fibroblast growth facpér (bFGF)

The culture medium for ﬁﬁman mesenchymal
cells according to cla;% iq wherein the
mesenchymal stem cel%ﬁj basal medium is
DMEM/F12 + pyruvateg/ﬁam’s F10, Ham’s
F12, MCDB 131 or R?MI 1640.

The culture meqﬁﬁm for human mesenchymal
cells accordingfto claim 2, wherein the
human leucgé;te/platelet coat lysate
(buffy coag{ is present 1in the culture
medium inféfquantity of 5 to 20% (v/v).

The cu%gure medium for human mesenchymal
cells ﬁzcording to claim 3, wherein the
humaQX leucocyte/platelet coat lysate
(bgf%y coat) 1s present in the culture
mgdium in a quantity of 7 to 15% (v/v).

/fThe culture medium for human mesenchymal
cells according to claim 4, wherein the
insulin is present in a quantity of 2
to 20 mg/L.

The culture medium for human mesenchymal
cells according to claim 5, wherein the
insulin is present in a quantity of 5

to 15 mg/L.
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7.

10.

11.

12.

13.

/
/f said medium 1is supplemented with foetal

—_
(@)

The culture medium for human mesenchymayx
cells according to claim 6, wherein pﬂe
sodium selenite is present in a quagﬁity
of 0.005 to 1.730 mg/L. /

The culture medium for human mesg%chymal
cells according to claim 7, wgé;ein the
ethanolamine is present in a gﬁantity of
1 to 8 mg/L. fﬁ

The culture medium for huyén mesenchymal
cells according to claimfé, wherein the
ethanolamine 1is present/ﬁjl a quantity of
2 to 5 mg/L. f/

The culture medium,f;r human mesenchymal
cells according togf claim 9, wherein the

bFGF is present iﬁ/a quantity of 5 to

25 ng/mL. %/
The culture ;%dium for human mesenchymal
cells accor ing to claim 10, further

comprisin%/én antibiotic.

The cu%ﬁﬁre medium for human mesenchymal
cells fécording to claim 11, wherein the
antigiotic is a mixture of
genfamycin/amphotericin.

The culture medium for human mesenchymal

ells according to c¢laim 12, wherein

bovine serum (FBS) in a quantity of 10%
to 20% (v/v).

The culture medium for human mesenchymal
cells according to claim 12, wherein

said medium is supplemented with cell

culture supplement derived from human
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plasma (CCS) in a quantity of
(v/v) .




