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SUPPORTING INFORMATION

1. "H NMR and FTIR diGly-Biotin and diGly-Dansyl Spectrum Results

diGly-Biotin
'H NMR (CD;OD) d: 4.39 (m, 1 H, CH-1-Biotin), 4.19 (m, 1 H, CH-4-Biotin), 3.87 (s, 2H, CH,-

Gly), 3.73 (s, 2H, CH,-Gly), 3.39 (t, 2H, CH,CH,), 3.13 (t, 2H, CH,CH>), 3.60 (dd, 1 H, CH-Biotin), 2.91
(m, 1H, CH-Biotin), 2.79 (dd, 1 H, CH-Biotin), 2.60 (m 1 H, CH-Biotin), 2.06 (t, 1 H, CH2CO-Biotin),
1.53, 1.43, 1.22 (m, 6 H, (CH,)3-Biotin). FTIR (cm’): 3290, 3075, 2922, 2852, 2689, 1667, 1541, 1463,
1259, 1090.
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diGly-Dansyl
'H NMR (D,0) ¢: 8.34 (d, 1H, aromatic), 8.09 (m. 2H, aromatic), 7.55 (m, 2H, aromatic), 7.26 (m,

1H, aromatic), 3.58 (s, 2H, CH,-Gly), 3.37 (s, 2H, CH,-Gly), 3.02 (t, 2H, CH,CH,), 2.91 (t, 2H, CH,CH,),
2.71 (s, 6H, CH5x2). FTIR (cm™): 3254, 3067, 2941, 2869, 2833, 2788, 2390, 1650, 1572, 1454, 1308,
1139, 1091.

'"H NMR

(6G-Darsyl.esp VerticalScaleFactor = 1 5 [
e T B
4 o
0203 !
0.355
0304
0253
§F 7
£
¥ 5207 -
E 3J £
-
2. o
* g5 =1
Bl =
i 2
0104 4 =
3 2 Eull I
4 wRTEaD @
] 80s%82 218 X
E| 2] s 2[ 9
0.05] mw T
1 iy
E| T
E D20 i 1 |
o - Aobade AW
|
& r‘ \l ‘\
4 0.08 oos 0.03 0.07 0.080020100.1
Ty e i i o B s
T T T T T ARRARRRAES T T T T T
a5 80 75 0 8 60 55 as a0 a5 20 5
Chemical Shi#t (ppm)
5
AN
Q
8 BB!%‘KER
] ™ . e
Lo T
o ™ \
> v \
| B
| Jan
—_ \ S
o
) \
8 “\J I
o { /
<4 Y |
& ~ /
=
£ o
c ©
ul
=
o
frel
o
<
o
5]
P i | i
‘ | ! | | i
RN | ! | |
‘ 1 | 1 | I | 1 |
o O ONT ™ o™ w o o [ <
Q& ~ 0o ®© ~ o © ~ - = o o0 O
¥ N To0® ©o S o < © @ T © T o
L 0 YTOND 53 N o 151 o) © - ow ©
d O oI~ S @ ¢ © <« 3 <3 8o N8 ©
o© o NNANN NN - L Lol o — ~ o~ o v ~F
3500 3000 2500 2000 1500 1000 500

Wavenumber cm-1



2. Full amino acid sequence of TM,ss fusion protein (dlTMse)

EGF4
GIEGRSVEPVDPCFRANCEYQCQOPLNQTSYLCVCAEGFAPIPHEPHRCQLFCNQTACPADC

EGF5 EGF6
DPNTQASCECPEGYILDDGFICTDIDECENGGEFCSGVCHNLPGTFECICGPDSALAGOIGT

DCDSGKVDGGDSGLPETGGSHHHHHH

3. Enzymatic activity assay of recombinant SrtA

SrtA - + +

Ca* - - +

Pentaglycine + + +
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For activity determination, SrtA substrate Abz-LPETG-Lys (Dnp)-NH, (1 mM) from Anaspec was
incubated with pentaglycine (2 mM) in assay buffer (20 mM Tris, 150 mM NaCl and 5 mM CacCl,, pH 8.0).
Reactions were initiated by the addition of recombinant SrtA (1 pM) and were monitored by measuring the

increase in fluorescence for 15 min (EX = 320 nm, EM = 420 nm, 37 °C).



