Day 2 seadlings
Cal-gf

Day & seadlings
Cal-gf

Day 10 rools
Cal-gf

Day 10 shoots
Cal-gf

459l

Suldf p
i b
Eaa b
Tmo'p

1w

[+ 1]

dC

l:.!L”

Sulf
awid’ |
.-E'zun‘—
Lot
1al b

[+ 1]

Featantian tima

2 10200

S

seid’
awld’
.-E'zun‘—
Tt

1a i b

)" 635

Retention tme

63
Fiatangion tims

i 32Tl

4

[
Aetenticn ime

5-mdC S-hmdC
10" 5100
210" E g
Eﬁ:ll}' 3 E!«n:} -
g g
£} =t
e f et b
A
™ "en 13 ™ "er Y T
Ratention time Aetenticn time
st S0
Wi 410t f
E:«w} s E‘m.;} I
E el E et b
110" et b
L 00sn 55 T O0gE 55 T
Retantian tima Fietanitian time
10" E10°
e | 10" |
E:«w} - E!:m’ 3
E it | g |
110" et b
A
i I:”:IEISI L] T ”hﬂ 65 ]
FAetention ime Aetenticn time
E10° S10°
et | 0"
smcﬁ' - s;;m* -
E E el E eyl
110" | W |
70 BOgE :I;s- T OOgE 65 T
Fratantian fime Featantion time

R. M. Erdmann et al.



HOPIC

HOPI 5-mdC

HOPI 5-hmdC

5x10°

4x10°

3x10°

Intensity

2x10°

1x10°

0.0
6.

5x10°

4x10°

Intensity
=4
2

N

x

o
]

5x10°

4x10°

w

<

o
o

Intensity
54
S

1x10°

0.0

6.0

dC

7.74x10°

S

5x10°

4x10° |

3x10°

Intensity

1x10° |

0.0

6.5
Retention time

A

5-mdC

70 6.0

5x10° -

4x10°

Intensity
%
2

N
=
(=)
)
T

1x10°

0.0

6.5
Retention time

%5 70
Retention time

7.83x10°

OO

|

70 6.0

5x10°

4x10° |

ity

3x10°

2X10°

Intens

1x10° |

.
6.5 7.0
Retention time

3
Retention time

70 6.0

6.5 7.0
Retention time

R. M. Erdmann et al.

5x10°

4x10°

Intensity
%
2

)
a8
S
A
T

1x10° |

0.0

5-hmdC

5x10°

4x10° F

Intensity
=4
2

)
fa
S
A
T

%5
Retention time

70

5x10°

4X10°

ity

3x10° b

Intens

2x10° |

1x10° |

0.0

3
Retention time

|

7.0

6.0

3
Retention time

7.0

58I



5-mdC
nucleotides

5-hmdC
nucleotides

dC

5x10°

4x10° |

ity

3x10° F

Intens

1x10° |

0.0

6.5
Retention time

-] 1.36x10°

7.0

6.0

6.5
Retention time

7.0

5x10° -

4x10° b

w
<
o
)
T

Intensity
N4
2,

1x10° F

0.0

5-mdC

5x10° -

4x10° |

ity

3x10° b

2x10° b

Intens

1x10°

0.0

o 7.0
Retention time

A

6.0

6.5 7.0
Retention time

5x10°

4x10°

Intensity
%
=

N
>
(=]
)
T

1x10° |

5-hmdC

0.0
6.

5x10°

4x10°

ity

3x10°

Intens

x10°

1x10°

0.0

55 7.0
Retention time

6.00x10°

6.0

6.5 —
Retention time

Figure S3 Tandem LC-MS fails to detect 5-hmdC in Arabidopsis genomic DNA. (A) dC, 5-mdC, and 5-hmdC levels in genomic
DNA from Arabidopsis seedling tissues. dC and 5-mdC levels hold similar ratios to each other in all four tissues assayed, but
none of the tissues show a 5-hmdC peak. (B) dC, 5-mdC, and 5-hmdC levels in synthetic DNA controls. (C) dC, 5-mdC, and 5-
hmdC levels in source nucleotide samples. 5-hmdC nucleotides show a sizeable amount of dC signal. For peaks that go above
the top of the intensity scale, the number label indicates the actual height of the peak. Retention time unit is minutes.
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