Figure S1. Nucleic acid substrates used in this study.

Partially single- and double-stranded helicase substrates:

57 d(T)5ds20

5'TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTCGAATTCGAGCTCGGTACCC
GCTTAAGCTCGAGCCATGGG-5"'

DNAd(A),

5’ GGGAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACGAATTCGAGCTCGGTACCC
GCTTAAGCTCGAGCCATGGG-5 '

DNAd(A)
33
5'GGGAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACGAATTCGAGCTCGGTACCC
GCTTAAGCTCGAGCCATGGG-5"

DNA:DNA

57" -GGGCTCATCGACCCTATCAGCACAAGCAACCAATCGGTTCGACACTCATACTGGCCGAATTCGAGCTCGGTACCC
GCTTAAGCTCGAGCCATGGG-5"

RNAd(A)s,

5’GGGAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACGAAUUCGAGCUCGGUACCC
GCTTAAGCTCGAGCCATGGG-5 '

RNAd(A),;

5’GGGAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAACGAAUUCGAGCUCGGUACCC
GCTTAAGCTCGAGCCATGGG-5"'

RNA:DNA

5" -GGGCUCAUCGACCCUAUCAGCACAAGCAACCAAUCGGUUCGACACUCAUACUGGCCGAAUUCGAGCUCGGUACCC
GCTTAAGCTCGAGCCATGGG-5"'

Tetramolecular G quadruplex DNA forming oligonucleotides:

5'T55G4
5'-TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTGGGGTT

5'T25G4
5 -TTTTTTTTTTTTTTTTTTTTTTTTTGGGGTT

5'T10G4
5’ -TTTTTTTTTTGGGGTT

G4T55-3"
5'-TTGGGGTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTT

5/ T55G4X2
5'-TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTGGGGTTTTGGGG

5'T5G4X2
5’ -TTTTTGGGGTTTTGGGG

Duplex DNA forming oligonucleotides (substrate dsDNA,.):

5" -CACAAGCAACCAATCGGTTCGACACTCATACTGGC
GTGTTCGTTGGTTAGCCAAGCTGTGAGTATGACCG-5"
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Figure S2. Optimisation of hUPF1 helicase activity.
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Supplementary Figure S2. Optimisation of hUPF1 helicase activity. (A) Initial experiments
determined a pH optimum of ~7.2 in 25 mM HEPES-NaOH buffer (not shown). Further assays
(10-40 nM hUPF1, 0.2 nM substrate 5°d(T)s5ds20, long strand labeled) indicated an optimum salt
concentration of 75 mM for unwinding, with significant inhibition at concentrations greater than 100
mM. A temperature of 37°C was optimal for unwinding at 75 mM NaCl (n=2). (B) Unwinding as a
function of 5°-d(T) tail length (10-40 nM hUPF1, 0.2 nM substrate 20 base oligonucleotide labeled,
n=2). All substrates employed the same 20 bp duplex region (Supplementary Figure S1) with 5'-d
(T) ssDNA extensions from 5 to 65 nucleotides. Almost no unwinding was observed for the
substrate with a 5 nucleotide 5’extension. After reaching 45 5'-d(T) residues further increases in
unwinding efficiency became less pronounced as the 5’-d(T) tail was increased.



Figure S3. hUPF1 unwinding of a fork-like DNA substrate with ssDNA arms.
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Supplementary Figure S3. hUPF1 unwinding of a fork-like DNA substrate with ssDNA
arms. Unwinding reactions were performed under standard conditions (0.2 nM substrate, 4,
10, 17 and 40 nM hUPF1) with substrate 5'd(T)s;ds20 (lanes 1-6) and a ssDNA forked
duplex with an additional 3°d(C),, extension to generate the fork (lanes 7-12). The graph to
the right shows the quantified results from n=4 repeats. No significant differences in
unwinding extents were observed between the two substrates.



Figure S4. ATP is required for hUPF1 to unwind triplex DNA.
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Supplementary Figure S4. ATP is required for hUPF1 to unwind triplex DNA.
Reactions were performed as described in materials and methods (0.2 nM substrate, 10-40
nM hUPF1). As shown in Figure 3 (main manuscript), substrate Trip5 T55 was resolved
effectively by hUPF1, as was Trip3'T55 but at ~60% efficiency compared to substrate
TripS'T55. In the absence of ATP there was minimal unwinding of substrate Trip5'T55.
However, as noted previously for reactions containing Trip3'T55, the variant hUPF1
K498A (KA-UPF1) and ATP, in the absence of ATP hUPF1 appeared to stabilize substrate
TripS'T55 against non-enzymatic dissociation (~3% less non-enzymatic dissociation in
the presence of hUPF1, see graphed data, n=3, mean and standard deviation).



Figure SS. MST analysis of the interaction between UPF and DNA substrates
d(T);s, d(T),5 and d(T),5
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Supplementary Figure S5. hUPF1
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Comments:
Excitation Power: | 20% 20% 20% 20%
MST Power: [40% 40% 40% 40%
Temperature: | 22.0°C 22.0°C 22.0°C 22.0°C
Kd: | 4.0552E-09 5.9828E-09 3.9383E-08 5.8548E-08
Kd Confidence: | + 5.8436E-10 + 5.1056E-10 + 3.5562E-09 + 9.5645E-08
Response Amplitude: | 61.328205 76.228086 118.9854 5.0738879
TargetConc: | 2E-08[Fixed] 2E-08[Fixed] 2E-08[Fixed] 2E-08[Fixed]
Unbound: | 775.6 775.85 774.88 769.09
Bound: | 836.92 852.08 893.86 764.01
Std. Error of Regression: | 1.0472669 1.0117413 2.7877098 2.1500001
Reduced x* | 2.3145373 11.358445 10.895597
Signal to Noise: | 64.149532 81.906969 45.847966 2.5349905

interactions with Alexa 647 labeled d(T),s, d(T),5 and d

(T),s analysed by MST. Reactions were performed as described in materials and methods,
main manuscript (n=3 measurements). A graph of Baseline Corrected Normalized Fluorescence

[%00] plotted against hUPF1 concentration (0.0381-1250 nM) is shown.

Curve fitting was

performed using the automated algorithm in the MO.Affinity Analysis software (d(T)s,
0.0381-156 nM hUPF1; d(T),5 0.0381-313 nM hUPF1 and d(T),50.0381-1250 nM hUPF1). A
representative data set for the d(T);; sample denaturation test (SDtest) is also shown. MST
traces were analysed at an MST on time of 10 seconds. Grey data points and MST curves are for
values discarded to allow curve fitting.



Figure S6. Modulation of hUPF1 ssNA binding by magnesium
ions and nucleotide cofactors.
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Supplementary Figure S6. Modulation of hUPF1 ssNA binding by magnesium ions and
nucleotide cofactors. Reactions were assembled as described in materials and methods (0.1 nM
substrate, 0.5, 2.5 and 10 nM hUPF1) for the three substrates d(T);;, RNA;s; and DNA;; and
analysed by EMSA.  Each cofactor (MgCl, and ATP, ADP and AMPPNP (adenylyl-
imidodiphosphate) was present at 5 mM as indicated (-nuc. = no nucleotide cofactor). Cofactor
and MgCl, ions altered affinity in the order no-cofactor/MgCl,>MgCl,>ADP/
MgCL>AMPPNP>ATP/MgCl,. Similar results were reported for hUPF1 helicase domain
(residues 295-914, ref. 19, main manuscript).



Figure S7. hUPF1 binding to 32P-end labeled 35 base RNA substrates.
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Supplementary Figure S7. hUPF1 binding to 32P-end labeled 35 base RNA polymers.
Reactions were performed in parallel with the corresponding DNA substrates shown in Fig. 6A,
main manuscript. 0.1 nM substrate, 0.1, 0.5, 2.5 and 10 nM hUPF1 (RNA;; and (U),5) and 0.1,
0.5, 2.5, 10. 40 and 100 nM UPF1 ((A),5 and (C);5). The graph to the right ranks the affinity in

the order (U);s>RNA;s>(A);5>(C);5; only the data for 0.1 to 10 nM UPF1 have been plotted.
Error bars are the standard error of #=3 measurements.



Figure S8. hUPF1 nucleic acid competition binding experiments.

Competltor

-__— 1t
“.-‘-‘

<bound

«free
123 456 7 8 910 111213141516171819202122232425262728
<& < <& <&
Q Q Q Q
N RNA;; eo° (U)3s N (C)3s N (A)35 )
i Competitor
< bound

1 2 34 56 78 9 10 1112131415 161718 1.92021 2223242526 27 28

Supplementary Figure S8. hUPF1 nucleic acid competition binding experiments.
Reactions were assembled under standard conditions (n=4) with 0.25 nM 3?P end-labeled
DNA,; substrate, and the indicated unlabeled competitor RNA and DNA oligonucleotides
(0, 2.5, 10, 50 250 and 1000 nM) before the addition of protein (10 nM hUPFI1 final, except
lanes 1, 8, 15, and 22, free DNA control). Products were resolved by EMSA and the fraction
of labeled substrate bound determined by quantification of phosphorimages (Figure 6 main
manuscript).
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Figure S9. MST analysis of the interaction between hUPF1 and DNA substrates
d(A);5, d(C);5 d(T);5and the DNA ;5 heteropolymer.
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Supplementary Figure S9. hUPF1 interactions with Alexa 647 labeled d(A);5, d(C);5, d(T);5
and DNA,; analysed by MST. Reactions were performed as described in materials and methods,
main manuscript (n=3 measurements). A graph of Baseline Corrected Normalized Fluorescence
[%0] plotted against hUPF1 concentration (0.0381-1250 nM), along with sample MST traces.
Curve fitting was performed using the automated algorithm in the MO.Affinity Analysis software
(d(T);5 and DNA;; 0.0381-156 nM hUPF1; d(A),;s and d(C);5 0.0381-1250 nM hUPF1). MST
traces were analysed at an MST on time of 10 seconds.



Supplementary Figure S10. hUPF1 unwinding of partially single- and double-
stranded DNA helicase substrates with 35 base 5" homopolymeric tails.
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Supplementary Figure S10. DNA helicase substrates with 35 base homopolymeric tails 5°d
(A);5 and d(C),5 were poorly unwound by hUPF1 compared to substrate 5°d(T),5ds20.
Unwinding reactions were performed under standard conditions (0.2 nM substrate, 10, 20, 40
and 100 nM hUPF1). The graph shows the quantified results from n=4 experimental repeats,
mean and standard deviation.



Supplementary Figure S11. hUPF1 fails to bind a DNA triplex motif.
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Supplementary Figure S11. hUPF1 fails to bind a DNA triplex motif. Reactions (0.1
nM substrate TripTO and d(T),s, 0.1, 0.5, 2.5, 10 and 40 nM hUPF1) were performed
under standard conditions except the reaction, gel and running buffer were supplemented
with 10 mM MgCl, which is required for stability of the triplex substrate. To make
substrate TripTO the 21 base triplex forming oligonucleotide was 3?P end-labeled and
annealed after heat denaturation of the duplex. No binding was observed to substrate
TripTO or the minor fraction of free 21 base triplex forming oligonucleotide (fast
migrating species, lanes 1-6).  Binding to control substrate d(T),s (lanes 7-12)
demonstrated a propensity for aggregation and retention in the wells in the presence of
high MgCl, concentration (gel and running buffer).



