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TABLE S1: Melting transition temperatures () and thermodynamic parameters (AG;i
and AH,) for the folding of the wild-type ScYLV RNA pseudoknot acquired over a range
of pH values. The resolved parameters reflect the mean and standard error derived from
3-5 replicate melting profiles as described in Materials and Methods. A two-transition
unfolding model was used to fit individual melting profiles was applied (see Scheme 1)
with the derived parameters shown only for transition 1 (/). See Fig. 3, panels A, C, E

for deconvolutions of representative melting profiles.

TABLE S2: Melting transition temperatures (#y;) and thermodynamic parameters (AG;

and AH,) for the folding of the dC14 ScYLV RNA pseudoknot acquired over a range of
pH values. The resolved parameters reflect the mean and standard error derived from at
least three replicate melting profiles. A three-transition fit was judged satisfactory to fit
these melting profiles over the entire pH range (see Scheme 2). Derived parameters are
shown for transitions 1 and 2 only. See Fig. 3, panels B, D, F for representative melting

profile deconvolutions.



TABLE S3. Melting transition temperatures (#y i) and thermodynamic parameters (AG; and
AH,) for the folding of the C27A ScYLV RNA pseudoknot acquired over a range of pH
values. The resolved parameters reflect the mean and standard error derived from 3-5
replicate melting profiles. A two transition unfolding model was used to fit individual
melting profiles (/). See Fig. 4, panels A, C, E for deconvolutions of representative

melting profiles.

TABLE S4. Melting transition temperatures (#yi) and thermodynamic parameters (AG;i
and AH,) for the folding of the dC14/C27A ScYLV RNA pseudoknot acquired over a
range of pH values. The resolved parameters reflect the mean and standard error derived
from at least three replicate melting profiles as described in Materials and Methods. A
three-transition fit was judged satisfactory to fit these melting profiles from pH 5.0 to 7.0
(see Scheme 2), with the first unfolding transition apparently lost at higher pH (>7.0;
AH,<5 keal mol™, a lower limit of detection) and was therefore fit to Scheme 1. See Fig.

4, panels B, D, F for deconvolutions of representative melting profiles.



TABLE S1: WT ScYLV thermodynamic parameters

pH tm1 (°C) AH, AG,
(kcal mol™) (kcal mol™)

5.0 77.5+03  -552+0.6 -6.4+0.1
5.5 77.9+03  -552+0.7 -6.5+0.1
6.0 76.4+04  -56.9+0.7 -6.4+0.1
6.5 755+0.6 -558+1.4 -6.2+0.1
7.0 72.6+0.7 -553+0.8 -5.7+0.1
7.5 71.1+03  -51.1+0.3 -5.1+0.1
8.0 674+03 -46.5+1.0 -42+0.1
8.5 64.6+04 -451+04 -3.7+0.1
9.0 64.6+03 -44.0+0.5 -3.6+0.1

TABLE S2: dC14 ScYLV thermodynamic parameters

pH tm1 (°C) AH, AG, tm2 (°C) AH, AG,
(kcal mol™)  (kcal mol™) (kcal mol™) (kcal mol™)
50 582+04 -334+0.7 -22+0.1 67.6+05 -43.1+05 -3.9+0.1
55 585+0.1 -31.7+03 -21+0.1 683+0.1 -43.1+0.1 -4.0+0.1
6.0 57.0+01 -292+14 -18+0.1 653+04 -453+04 -3.8+0.1
6.5 563+06 -31.0+18 -1.8+02 654+08 -42.1+0.5 -3.6+0.1
7.0 557+£03 -319+13 -1.8+0.1 640+0.6 -40.7+1.6 -3.3+0.1
7.5 53.8+13 -359+35 -19+£02 61.9+04 -36.1+13 2.7+0.1
8.0 53.6+04 -323+20 -1.7+0.1 61.8+1.9 -29.1+33 -22+0.1
85 506+03 -351+£04 -15+0.1 62.6+0.7 -30.7+29 24+03
9.0 47.8+03 -34.1+£08 -12+0.1 61.7+£06 -324=*1.5 24+0.1




TABLE S3: C27A ScYLV thermodynamic parameters

pH tm1 (°C) AH, AG,
(kcal mol™) (kcal mol™)

5.0 73.0+0.5 -60.2 £1.0 -6.3+0.1
5.5 73.0+0.3 -58.2+0.2 -6.1+0.1
6.0 71.6 0.5 -54.7+0.4 -5.5+0.1
6.5 70.1+0.3 -56.6£1.0 -5.5+0.1
7.0 69.3+0.9 -433+£1.8 -4.1+0.1
7.5 66.0+0.2 -46.6 £1.2 -4.0+0.1
8.0 62.9+0.3 414+1.2 -3.2+0.1
8.5 60.7 + 0.4 -39.6 £0.8 -2.8+0.1
9.0 60.2+0.9 -329+1.1 -2.3+0.1

Table S4: dC14/C27A ScYLV thermodynamic parameters

pH dC14/C27A ScYLV
tm1 (°C) AH, AG, tma (°C) AH, AG,
(kcal mol™)  (kcal mol™) (kcal mol™)  (kcal mol™)
5.0 56.0+£0.1 -295+28 -1.7+£02 682+2.6 -43.5+5.0 -4.0+0.8
55 56.0+0.1 -354+42 -21+02 693+1.1 -480+17 -46+02
6.0 55.0+01 -279+27 -15+02 684+0.5 -41.9+32 -39+03
6.5 540+0.1 -32.8+4.1 -1.7£02 669+0.1 -447+1.8 -4.0+0.1
7.0 533+12 -31.7+£16 -16+02 649+02 -40.6+53 34+04
7.5 —~ —~ —~ 62.8+04 -38.0+1.0 -29+0.1
8.0 — — — 59.6+0.2 -369+1.0 -2.5+0.1
8.5 —~ —~ —~ 58.1+03 -347+19 -22+0.1
9.0 — — — 56.5+09 -344+32 -2.0+0.1
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