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1

azacytidine

Azacytidine Met

concentration Or Repl Rep2 Rep3
(um) Unmet (%) (%) (%)
0 met 4373 4111 4532
unmet 5627  52.89  54.68
3 met 39.27 4254 40.39
unmet  60.73  57.46  59.61
5 met 3003 3498  39.14
unmet 69.97  65.02  60.86
7 met 28.70 2959  35.72
unmet 7130 7041 64.28
19 méthylation unmethylation
C33A 5’-azacytidine
2. CCNA1
azacytidine
2.1 CCNA1 SiHa
Azacytidine
concentration Gene  Repl Rep2 Rep3
(uM) (%) k) (k)
0 HAT 63.18 4478 7037
ccnar 3682 5522 29.63
3 HAT 6424 4391  66.58
ccnar - 35.76 56.09  33.42
5 HAT 6291 4287 58.23
cenar  37.09  57.13 4177
7 HAT 66.34 3408 44.76
ccnar 3366 6592  55.24
20 CCNA1L

CCNA1

Rep 4
(%)
30.20
69.80
21.78
72.22
25.98
74.02
26.92
73.08

SiHa

C33A
Rep 5  Average
(%) (%)
38.15 42.42
61.85 57.58
36.56 38.50
63.44 61.50
35.95 34.31
64.05 65.69
29.29 30.79
70.71 69.21
CCNA1
C33A

5’-azacytidine

Rep 4
(%)
49.39
50.61
46.88
53.12
33.03
66.97
35.12
64.88

SiHa

Rep 5
(%)
55.46
44,54
52.87
47.13
44.70
55.30
42.68
57.32

Average
(%)
56.64
43.36
54.90
45.10
48.35
51.65
44.60
55.40

5’-azacytidine

5



2.2

Azacytidine
concentration
(uM)

0

21

CCNA1

Gene

HAT
CCNA1
HAT
CCNA1L
HAT
CCNAl
HAT

CCNA1

Rep 1
(%)
79.49
2051
70.25
29.75
68.92
31.08
47.06
52.94

C33A
Rep2 Rep3
) (%)
63.93 5163
36.07  48.37
56.37  49.38
43.63  50.62
47.38  46.11
52.62  53.89
4149 4053
58.51  59.47
CCNAL

5’-azacytidine

Rep 4
(%)
47.95
52.05
43.57
56.43
38.58
61.42
34.59
65.41

C33A

Rep 5
(%)
52.81
47.19
49.39
50.61
41.74
58.26
38.56
61.44

Average
(%)
59.16
40.84
53.79
46.21
48.55
51.45
40.45
59.55

5’-azacytidine
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e7 SIRNA

31 e7 SIRNA

(condition)

Scrambled siRNA

e 7SIRNA condition 2

£7siRNA condition 3

F7siRNA condition 4

E7siRNA condition 5

F7siRNA condition 6

FFsiRNA condition 7

22 et
SsiRNA

GAPDH

GAPDH

18.97
19.01
19.97
14.82
14.82
15.07
13.56
1352
13.46
2181
21.71
21.94
14.69
14.84
1439
1438
14.79
14.60
13.69
13.17
1222

E7

ct

real time PCR

E7

23.10
24.12
24.05
24.12
23.74
23.12
20.62
20.98
20.90
21,01
26.88
26.75
22.42
22.55
22.65
22.23
22.44
22.53
21.85
21.79
22.00

E7

94



3.2

(condition)

Scrambled SiRNA 48

ETSIRNA 48

Scrambled SiRNA 72

E7SIRNA 72

23 et GAPDH

GAPDH
13.75
1413
13.56
13.95
13.87
13.88
24.91
24.93
24.93
24.83
24.75
24.65

E7

et

real time PCR

E7
18.35
18.33
18.45
19.14
18.96
18.62
26.82
26.99
26.91
21.21
21.47
21.68
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4, E7
CCNA1 SiHa
4.1
scrambled siRNA
SIRNA
(replication)
Rep 1 Scrambled SIRNA
e7 SIRNA
Rep 2 Scrambled SIRNA
e7 SIRNA
Rep 3 Scrambled siRNA
e7 SIRNA
Rep 4 Scrambled SRNA
e7 SIRNA
24 Q GAPDH

E7 siRNA scrambled siRNA

E/

E7

E7

CCNA1l
scrambled siRNA
HPV 16

Ct
GAPDH
15.68
15.80
20.34
19.97
12.27
12.07
13.13
12.90
15.82
15.73
12.86
11.40
13.82
13.93
13.85
13.96

real time PCR

SiHa

E7
1391
13.86
19.39
19.29
18.89
18.96
2011
20.09
17.35
16.47
1545
13.64
10.08
10.11
10.44
10.97

SiHa

E7
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4.2

(replication)
Rep 1

Rep 2

Rep 3

Rep 4

25

CCNA1

SIRNA

Scrambled SiRNA

e7 SIRNA

Scrambled SiRNA

£7 SIRNA

Scrambled SiRNA

e7 SIRNA

Scrambled SiRNA

e7 SIRNA

et GAPDH

E7 scrambled siRNA

CCNAL

SiHa

GAPDH

1418
12.84
16.98
1339
13.65
13.17
15.52
14.95
1592
15.87
15.79
15.98
15.47
15.62
15.96
15.83
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E7 scrambled siRNA

ct

CCNAl

real time PCR

25.00
21.88
23.98
20.78
26.98
25.99
25.46
25.52
23.83
23.94
21.27
21.99
25.12
25.98
28.76
28.93

SiHa



98

4.3 CCNA1L SiHa E7

scrambled siRNA

Met or Unmet SIRNA
(replication) (%) £7 SRNA Scrambled SRNA
Rep 1 met 61.37 66.91
57.73 66.99
unmet 38.63 33.09
42.27 33.01
Rep 2 met 50.45 63.48
59.37 63.46
unmet 49.55 36.52
40.63 36.54
Rep 3 met 56.88 63.47
43.77 51.82
unmet 43.12 36.53
56.23 48.18
Rep 4 met 39.37 57.75
37.63 51.89
unmet 60.63 42.25
62.37 48.11
26 méthylation unmethylation CCNAL

SiHa E7 scrambled siRNA



C33A E7
51 E7

CCNA1

empty plasmid

plasmid
(replication)
Rep 1 E7
empty
Rep 2 E7
empty
Rep 3 E7
empty
Rep 4 E7
empty
27 et GAPDH E7

E7 empty plasmid

CCNA1l

empty plasmid

HPV

GAPDH
22.95
22.71
17.19
17.26
15.63
1549
15.66
1652
16.96
17.25
16.78
16.99
16.17
1597
16.93
16.54

real time PCR

16

ct
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C33A E7

E7
19.01
20.86
29.70
30.99
15.22
17.59
31.83
31.05
16.40
151
31.47
31.46
739
391
2521
24.99

C33A



5.2

(replication)

Rep 1

Rep 2

Rep 3

Rep 4

28

et

CCNA1

plasmid
E7
empty
E7
empty
E7
empty
E7
empty

GAPDH E7

E7 empty plasmid

C33A

E7

ct

GAPDH

22.95
22.71
17.19
17.26
15.63
15.49
15.66
15.52
26.39
25.99
18.92
18.81
15.97
15.73
16.93
16.17

real time PCR

100

empty plasmid

CCNA1

N/A

N/A
29.06
29.70
26.02
26.01
25.09
24.30
29.96
29.86
19.55
18.89
15.61
14.46
14.45
15.09

C33A



53

empty plasmid

(replication)

Rep 1

Rep 2

Rep 3

Rep 4

29
C33A

E7

Met or Unmet
(%)

met
unmet
met
unmet
met
unmet
met

unmet

méthylation

empty plasmid

E7

60.35
61.60
39.65
38.40
36.46
29.04
63.54
70.96
57.36
51.86
42.64
48.14
40.56
55.43
59.44
44.57

unmethylation

CCNA1 C33A

plasmid
empty
54.32
46.44
45.68
53.56
35.65
35.65
64.35
64.35
30.19
30.19
69.81
69.81
30.60
34.58
69.40
65.42
CCNAL
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E7



cell culture
15

suction

cell line

cryotube

25 (T25)

1% antibiotic-antimycotic

99% 37
2.
3
0.5-1 (trypsinization)

trypsin
14

102

(thaw cell)

15

w
70%
70%
cryotube
water bath 37°c 1-2
DMEM 10% FBS
5
5% 95-
24
DMSO
T25 80% (80% confluent cells)
75 (T75)
suction 2 PBS 5
trypsin EDTA
35
)
( 2 trypsin
1

80%
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10-20%
3. (cell freezing)
suction
2 PBS 5 3
trypsin EDTA 1-2 (trypsinization) 35
(
) 2
trypsin trypsin
polypropylene 15 ml 1,000 (rpm) 5
PBS 5
1,000 5 PBS
10% DMSO DMSO
(cryoprotectant)
PBS DMSO
(cryotube vial) 18
1
-80 12
4, phenol-chloroform-isoamyalcohol
( )
15 ml 500
phenol-chloroform-isoamyalcohol (25:24:1) 1 (500 )
14,000 5
(upper layer) 15 ml 100% ethanol 1
7.5M CH3COONH4 0.5
14,000 15
(supernatant) 75%

ethanol 500 14,000 5
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supernatant
distilled water (dH20) 20-50
water bath 37 30
-20
5. trizol
trizol 1 trizol
5 chloroform 200
15
3 12,000 § 15 upper layer
15 ml 100% isopropanol 500
10 12,000 § 10
supernatant
75% ethanol 500 7,500 8§ 5
supernatant nuclease
free water 20-50
water bath 37 15
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26 . . 2528
( ) 2550
2553
1 2551 (The Science Forum 2008)

The effect of carbon sources on cutinase production from

PBURU-B5 (Ascomycota, Hypocreacea)

2. 52 6 . . 2557
E7 HUMAN PAPILLOMAVIRUS

16 CCNA1
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