CLAI M5

1. Anethod for producing activated stemcells for preparing
a single type of activated stemcell by activating a single
type of dormant stemcell in a dormant state after storing
for a predeterm ned period of tinme asingletype of stemcell
prepared by culturing a bone marrow liquid collected from
a donor, the method conprising the steps of:

fixing a dormant stemcell for feeding the singletype
of dormant stemcell, a predeterm ned culture liquid, and
aculture product Iiquidpreparedintheprocess of culturing
the single type of stemcell as an i ngredi ent of the dormant
stemcel | before storing the dormant stemcell into a first
cul ture container having a predeterm ned capacity and a
bottom surface of a predeterm ned area, and fixing the
dormant stemcell to the bottomof the first culture
cont ai ner; and

culturing a dormant stemcell for discharging a m xed
cultureliquidof thecultureliquidandthe culture product
liquid fromthe first culture container after fixing the
dormant stemcel | tothe bottomof thefirst culturecontainer
by the step of fixing a dormant stemcell, feeding a new
cultureliquidandanewcul tureproduct liquidintothefirst
cul ture container, culturing the dormant stemcell fixed to
the bottomof the first culture container using a new m xed
culture liquid of a newculture liquid and a new cul ture
product liquid, proliferating and activating the dornmant
stemcel | until thetotal areaof the dornmant stemcel |l reaches
afirst target ratio of 70 to 80%of the bottom surface area

of thefirst culture container, and transform ngthe dornant
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stemcell intothesingletypeof activatedstemcell, wherein
inthe step of fixing a dormant stemcell, the first
culture container is allowed to statically stand at
approxi mately the sane tenperature as the body tenperature
at a predetermned tilted angle for 12 to 24 hours, the
deformation of a dormant stemcell fromthe initial plane
shape in the first culture container is observed at an
interval of approx. 1 to 2 hours for the period of 12 to 24
hours, and when the dormant stemcell is deforned fromthe
initial plane shape to a predeterm ned plane shape, it is
determ ned t hat the dormant stemcell is fixedto the bottom
surface of the first culture container, and wherein
inthe step of culturing adormant stemcell, the first
culture container is allowed to statically stand at
approxi mately the sanme tenperature as the body tenperature
at a predeternmined tilted angle for 36 to 48 hours, and t he
total areaof the dormant stemcell fixedtothebottomsurface
of the first culture container in relation to the
bottom surface area of the first culture container is
observed at aninterval of approx. 1to 2 hours for the period
of 36 to 48 hours.

2. The nmethod for producing activated stemcells accordi ng
toclaiml, wherein the initial plane shape of the dormant
stemcell is an approxi mately circul ar shape, and t he pl ane
shape of the dormant stemcell defornmed is primarily the
approximately circular shape, and a flat shape when the
dormant stemcell el ongates in anorphous formin one
direction, and in the step of fixing a dormant stemcell,

when t he dormant stemcel |l is deforned to the anorphous fl at
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shape, it is determ ned that the dormant stemcell is fixed

to the bottom surface of the first culture container.

3. The nethod for producing activated stemcells according
toclaiml or 2, the method conprising the steps of:

fixing an activated stemcell for extracting fromthe
first culture container the activated stemcell when the
total area of the dormant stemcell reaches the first target
ratio of the bottomsurface area of the first culture
contai ner, feeding the activated stemcell extracted, a new
cultureliquid, andanewcul ture product liquidintoasecond
culture contai ner having a predeterm ned capacity and a
bott omsurface of a predeterm ned area, the capacity being
| arger than the first culture container, and fixing the
activated stemcell to the bottom of the second culture
cont ai ner; and

culturing an activated stemcell for culturing the
activated stemcell fixedtothe bottomof the second culture
contai ner by the step of fixing an activated stemcell, and
proliferating the activated stemcell until the total area
of the activated stemcell reaches a second target rati o of

the bottom surface area of the second cul ture contai ner.

4. The method for produci ng activated stemcells according
to claim3, wherein in the step of culturing an activated
stemcell, a mxed culture liquid of the culture liquid and
the culture product liquid is discharged fromthe second
culture container after fixing the activated stemcell to
the bottom of the second culture container by the step of

fixing an activated stemcell, a newculture liquid and a
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new cul ture product liquid are fed into the second culture
container, and the activated stemcell fixed to the bottom
of the second cul ture contai ner i scultured, usinganewm xed
culture liquid of a newculture liquid and a new cul ture

product |i quid.

5. The nmethod for produci ng activated stemcells accordi ng
toclaim3 or 4, whereinin the step of fixing an acti vated
stemcell, the second culture container is allowed to

statically stand at approxi mately the sane tenperature as
the body tenperature at a predetermned tilted angle for 36
to 48 hours, the deformation of the activated stemcell from
the initial plane shape in the second culture container is
observed at aninterval of approx. 1to 2 hours for the period
of 36t048 hours, and whenthe acti vated stemcel |l i s deforned
fromtheinitial plane shape to a predetern ned pl ane shape,
it is determned that the activated stemcell is fixed to

the bottom surface of the second cul ture contai ner.

6. The nethod for producing activated stemcells according
toclaim5, whereintheinitial plane shape of the acti vated
stemcel |l is an approxi mately circul ar shape, and the pl ane
shape of the activated stemcell deformed is primarily the
approximately circul ar shape, and a flat shape when the
activated stemcell elongates in anorphous formin one
direction, andinthe step of fixing an activated stemcel |,
when the activated stemcell is deforned to the anorphous
flat shape, it is determ ned that the activated stem cel
is fixed to the bottom surface of the second culture

cont ai ner.
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7. The nethod for producing activated stemcel|ls according
to any one of clains 3to 6, wherein the second target ratio
of the total area of the activated stemcell is 88 to 92%
of the bottom surface area of the second cul ture contai ner,
andinthestepof culturinganactivatedstemcell, thesecond
culture container is allowed to statically stand at
approxi mately the sanme tenperature as the body tenperature
at a predetermned tilted angle for 36 to 48 hours, and t he
total area of the activated stemcell fixed to the bottom
surface of the second culture container inrelation to the
bottom surface area of the second culture container is
observed at aninterval of approx. 1to 2 hours for the period
of 36 to 48 hours.

8. The nmethod for producing activated stemcells according
toclaim7, whereininthe step of fixing a dormant stemcel |
and t he step of culturing a dormant stemcell, atilted angle
of the first culture container ranges from2 to 5°, and in
the step of fixing an activated stemcell and the step of
culturinganactivatedstemcell, atiltedangl e of thesecond

cul ture container ranges from2 to 5°.

9. The nmethod for produci ng activated stemcells accordi ng
toanyoneof clains1to 7, whereintheculture product |iquid,
in the process of culturing the single type of stemcell,

cont ai ns a predet erm ned net abol i te secreted fromthe single

type of stemcell.
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10. The nmet hod for producing activated stemcells according
to any one of clains 1 to 8, wherein the single type of stem
cell is prepared by the steps of:

first fixingastemcell for separatinginlayers abone
marrow | iquid collected fromthe donor, extracting an
i nternedi ate-1ayer bone marrow | iquid positioned in an
intermedi ate | ayer of the bone marrow Iiquid separated in
| ayers, feeding the internedi ate-|layer bone marrow |iquid
and a predetermned culture liquid into a third culture
contai ner having a predeterm ned capacity and a bottom
surface of apredeterm ned area, andfixingafirst stemcell
contained in the internedi ate-|1ayer bone marrow liquid to
the bottom surface of the third cul ture contai ner

first culturingastemcell for dischargingtheculture
liquidinthethird culture container after fixingthe first
stemcel | tothe bottomsurface of thethirdcul ture container
by t he step of first fixingastemcell, feeding anewculture
liquidintothethirdculture container, culturingthe first
stemcell, and proliferating the first stemcell until the
total areaof thefirst stemcell reachesathirdtarget ratio
of the bottom surface area of the third cul ture contai ner;

second fixing astemcell for centrifugally separating
inlayers the first stemcell cultured by the step of first
culturing a stemcell, extracting a second stem cel
positioned in the | owernost |ayer of the first stem cel
separated in |l ayers, feeding the second stemcell and a new
culture liquid into a fourth culture container having a
predeterm ned capacity and a bottom surface of a
predet erm ned area, the capacity beinglarger thanthethird

culture container, and fixing the second stemcell to the
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bottom of the fourth culture container; and

second culturing a stemcel |l for discharging aculture
liquid in the fourth culture container after fixing the
second stemcel | tothe bottomof thefourthcul ture container
by t he step of second fi xi ngastemcell, feedinganewculture
liquid into the fourth culture container, culturing the
second stemcell, and proliferating the second stem cell
until the total area of the second stemcell reaches afourth
target ratioof the bottom surface areaof thefourthculture

cont ai ner.

11. The nmet hod for producing activated stemcells according
toclaiml1l0, whereininthe step of first fixing a stemcell
and the step of first culturing a stemcell, atilted angle
of the third culture container ranges from2 to 5°, and in
t he step of second fixing a stemcell and the step of second
culturing a stemcell, atilted angle of the fourth culture

container ranges from2 to 5°.

12. The nmet hod for producing activated stemcells according
toclaim9, whereinthe culture product liquidis aresidual
cul ture liquidobtained by extractingthe single second stem

cell fromthe fourth cul ture container.
13. The net hod for producing activated stemcells according

to any one of clains 1 to 10, wherein these stemcells are

nesenchymal stem cells.

107



