23-25

(MSC)

ALP ALP

(TNALP KO )
MSC

MSC

1. TNALP KO
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BL6

DXA
ALP

B6

MSC

MSC DS
C57BL/6 [passage 6]

2. MSC C57BL/6
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MSC
10 30
20pg/mL

MSC

15%

(a-MEM)
5%C0z 37
MSC
2
1 3
10mL PBS
s 5 2 10
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5. CPC

MSC
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TNALP KO
MSC
MSC
MSC
11
2
1 5 2 9
F.
X
G.
X
10
H.
1
2
3
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50mL

/PBS
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10
30 12 CPC

10 30

FBS

FBS

1. FBS

0 / 1 7 5 /
- 500 FBS 88 2.4
150 0.2
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-~

o o kW

FBS

FBS
1
4 900
50
PBS
75 2 15
37 Co, 5
FBS 13mL/Flask
10mL/Flask

><40 ><100

56

10

FBS

JPEG



1. T LE Select

2. =40 ><100 JPEG

3. A

4.

5. PBS

6. TrypLE Select 75 °? 2mL 3
15

7. FBS Suspension

8. 50mL

10.

11. Nucleo Counter

12. 4 900 5

13. 5x<10° /

14. 5>10° /75 % 50mL
2

1

1 7% 2

2. 10 13 L

3. 50mL
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37 CO, 5
2000paL 1><10°cells  FBS
well plate 2 well
7. TC

o 75 2 225 2

2. FBS 13mL/Flask
10mL/Flask
3. x40 =100 JPEG

2mL/well

o 225 2

3. FBS 13mL/Flask
10mL/Flask
4. x40 ><100 JPEG

58



N

o ok w

10.
11.
12.
13.
14.
15.

16.

17.

18.

19.

20.
21.

22.

225 *

T LE Select
><40 ><100 JPEG
A
PBS
TrypLE Select 2mL 225 2 5
3 15
FBS Suspension
50mL FBS
4 900 5
50 PBS
4 900 5 1
50 PBS
Nucleo Counter
(kg)x106 80
4 900 5
2
5%10° 5x10° / PBS
4 900 5
3
10mL PBS
50
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23.
24,

25.

26.

27.
28.

29.

50

FBS

10

30

12

60

50

TC

18.

10

30



50

10

30
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2.5mL

<0.5 EU/mL

<0.5 EU/mL

0.5 EU/mL
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A

o BacT/ALERT 3D

o BacT/ALERT

BacT/ALERT
1.
2.
5 mL
21G
BacT/ALERT FA
3. ID
4,
5.
6.
7.
8.
(
9.
10. BacT/ALERT

2 mL

70

64

70%

ID

70



=

@

® = > ok

A i s

<1

BacT/ALERT

BacT/ALERT
ID

15
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ID_



BacT/ALERT
COq

1 2 (n=2)
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B

o BacT/ALERT 3D

BacT/ALERT

BacT/ALERT

-2b, -2c¢

BacT/ALERT

A

-1)

(n=3)

67

10

-2)

-la,

-1b,

-1c,

-2a,



10.

11.
12.

13.
14.

20 mL
21G

15 mL

15 mL

5 mL

3

(n=3)

6
BacT/ALERT
(1 -1¢
9mL
BacT/ALART
3) 11)
3 mL

68

500xg



15.
16.

17.

mL / plate

25

30

69

12



BacT/ALERT
)

70

Triplicate

1

(4



1
1. BacT/ALERT (8 )
7
o “Venor GeM Mycoplasma Detection Kit for conventional PCR” minerva
biolabs, PCR

71



DNA

DNA PUREGENE Cell and Tissue DNA Isolation Kit
(QIAGEN)
1. (6 well)
2. Cell Lysis solution 300 pl 2 well
3.
1.5 ml 2 (1 well /tube) 1 DNA
1
4. RNase A solution 1.5 pl 37 30 min
5. Protein PPT Solution 100 ul
6. vortex
7. 15,000rpm 3 min 4 1.5 ml
8. 2-propanol 300 ul 50 DNA
9. 15,000rpm 3 min 4
10. 70% 300 ul
11. 15,000 rpm 1 min 4
12.
13.
14. 15 - 30 pl DNA
o
DNA
30
2. DNA 10 (DNA
2 pl+ 18 ulb)

Genespec- (DNA)

[ ] 300 nm 220 nm
:5mm
32

72



[ ] dsDNA
110

6. 10ul

7 10 ul

8. 10 ul
9

11. [ I-l ] 1

13. Genespec-
14. MQ

PCR 95 5 min 5

1
2.
3. 0.2 ml 50 ul
4
5. Sample A

PCR
PCR
Venor GeM Mycoplasma detection kit for conventional PCR (minerva biolabs)
Ampdirect Plus ( )

Nova Taq Hot Start DNA Polymerase (EMD Biosciences)

1. DNA DNA 100 ng/ul
Sample B
2. Venor GeM PCR Ampdirect Plus (Buffer)
PCR grade water Primer/Nucleotide Mix Internal control DNA
3. 8 ID
4, 1.5 ml 1 PCR Mixture

73



6
1
Ampdirect Plus 12.5 ul 87.5 ul
PCR grade water 4.87 ul 34 ul
Primer/Nucleotide
Mix 2.5 ul 17.5 ul
Nova Taq * 0.13 ul 1ul
20 ul 140 pl
*NovaTaq( )
5. 8 20 ul
6. Sample Internal control DNA Extra H20
7. *
DNA
Tube No. 1 2 3 4 5 6
Negative Positive | Sample A 3+ Sample B St
Sample name control control  |( Internal ( DNA) Internal
control control
PCR mixture 20 20 20 20 20 20
Sample - - 25 25 2.5 2.5
Internal Control DNA - 2.5 - 2.5 - 2.5
Extra H,O 5 - 25 - 25 -
Total 25 25 25 25 25 25
8.
9. PCR

74




Thermal Profile

1 cycle

95

for 10 min

39 cycles

94

for 30 sec

55

for 30 sec

72

for 30 sec

cool down

15

for co

10. PCR

PCR

PCR

2% agarose gel

Lane M . 100 bp Ladder Marker

Lane 1. Negative control

Lane 2. Positive control

Lane 3. Sample A

Lane 4. Sample A + Internal control

Lane 5. Sample B

Lane 6. Sample B + Internal control

2. EtBr

1.
Lane 1
Lane 2 1
Lane 4, 6

(MY

191 bp

1 (191 bp )

75

PCR

15

100 V

1xTAE

30



(lane 3, 5 (265-278 bp)

* 191 bp Internal control DNA

o Lane2, 4, 6
PCR

PCR

Lane 3, 5
Lane 3, 5 265 — 278 bp

A-1 A-2

76



A-1 A-2

DNA
PCR A-1
PCR A-2
A-1 A-2
B-1 B-2
1 (5 x 105 cells/ml, 500 pl)
200 wl 6 well plate 1 well
B-2

300 ul B-1

B-1

300 pl DNA
PCR
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B-2

B-2

PCR

78

51

DNA



