>
o

-

Luciferase activity (fc)
N w

-

GADD34 (nM)

(¢}
»
o

Luciferase activity (fc)
s A oow

100

’ 0 I 50 ‘
PABP (nM)

Supplementary_Figure_S1

4.0E+06
3.5E+06

3.0E406 _—

25E406 /
20E%06 |

1.5E+06

1.0E+06

Luciferase activity (RLU)

5.0E+05

200

0.0E+00 .
30 40 50 60 70
Time (min)

Supplementary_Figure_S2

A
1.0E+07

9.0E+06
S 8.0E+06
& 7.0E+06
g 6.0E+06
T 506408
@ 2.08+06
s
£ 3.0e406
2 2.0E+08

1.0E+06

0.0E+00

0.1 1
Creatine phosphate (mM)
=60 min =120 min

Supplementary_Figure_S3

500

400

protein (pg/mi)

B
30
o25
£
5 2.0
[
L]
3 15
E. 1.0
G
Sos
0.0
D
14

-
- W

o
o

Luciferase activity (fc)
= &

K3L (uM)

2.5E+07

20E+07

1.5E+07

1.0E+07

Luciferase activity (RLU)

§
2

0.0E+00

elF4E (nM)

5 10
Amino acid (uM)
=60 min =80 min

-

MmN
1l

protein (ug/mi)



2.0E+07 |
1.5E+07 |

1.0E+07 |

5.0E+06 |

Luciferase activity (RLU)

0.0E+00

Myokinase (ug/ml)
=60 min =120 min

Supplementary_Figure_S4

180 m—
130 =
100 m—
70 =—

55 w—"
40 =——
35 m—

25 m—

15
1pl 2pL

1uL  2pL

33 17

IVT 80 min
RLU 27 x108

IVT 120 min
32x 108

Supplementary_Figure_S5

1.8E+07
1.6E407
14E407 TS

1.2E+07

ivity (RLU)

3 108407
8.0E+06

= 6.0E+06

Luciferase acti

4.0E+06

2.0E+06

0.0E+00

11

83
ng
commercial Luc

416
ng

# 60 min

0 05

1

1.5 2 25
DMSO (%)

Supplementary_Figure_S6

Fold change | Fold change | Fold change | Fold change | Fold change | CrP
90 or 120" 180 min/ high/low high/low high/low conc.
min/60 min | 120 min 60 min 90 min 120 min (mM)
mMRNAs
Cap-IFITM1-Luc | 1.03" - - - - 2
EMCV 1.17° - - - - 2
CrPV 1.05" - - - - 2
HCV 1.15" - - - - 2
Cell lines and
fractions
Pellet1 1.04" - - - - 2
SH-SY5Y 1.04 - - - - 2
Compounds




Creatine kinase
exogenous (eCK)

eCK (0 pg/uL) 1.02" - 1.00 - 1.00 2
eCK (0.05 pg/uL) | 1.05" - 0.98 - 1.00 2
eCK (0.25 pg/uL) | 1.01" - 0.97 - 0.97 2
eCK (0.5 pg/pL) | 1.05" - 0.95 - 0.97 2
Creatine

phosphate (CrP)

CrP (0 mM) 1.54" - 1.00 1.00 1.00

CrP (2 mM) 1.12* - 17.01 13.71 12.39

CrP (4 mM) 1.05* - 35.49 27.85 25.15

CrP (8 mM) 1.33° - 59.40 53.45 51.44

CrP (20 mM) 1.65" - 56.88 55.46 60.95

CrP (0 mM)- w/o - -

ATP 3.97° 1.00 1.00

CrP (0.1 mM)- - -

w/o ATP 3.09" 3.16 2.45

CrP (1 mM)- w/o - -

ATP 1.26" 160.22 50.68

CrP (2 mM)- w/o - -

ATP 0.99" 536.45 133.80

Amino acids (aa)

aa (0 uM) 1.38 - 1.00 1.00 - 2
aa (1 uMm) 1.13 - 1.36 1.12 - 2
aa (5 pM) 1.31 - 1.14 1.08 - 2
aa (10 uM) 1.1 - 1.65 1.32 - 2
aa (50 uM) 1.1 - 1.99 1.58 - 2
aa (100 puM) 1.1 - 2.52 2.01 - 2
aa (10 um) - 1.08 - - 1.00 15
aa (50 uMm) - 1.03 - - 1.38 15
aa (100 uMm) - 1.06 - - 131 15
aa (145 uM) - 1.08 - - 1.33 15
Creatine (Cr)

Cr (0 mM) 0.95 - 1.00 1.00 - 2
Cr (1 mM) 0.95 - 0.94 0.94 - 2
Cr (4 mM) 0.93 - 0.92 0.90 - 2
Cr (10 mM) 0.98 - 0.79 0.82 - 2
Bortezomib (Br)

Br (0 uM) 0.96 - 1.00 1.00 - 2
Br (10 uM) 1.07 - 1.08 1.21 - 2
Br (100 pM) 1.04 - 1.23 1.34 - 2
Spautin-1 (Sp1)

Sp1 (0 pM) - - 1.00 - - 2
Spl (1 uM) - - 1.04 - - 2
Sp1 (5 uM) - - 1.02 - - 2
Sp1 (25 uM) - - 1.03 - - 2
NH125

NH125 (0 uM) 1.00" - 1.00 - 1.00 2
NH125 (1 pM) 0.99" - 1.00 - 0.99 2
NH125 (10 uM) 0.99" - 1.00 - 0.99 2
NH125 (100 uM) | 1.01° - 0.96 - 0.96 2
A-484954

A484954 (0 uM) 2.68" - 1.00 - 1.00 20
A484954 (0.5uM) | 2.42" - 1.03 - 0.93 20




A484954 (5 uM) 2.33" - 0.98 - 0.85 20

A484954 (50 uM) | 2.48" - 0.97 - 0.90 20

AT13148

AT13148 (0 uM) 1.00" - 1.00 - 1.00 2

AT13148 (1 uM) 0.94" - 1.06 - 1.00 2

AT13148 (10 uM) | 1.04" - 0.93 - 0.96 2

AT13148(100uM) | 1.07° - 0.80 - 0.86 2

Glucose (Glu)

Glu (0 mM) 1.42° 0.97 0
1.00 1.00 1.00

Glu (10 mM) 1.24" 0.90 0
13.21 11.49 10.63

Glu (20 mM) 1.20° 0.94 0
13.45 11.31 10.88

Myokinase

(Myk)

Myk (0 ug/ml) 0.98" - 1.00 - 1.00 2

Myk (1 pug/ml) 0.95" - 1.03 - 1.00 2

Myk (5 pg/ml) 0.99" - 1.02 - 1.03 2

Myk (10 pg/ml) 0.96" - 1.05 - 1.04 2

Supplementary Table S3.




