Supporting Information: Figure S1

Figure S1A. Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from Length set
(Table 2). The labels (upper right corner of each graph) indicate probe name (top), Imax (bottom, first number), err[FA],;, value (bottom, second
number). See main manuscript for the descriptions of probe names and I,.,x and err[FA],/, values. x-axis, formamide concentration; y-axis,

normalized signal intensity; error bars, standard deviations.
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Figure S1B. Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from OneM set
(Table 2). The labels (upper right corner of each graph) indicate probe name (top), I nax (bottom, first number), and err[FA],/, value (bottom,
second number). See main manuscript for the descriptions of probe names and |,,x and err[FA],,, values. x-axis, formamide concentration; y-
axis, normalized signal intensity; error bars, standard deviations.
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Figure S1C. Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from PosM set
(Table 2). The labels (upper right corner of each graph) indicate probe name (top), I nax (bottom, first number), and err[FA],/, value (bottom,
second number). See main manuscript for the descriptions of probe names and |,,x and err[FA],,, values. x-axis, formamide concentration; y-
axis, normalized signal intensity; error bars, standard deviations.
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Probes 93-100:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
l E965-986 13TC E1068-1089 5AG E1068-1089 9TC E983-1004 2CA
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Figure S1D Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from Gap and
Insertion sets (Table 2). The labels (upper right corner of each graph) indicate probe name (top), I (bottom, first number), and err[FA],,, value
(bottom, second number). See main manuscript for the descriptions of probe names and I,,x and err[FA],,, values. x-axis, formamide
concentration; y-axis, normalized signal intensity; error bars, standard deviations.
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Probes 33-44:
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0 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40
E844-865 112C E910-931 112G E252-273 112C E1302-1323 gapll
1 § 3631, 0.1 1 8621, -4.1 1 3742, 3.5 1 2332, -3.5 1

0.75

0.5

0.25

0.75

0.5

0.25

E378-399 gapl8
2755, 2 1

E1302-1323 gap12
2668, -0.8 1

E1248-1269 112A
3403, 5.2 1

E595-616 gapl8
2234, 0.8 1

E1407-1428 gap12
2522, 1.7 1

E575-596 112C
3490, 0.2 1

E595-616 112T
2300, 0.7 1

E1104-1125 gap5
4830, 2.9 1

20 30 40

500

30 40

20

10

50 0

10 20 30 40 500 10

20 30 40

Figure S1D

50

10.75
10.5

10.25

10.75
10.5

10.25

10.75
10.5

10.25

50



Supporting Information: Figure S1 Figure S1D
Probes 69-80:
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Probes 93-100:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
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Figure S1E. Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from TwoM set
(Table 2). The labels (upper right corner of each graph) indicate probe name (top), | nax (bottom, first number), and err[FA],/, value (bottom,
second number). See main manuscript for the descriptions of probe names and |,,x and err[FA],,, values. x-axis, formamide concentration; y-

axis, normalized signal intensity; error bars, standard deviations.
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Figure S1E

Probes 9-20:
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Probes 21-32:
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Probes 33-44:

Figure S1E
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Probes 45-56:
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Figure S1E

Probes 57-68:
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Figure S1E
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Probes 81-92:
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Probes 93-100:
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Figure S1F. Experimental (circles) and theoretical (curves) formamide dissociation profiles of 100 randomly selected probes from Tandem set
(Table 2). The labels (upper right corner of each graph) indicate probe name (top), | nax (bottom, first number), and err[FA],/, value (bottom,
second number). See main manuscript for the descriptions of probe names and |,,x and err[FA],,, values. x-axis, formamide concentration; y-

axis, normalized signal intensity; error bars, standard deviations.
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Figure S1F
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Probes 21-32:
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Probes 33-44:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
l E216-237 11CT-12CG E819-840 11CG-12CT E1208-1229 11TC-12GA E631-652 11TA-12AT
1 513, 21 i 1735, -2.7 1 1382, 0.8 1 2083, -1.511
0.75 10.75
0.5 10.5
0.25 10.25
0 " 0
E965-986 11CT-12TC E1031-1052 11TA-12CG E1031-1052 11TG-12CG E1049-1070 11AC-12GC
1 2322, -0.6 1 2175, 0.3 1 3383, 1.6 1 5569, 0.2 11

0.75 10.75
0.5 10.5
0.25 10.25
0 0

l E734-755 11CT-12GA E1284-1305 11AC-12CT l E515-536 11GA-12GT E468-489 11AG-12TA
1 573, 2.2 1 2229, -0.8 1 581, 11 969, 0.311

0.75 10.75

0.5 10.5

0.25 10.25

-

A A A F
10 20 30 40 500 10 20 30 40 50




Supporting Information: Figure S1 Figure S1F
Probes 45-56:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50

E533-554 11CT-12AG E965-986 11CG-12TG l E216-237 11CA-12CG E1068-1089 11CT-12AC
1 3296, 01 1998, 0 1 532, 1.4 1 5128, -3.211
0.75 10.75
0.5 10.5
0.25 10.25
0 " : r———— 0
E667-688 11AC-12AT E486-507 11CA-12TA E844-865 11AT-12AC E910-931 11AT-12AT
1 4308, -1.8 1 3240, 0.6 1 d § 3510, -0.1 1 2380, -4.7 11
0.75 + 10.75

0.5 10.5

0.25 10.25

E93-114 11CT-12AG

E120-141 11TG-12TA l E1266-1287 11GT-12CT l E252-273 11TC-12TC
3756, 3.11

1725, -2.5 1 1991, 11 1486, 0.7 1

10.75

10.5

10.25

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50



Supporting Information: Figure S1 Figure S1F
Probes 57-68:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50

E1208-1229 11TG-12GC E1086-1107 11GA-12GA E515-536 11GC-12GA E185-206 11TA-12TC
1 1701, -0.9 1 1399, 0.1 1 534, -1.8 1 3561, -0.6 11
0.75 10.75
0.5 10.5
0.25 10.25
O . M M ._ O
E1170-1191 11CG-12TC E1208-1229 11TA-12GC E631-652 11TA-12AG E649-670 11GA-12AT
1 2184, -0.4 1 801, 0.9 1 1814, -1.11 1749, 0.111

0.75 10.75

0.5 10.5

0.25 10.25

| s o——d

E93-114 11CG-12AC E930-951 11CG-12GT

E306-327 11AT-12GA l E185-206 11TA-12TG
4401, -1 1 754, -1.711

1 809, -1.3 1 1508, 2.6 1

0.75 10.75

0.5 10.5

0.25 10.25

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50



Supporting Information: Figure S1 Figure S1F
Probes 69-80:

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50

E595-616 11CA-12AC E983-1004 11TA-12CG E1302-1323 11AC-12CA E1407-1428 11TG-12CA
1 1061, -2 1 1046, -0.4 1 1934, -1.6 1 5709, -811
0.75 ® 10.75
0.5 10.5
0.25 10.25
0 0
l E216-237 11CT-12CA l E252-273 11TA-12TG E557-578 11CA-12CG E910-931 11AG-12AG
1 629, 3.5 1 1432, 11 556, 0.9 1 4142, -2.911
10.75
[ ]
10.5
10.25
O I ._. M M ._ M ._ O
E167-188 11GT-12CG E1013-1034 11CT-12AT E360-381 11TA-12GT E1248-1269 11GA-12CA
1 873, -0.9 1 1635, 0.9 1 1605, -0.6 1 1213, 1.3 11
0.75 10.75
0.5 10.5
0.25 10.25
0 ] 0

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
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Probes 81-92:

0.75

0.5

0.25

0.75

0.5

0.25

E1132-1153 11CT-12CG

644, 11

E120-141 11TG-12TG
° 2099, 2.2

E288-309 11CA-12TC
567, -2 1

T

E1323-1344 11CA-12TC
1101, 1.1 1

E468-489 11AC-12TG

574, 0.7 1

E185-206 11TC-12TG
2243, 0.5 1

E1132-1153 11CA-12CT
1816, -0.2 1

'

E844-865 11AC-12AG
573, 5.3 1

20 30 40

500

10 20 30 40

50 0

40

10 20 30

Figure S1F

0 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
E396-417 11AC-12CT E910-931 11AG-12AC E1284-1305 11AT-12CA E1049-1070 11AC-12GT
1534, 01 i 2612, -3.7 1 1232, -1.4 1 2976, 0.311

10.75

10.5

10.25

10.75

10.5

10.25

10.75

10.5

10.25
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Probes 93-100:

Figure S1F

0O 10 20 30 40 500 10 20 30 40 500 10 20 30 40 500 10 20 30 40 50
E983-1004 11TA-12CA E1407-1428 11TG-12CT l E844-865 11AC-12AC E1389-1410 11GA-12GT
1 1741, -2.4 1 L 2093, -1.8 1 1822, 1.8 1 577,111
0.75 10.75
0.5 10.5
0.25 10.25
0 P 0
E631-652 11TG-12AC E702-723 11CG-12TA E1068-1089 11CG-12AC E120-141 11TC-12TG
1 1194, -1.6 1 1340, -3.2 1 3057, -3 1 1722, -1.311
0.75 10.75
0.5 10.5
0.25 10.25
0 0

40

20

30 50 0

40

10

10 20 30 40 500 20 30

50 0

10 20 30 40 50
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