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3. The pharmaceutical composition according to claim 2, whe
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Claims:

substantially free of activating agent.

2. The pharmaceutical composition according to claim 1, wherein saigfactivated NK cells

overexpress CD69 and CD25 in comparison with resting NK cells.

1 said activated NK cells

arec CD15+ and CD16% .

4, The pharmaceutical composition according to any pgfeeding claim, wherein said

preservation was cryopreservation,

5. The pharmaceutical composition according tgfany preceding claim, wherein said

pharmaceutical composition comprises NK cells t)fat are autologous to a patient.

6. The pharmaceutical composition accopfling to claim 4, wherein said pharmaceutical

composition further comprises NK cells thff are allogencic to the patient.

7. The pharmaceutical compositigh according to any preceding claim, wherein said

pharmaceutical composition comprifes exogenous NK cells that are allogeneic to the patient.

8. The pharmaceutical corgfosition according to claim 7, wherein said pharmaceutical

composition comprises exog#nous NK cells that are allogeneic to each other.

9. The pharmaceutfal composition according to any preceding claim, wherein said

activating agent is a gD 15" LAK-resistant tumor cell.

durgble activity after preservation and in the absence of any activating agent

2. The pharmaccutical composition of any preceding claim, whercein said activated NK

cells were preserved for more than 12 hours.
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13.  The pharmaceutical composition of claim 12, wherein said activated NK cells wer

preserved for more than 24 hours.

14, The pharmaceutical composition of any preceding claim for administrationgvithout co-

administration (whether simultaneous, separate or sequential) of the activating gfent.

15. A method of stimulating endogenous NK cell activity in a patient infieed thereof,
comprising 1) obtaining an exogenous cell population comprising autoigfous and/or allogeneic
NK cells, 2) activating said NK. cells with an activating agent comprigfng CD15+ LAK-resistant
tumor cells, 3) preparing the activated NK cells for administrationh a pharmaceutically
acceptable medium substantially free of activating agent, and 4Yadministering the activated NK

cells to said patient without simultaneous or sequential admgflistration of the activating agent.

16.  The method of claim 15, wherein said patient is gftumor-bearing patient, and said

cndogenous NK cell activity is anti-tumor activity.

17. The method of claim 15, wherein the actiated NK cells are preserved after activation

and before administration to said patient.

18.  The method of claim 17, wherein g#id activated NK cells remain substantially free of

activating agent during and/or after prgfervation.
19.  The method according to cjfim 18, wherein said preservation is cryopreservation.

20.  The method according 6 any one of claims 15-19, wherein said activated NK cells are
further characterized as CD@B+CD25+ CD16°“CD15+ NK cells.

21. A population of fetivated NK cells substantially free of activating agent and for
therapeutic usc withgfit co-administration (whether simultancous, scparate or sequential) of the

activating agent.

the cells have the characteristics recited in ¢laim 2 or in a combination of claim 2 and

3; and/or

the cell population comprises NK cells as defined in one or a combination of claims 5-8;

- and/or
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the preserved activated NK cells are obtainable by using the activating agent of cjfim 9

or claim 10.
24.  The cell population of any of claims 21 to 23 for use in treating a cancer,

25. A mcthod for making a rcady-to-usc medicament in the form of an infiible formulation
which is substantially free of agent for activating NK cells, comprising thayfing cryopreserved
activated NK cells substantially free of activating agent, the formulatiorybeing for use in

treating a cancer without co-administration (whether simultaneous, sgharate or sequential) of

the activating agent.
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Claims;

1. A pharmaceutical composition for direct administration to a patlent In need ther
without reactivation with activating agent before administration comprising pregbusly
preserved activated NK cells in a pharmaceutically acceptable medium sub
of activating agent.

2. The phamaceutieél compeosition according to claim 1, wherein sgf activated NK cells
overexpress CD69 and CD25 in comparison with resting NK cells

3. The pharmaceutical composition according to claim 2, wh
are CD15* and CD16",

4. The pharmaceutical composition according to anyfreceding claim, wherein said
preservation was cryopreservation.

5. The pﬁannaoeuﬁca! composition according’to any preceding claim, wherein said
pharmaceutical composition comprises Nifcells that are autologous to a patient.

rding to claim 4, wherein sald phamaceutical
lis that are allogeneic to the patient.

6, The pharmaceutical composition
composition further comprises NK

7. The pharmaceutical compgéition according to any preceding ¢laim, wherein said

e pharmaceutical composition according to claim 9, wherein said tumor cell is
lected from the group consisting of a CTV-1 cell, an MV4-11 cell, an SEM cell,
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combinations thereof, and sublines thereof,

11. The phammacsutical composition of any preceding claim, wherein said NK cel

cells were preserved for more than 12 hours.
13. The pharmaceutical composition of claim 12, wherein said aciated NK cells were
preserved for more than 24 hours,

14. The pharmaceutical composition of ahy preceding clgifh for administration without
coadministration (whether simultaneous, separate or sphjuential) of the activating agent.
15. A method of stimulating endogenous NK cell gfetivity in a patient in need thereof,
comprising 1) obtaining an exogenous cell pogllation comprising autologous and/or
allogeneic NK cells, 2} activating =aid NK celffs with an activating agent comprising
CD15" LAK-resistant tumor cells, 3) prepgfing the activated NK cells for administration in
a phamaceutically acceptable mediury/substantially free of activating agent, and 4)
administering the activated NK celigfo said patient without simultaneous or sequential
administration of the activating agknt, wherein the activated NK cells are preserved after
ion to said patient and wherein the cells are not

ent before administration, wherein said activated NK cells
activating agent during and/or after preservation.

reactivated with activating
remain substantially free

im 15, wherein said patient is a tumor-bearing patient, and said
Il activity is anti-tumor activity.

16. The method of
endogenous NK

. 17. The mejflod according to claim 13, wherein said preservation is cryopreservation.

18. method according to any one of claims 15-17, wherein said activated NK cells
are fither characterized as CD69'CD25" CD16™CD15" NK cells.

Duration: 0&/05.2011 13:25:28 - 06.05.2011 13.27.48. This page 14 of AMENDED SHEETz01113:27:23
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19. A population of activated and preserved NK cells substantially free of activating
agent and for therapeutic use without reactivation with activating agent and without £o-
administration (whether simultaneous, separate or sequential) of the activating aglnt.

20. The cell population of claim 19 which is cryopreserved,

21. The cell population of claim 19 or claim 20 wherein:

the cells have the characteristics recited in claim 2 or in a combinatién of ¢laim 2 and
claim 3: and/or )

the cell population comprises NK cells as defined in one or a ¢gfmbination of claims 5-8;

or claim 10,
22. The cell population of any of claims 19 to 21 jor use in treating a cancer,

23. A method for making a ready-to-use meficament in the form of an infusible
formulation which is substantially free of gigent for activating NK cells, comprising
thawing eryopreserved activated NK cglls substantially free of activating agent, the
formulation being for use in treating£ cancer without reactivation with an activating
agent and without co-administratién {(whether simultaneous, separate or sequential) of

- activating agent.

Duration: 06/85.2011 13.25:28 - 06.05.2011 13:27:48. This page 15 of AMENDED SHEET 2011732728
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Claims:

I. A pharmaceutical composition for direct administration to a patient in need thereof without
simultaneous, separate or sequential administration of an activating agent comprising activated
NK cells in a pharmaceutically acceptable medium substantially free of activating agent, wherein
said activating NK cells overexpress CD69 and CD25 in comparison with resting NK cells, and

wherein said NK cells are CD15™ and CD16".

2, The pharmaceutical composition according to claim !, wherein said activated cells have been
previously preserved.
3. The pharmaceutical composition acecording to claim 1, wherein said pharmaceutical composition

comprises NK cells that are autologous to the patient.

4, The pharmaceutical composition according to claim 3, wherein said pharmaceutical composition

further comprises NK cells that are allogeneic to the patient.

5. The pharmaceutical composition according to claim 1, wherein said pharmaceutical composition

comprises NK cells that are allogeneic to the patient.

6. The pharmaceutical composition according to claim 5, wherein said pharmaceutical composition

comprises exogenous NK cells that are allogeneic to each other.

7. The pharmaceutical composition according to ¢laim 1, wherein said activating agent is a CD15+

LAK -resistant tumor cell.

8. The pharmaceutical composition according to claim 7, wherein said tumeor cell is selected from
the group consisting of a CTV-1 cell, an MV4-11 cell, an SEM cell, combinations thereof, and

sublines thereof.

9. The pharmaceutical composition according to claim 2, wherein said activated NK cells were

preserved for more than 12 hours.




10.

11.

12.

13,

14.

15.

16.

17.

18.
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The pharmaceutical composition according to claim 9, wherein said activated NK cells were

preserved for more than 24 hours.

The pharmaceutical composition according to claim 1, wherein said composition is for

administration without co-administration of the activating agent.

A method of stimulating endogenous NK cell activity in a patient in need thereof, comprising
administering the pharmaceutical composition according to any one of claims 1, 2-11 to said

patient without simultaneous, separate or sequential administration of the activating agent.

The method of claim 12, wherein said patient is a tumor-bearing patient, and said endogenous NK

cell activity is anti-tumor activity.

The method of claim 12, wherein the activated NK cells in said composition are preserved after

activation and before administration to said patient.

The method of claim 14, wherein the activated NK cells in said composition remain substantially

free of activating agent during and/or after preservation.

The method according to claim 15, wherein said preservation is cryopreservation.

The method according to any one of claims 12-16, wherein said activated NK cells are further
characterized as CD69"CD25"CD16°CD15" NK cells.

A method for making a ready-to-use medicament in the form of an infusible formulation which is
substantially free of an agent for activating NK cells, comprising thawing a pharmaceutical
composition according to any one of claims 1, 2-11 comprising cryopreserved activated NK cells
substantially free of activating agent, the formulation being for use without simultaneous,

separate or sequential administration of the activating agent.




