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Figure S1. 5-FAM-A12 synthesis via CUAAC click chemistry.
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Figure S2. Apparent binding values (Kb,app) for complexes between PABP and poly(A) analogs containing different
modifications in the middle part of the oligoadenylate chain.
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Figure S3. Urea polyacrylamide gel electrophoresis separation of products of degradation by CNOT7 deadenylase. Poly(A) analogs were incubated with CNOT7
for 30 minutes in 37°C. Reaction was stopped every 5 minutes by diluting a portion of the reaction mixture with loading dye and EDTA. Control sample was incubated
for 30 minutes in 37°C without enzyme. A) Thiophosphate modification. B) 2’0O-Me ribose modification. C) m®A nucleobase modification. D) Guanosine for adenosine
substitution and different length of unmodified analogs. E) 2'F ribose modification.
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MS (-) ESI
(Calc. [M-ZH]Z' C132H158N50058P11822' 2042.90635)

210802_0OF_Am_6#72-122 RT: 0.63-1.08 AV: 51 NL: 1.49E6
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A]_]_Am (Am 7)
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MS (-) ESI
(Calc. [M-ZH]Z' C121H146N50070P112' 1949.8431)

210802_0OP_Am_7 #315-514 RT: 275-448 AV: 200 NL: 242E6
T FTMS - p ESI Full ms [1000.0000-5000.0000]
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Alom 6AA (m 6A 1)

Chemical structure
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MS (-) ESI
(Calc. [M-ZH]Z' C121H146N50070P112' 1949.8431)

210802_0OP_mBA_1#129-201 RT: 1.13-1.75 AV: 73 NL: 1.38E7

T: FTMS - p ESIFullms [1000.0000-5000.0000]
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Asm 6AAG (m 6A2)
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MS (-) ESI
(Calc. [M-ZH]Z' C121H146N50070P112' 1949.8431)

210802_0F_m6A_2 #68-172 RT: 0.59-1.50 AV: 105 NL: 1.40E6
T FTMS - p ESI Full ms [1000.0000-5000.0000]
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mGA-A11 (m 6A3)
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MS (-) ESI
(Calc. [M-ZH]Z' C121H146N50070P112' 1949.8431)

210802_0OP_mGA_2#195-233 RT: 1.70-2.03 AW: 39 NL: 9.46E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' C110H132N55054P102' 1778.30585)

210802_0OP_A_11#13-101 RT: 0.11-0.88 AV: 89 HNL: 1.05E7
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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Chemical structure

RP HPLC

Abs 254nm
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2000

1000

Time [min]
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MS (-) ESI
(Calc. [M-ZH]Z' C120H144N60070P112' 1942.835)

210802_OP_A_12#8-101 RT 007-088 AV 94 NL 381E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' C130H156N55075P122' 2107.36155)

210802_0OP_A_13#30-114 RT: 0.26-1.00 AV: 85 NL: 6.29ES
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' C120H144N50071P112' 1950.83275)

210802_0OP_G_2 #48-167 RT: 0.42-1.46 AV: 120 NL: 1.99E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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AsGAg (G2)
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MS (-) ESI
(Calc. [M-ZH]Z' C120H144N50071P112' 1950.83275)

210802 _OP_G_3#84-207 RT: 0.73-1.81 AV: 124 NL: 3.35E6
T: FTMS - p ESI Fullms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' C120H144N50071P112' 1950.83275)

210802_0P_G_1%25-86 RT 022-075 AV 62 NL 130E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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ALAA (Arl)
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MS (-) ESI
(Calc. [M-ZH]Z' Clon143FN60069P112' 1943.8331)

210802_0P_AF_1#7-138 RT: 0.06-1.20 AV: 132
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' Clon143FN60069P112' 1943.8331)

210802_0P_AF_2#416-598 RT: 3.64-523 AV: 183 NL: 1.45E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]
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MS (-) ESI
(Calc. [M-ZH]Z' C120H143FN50059P112' 1943.8331)

210802_0OP_AF_3#159-220 RT: 1.40-254 AV: 132 NL: 1.80E6
T: FTMS - p ESI Full ms [1000.0000-5000.0000]

_.
=
T

95

90

o
o

=2

35

30

25

20

194121086 104224245 1942.82565

Relative Abundance
o
o
poc e D T D by e Db a Do Do Do e Dewa Do s oo bin i Do e g Tuns

0=+ T T

1943 33289

7=7 =7 =2

1943 83440
=2

1944 33537
z=2

1944 83562
=2

1945 33580
=2

194583713
z=2

1946.33823

1948 83201
=4

1950 83499

1051 83405
=2
% P\ W

T T T T T T |
1941 1942 1943

|
1947

=2
z 194733013 104833301 1949.07667
A A =2 =4
N S | WS
T T

2=4
1 T

1
1951

T T
1952

S59




normalized fluo. counts

relative fluo. x 1000
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normalized fluo. counts
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normalized fluo. counts
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