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DNMT

H3

FLOI1

DNA methyltrasferase (DNMT)

FLO1
Green fluorescent protein  GFP
FLO1
GFP
DNA methyltransferase FLO1
DNA
methyltrasferase (DNMT)

DNA
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DNMT DNMT

DNMT

FLO1

S. cerevisiae YPH250 (MATa
trpl-A1  his3-A 200 leu2-A1 Iys2-801
ade2-101 ura3-52) University of
California at Berkeley, CA, USA

YPH250/pY2_3 (MATa ade2-101 his3-A 200
Teu2-A 1 1ys2-801 trpl-A 1 ura3-52 pYES2CT

PYES3CT) YPH250/pY2hD1_ pY3hD3B (MATa
ade2-101 his3-A 200 leu2-A1 1ys2-801
trpl-A 1 ura3-52 pY2hD1 pY3hD3B)

DNMT

2.

3. FLOI

Green fluorescent protein  GFP
eGFP Appl Microbiol
Biotechnol. 2010 Sep;88(1):277-82.

FLO1

pRS313
Smal Sacl eGFP
Sal I-EcoRV
PCR FLO1
-1,000 - - 1
p313F1GYeGFP
4.
Synthetic Dextrose (SD) -Trp/-Ura
-Trp/-Ura/-His
MilliQ -Trp/-Ura DO

Supplement (Clontech, USA) 0.072%
-Trp/-Ura/-His DO Supplement (Clontech,

USA) 0.07%

Acids (Becton and Dickinson, USA) 0.67%

Yeast Nitrogen Base w/o Amino

(121 20 min) 20%
(Wako, Osaka, Japan)
2.0% 4
5.
SD -Trp/-Ura

30

Relative Tflocculation
activity m
©

Relative flocculation activity = 100 x
(1/C)

6. Reverse-Transcription (RT)-PCR
SD -Trp/-Ura

RNA
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Super Script® One-Step RT-PCR with
Platinum® Tag (Life technologies, USA)
RT-PCR

7. Western blot
SD -Trp/-Ura

rabbit polyclonal anti-

histone H3 (ab1791; Abcam, Cambridge, UK)

mouse monoclonal anti-f -actin
(ab8224; Abcam)
Western blot
anti-rabbit/mouse Immunoglobulin G
antibodies (Jackson Immunoresearch Labs,
West Grove, PA, USA)

SD -Trp/-Ura
100 ng/mL
4" ,6-diamidino-2-2-phenylindole (DAPI;
)
Olympus FluoView FV1000 with an 1X81

inverted microscope

9. FLOI

P313F1GYeGFP

SD -Trp/-Ura/-His
24-26
Excitation,
485 nm; Emission, 535 nm
TriStar? LB 942 (Berthold Technologies
GmbH & Co. KG, Bad Wildbad, Germany)

0D600
10.
Dunnett’ s
post hoc test
C
FLO1
0 - 500 nM
1A RT-PCR
FLO1
0 - 1,000 nM
1B
2.
H3 Mutagenesis.

2016 Nov;31(6):687-693.

Western blot

H3

O —

1,000 nM

H3

DAPI
DNA
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500 nM

DNA



H3

DNA  DAPI
3
4. FLO1
FLOI mRNA
FLO1
FLO1

0 GFP
- 250 nM GFP

0
- 2.0 uM

0 - 400 pM
4
D
FLO1
FLO1
E
FLO1
FLO1
FLO1
FLO1
FLOI
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Sugiyama, K., Furusawa, H., Graz, P.
and Honma, M: Detection of epigenetic
mutagens including anthracene-derived
compounds using yeast FLOI promoter GFP
reporter gene assay, Mutagenesis 32,

429-435 (2017).

Sugiyama, K., Furusawa, H., Gruz, P.
and Honma, M: Functional role of DNA
methylation at the FLOI promoter in
budding yeast, FEMS Microbiol. Lett.
364, doi: 10.1093/femsle/fnx221 (2017).

Sugiyama, K., Furusawa, H., Gruz, P.
and_Honma, M: Detection of epigenetic
mutagens by GFP reporter activity
driven by yeast FLOI promoter,
Environmental Mutagenesis & Genomics
Society 48th Annual Meeting (2017, 9

)-
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1 FLO1

DNA
Forward 5" - CCCGTCGACAAAAAAGTGCATTTATTTAG -3’
Reverse 5" - GGGAAGCTTTTTTGGATGTTCTGTTTACTGGTGACAAGA -3’
2 RT-PCR
Primer DNA

o1 RT1A (Forward) 5 -CTCATCGCTATATGTTTTTGG-3’

RT1B (Reverse) 5 -CGAGTAAACAACCTTCATTGG-3’
ACT1 RTactA (Forward) 5' -ATTCTGAGGTTGCTGCTTTGG-3’

RTactB (Reverse) 5’ -GAAGATTGAGCAGCGGTTTGC-3’
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DAPI 8 DIC (R&TFHEE)
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GFP fluorescence
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N O g [3)]
o
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