10

11

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

30

31
32

Supplementary Information

Extended DNA threading through a dual-engine motor
module of the activating signal co-integrator 1 complex

Jungiao Jial$, Tarek Hilal*?, Katherine E. Bohnsack®, Aleksandar Chernev®, Ning Tsao®,
Juliane Bethmann*8, Aruna Arumugam?, Lane Parmely®, Nicole Holton!, Bernhard Loll*, Nima

Mosammaparast®, Markus T. Bohnsack®’8, Henning Urlaub*®, Markus C. Wah|*%*

1 Freie Universitat Berlin, Institute of Chemistry and Biochemistry, Laboratory of Structural
Biochemistry, Takustr. 6, D-14195 Berlin, Germany

2 Freie Universitat Berlin, Institute of Chemistry and Biochemistry, Research Center of
Electron Microscopy, Fabeckstr. 36a, D-14195 Berlin, Germany

8 Universitatsmedizin Gottingen, Department of Molecular Biology, Humboldallee 23, D-
37073 Gottingen, Germany

4 Max-Planck-Institut  fir Multidisziplinare Naturwissenschaften, Bioanalytical Mass
Spectrometry, Am Fassberg 11, D-37077 Géttingen, Germany

5 Washington University School of Medicine, Department of Pathology & Immunology and
Center for Genome Integrity, 660 S. Euclid Ave, St. Louis, MO 63110, USA

6 Universitatsmedizin Gottingen, Institut fur Klinische Chemie, Bioanalytik, Robert-Koch-
StralRe 40, D-35075 Gottingen, Germany

” Georg-August-Universitat, Gottingen Center for Molecular Biosciences, Justus-von-Liebig-
Weg 11, D-37077 Géttingen, Germany

8 Max-Planck-Institut fir Multidisziplinare Naturwissenschaften, Am Fassberg 11, D-37077
Gottingen, Germany

9 Helmholtz-Zentrum Berlin fir Materialien und Energie, Macromolecular Crystallography,

Albert-Einstein-Str. 15, D-12489 Berlin, Germany

8 Present address: Harvard Medical School, Department of Cell Biology, 240 Longwood
Avenue, Boston, MA 02115, USA

* Correspondence to: markus.wahl@fu-berlin.de



33 Supplementary Tables

34  Supplementary Table 1: CryoEM data collection, refinement and validation statistics.

Data collection and processing

Microscope FEI Titan Krios G3i
Voltage [keV] 300
Camera Falcon 3EC
Magnification (nominal) 96,000x
Pixel size at detector [A/pixel] 0.832
Total electron exposure [e~/A?] 42
Exposure rate [e-/pixel/s] 0.7
Frames collected during exposure 33
Defocus range [um] 0.8-2
Automation software EPU (version 2.14; Thermo Fisher Scientific)
Micrographs

Collected 6269

Used 6024
Particle images

Total extracted 2,819,378

Refined 1,590,881

Final 244 064
Point-group or helical symmetry parameters Cl
Resolution [A]

Global 3.4

FSCo.143® (unmasked/masked) 3.8/3.4

Local resolution range [A?] 25-35
Map sharpening B factor/range [A?] 134.9
Map sharpening methods local B-factor
Refinement software

Package PHENIX (version 1.20_4459)

Routine real.space.refine

Refinement

Model composition

Non-hydrogen atoms 16,409

Protein residues (ASCC3/TRIP4) 256/1,783

Zn?* ions 2
Model-Map scores

CC® (mask) 0.79

CC (volume) 0.78
Average grouped B factors [A2]

Overall 133

Protein (ASCC3/TRIP4) 146/131

Zn2* ions 164
Rmsd© from ideal values

Bond lengths [A] 0.003

Bond angles [°] 0.717

Validation®

MolProbity score 2.00
CaBLAM outliers [%] 2.7
Clashscore 15.3
Poor rotamers [%)] 0.4
CB deviations 0
EMRinger score 0.63
Ramachandran plot

Favored [%] 95.5

Allowed [%] 4.5

Quitliers [%] 0.5
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Ramachandran plot Z-score (rmsd)

Overall -0.35 (0.19)
Helices 0.81(0.18)
Sheets -0.45 (0.31)
Loops -1.16 (0.21)

Data deposition
Reconstruction
Coordinates

EMDB: EMD-15521
PDB: 8ALZ

FSC, Fourier shell correlation

CC, correlation coefficient

Rmsd, root-mean-square deviation
Using MolProbity>5




41  Supplementary Table 2: Quantification of unwinding assays

asccen | Peo [ Roere | g | ascounmmn | Acconies [T agcas
Substrate DNA minus trap
Agast @ 0.309 0.497 0.279 0.212 0.393 0.402
Asiow @ 0.691 0.503 0.721 0.788 0.607 0.598
Krast (57 ® 0.031 0.061 0.038 0.045 0.013 0.028
Ksiow (s7%) ® 0.005 0.010 0.005 0.004 0.002 0.004
Kuan?(s) © 0.024 0.054 0.030 0.035 0.011 0.024
R? @ 0.999 0.998 0.998 0.998 0.995 0.996
Substrate DNA plus trap
Afast @ 0.294 0.495 0.295
Asiow @ 0.706 0.505 0.705
Krast (571 ® 0.027 0.067 0.024
Ksiow (52) © 0.004 0.006 0.004
Kuan?(s™) © 0.021 0.062 0.018
R2 @ 0.999 0.998 0.998
Substrate RNA minus trap
Afast @ 0.010 0.103
Asiow @ 0.990 0.897
Krast (57 © 0.097 0.052
Ksiow () ® | 0.0003 0.001
Kuan?(s™) © 0.073 0.046
R? @ 0.999 0.999

42

43 2 Arst and Asiow are the total unwinding amplitudes of the rapid and slow phases.

44 b krast and ksiow are the unwinding rate constant of the rapid and slow unwinding phases.

45 4 kuaw is the overall, amplitude-weighted unwinding rate constant, calculated as kuaw = (Afast * Kfast?
46 Aslow * kslowz) / (Afast * Krast + Aslow * kslow).

47 9 R2isthe goodness of fit.

48
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51

Supplementary Table 3: Synthetic gene sequence encoding TRIP4 (5’ to 3’)

TRIP4 synthetic gene sequence

ATGGCTGTCGCTGGTGCTGTTAGCGGAGAACCTTTGGTCCACTGGTGCACCCAGCAGCTGAGAAAGACCTTCG
GACTGGACGTGTCCGAAGAGATCATCCAGTACGTCCTGTCTATCGAGTCTGCCGAAGAAATCAGGGAATACGT
CACCGACCTGCTGCAGGGAAACGAAGGCAAGAAGGGACAGTTCATCGAGGAACTCATCACCAAGTGGCAGAAG
AACGACCAAGAGCTGATCTCTGACCCTCTGCAGCAGTGCTTCAAGAAGGACGAAATCCTGGACGGACAGAAGT
CTGGCGACCACTTGAAGCGCGGAAGAAAGAAGGGTCGCAACCGCCAAGAAGTCCCCGCCTTCACTGAACCTGA
CACCACCGCCGAAGTCAAGACCCCTTTCGACCTGGCCAAGGCTCAAGAGAACTCTAACTCCGTCAAGAAAAAG
ACCAAGTTCGTCAACCTGTACACCCGCGAAGGACAGGACAGGCTGGCTGTCTTATTGCCCGGAAGGCACCCTT
GCGACTGCCTGGGACAAAAGCACAAGCTGATCAACAACTGCCTGATCTGCGGAAGGATCGTCTGCGAACAAGA
AGGATCTGGACCCTGCCTCTTCTGCGGAACCCTTGTCTGCACCCACGAGGAACAGGACATCCTGCAGCGCGAC
TCTAACAAGTCTCAGAAGCTGCTGAAGAAACTGATGTCCGGCGTCGAGAACTCTGGAAAGGTGGACATCTCTA
CCAAGGACCTGTTGCCTCACCAAGAACTGAGGATCAAGAGCGGACTGGAAAAGGCCATCAAGCACAAGGACAA
GCTGCTCGAGTTCGACAGGACCTCTATCAGGCGCACCCAAGTCATCGACGACGAATCTGACTACTTCGCCTCT
GACTCTAACCAGTGGCTGTCTAAGCTGGAAAGGGAAACCCTGCAGAAGCGCGAAGAGGAACTGAGGGAACTGC
GCCACGCTTCTCGCCTGTCTAAGAAAGTCACCATCGACTTCGCCGGACGCAAGATCCTGGAAGAAGAAAACTC
TCTGGCCGAGTACCACTCTAGGCTGGACGAAACCATCCAGGCTATCGCCAACGGAACCCTGAACCAGCCTCTG
ACCAAGCTGGACAGGTCCTCTGAAGAACCCCTGGGAGTCCTGGTCAACCCCAACATGTACCAGTCTCCACCTC
AGTGGGTAGACCACACCGGTGCCGCTTCTCAGAAGAAGGCTTTCCGCTCCTCTGGATTCGGACTCGAGTTCAA
CTCTTTCCAGCACCAACTGCGCATCCAGGACCAAGAGTTCCAAGAGGGATTCGACGGTGGATGGTGCCTGTCT
GTCCACCAGCCTTGGGCTTCATTGCTCGTCAGGGGAATCAAGCGCGTCGAAGGACGCTCTTGGTACACCCCTC
ATCGTGGAAGGCTGTGGATCGCCGCTACCGCTAAGAAGCCCTCTCCACAAGAAGTCTCCGAGCTGCAGGCTAC
CTACAGGCTGTTGCGTGGAAAGGACGTCGAGTTCCCCAACGACTACCCCTCTGGATGCCTGCTGGGATGCGTT
GACCTGATCGACTGCCTCAGCCAGAAGCAGTTCAAAGAACAGTTCCCCGACATCTCCCAAGAGTCTGACTCTC
CCTTCGTGTTCATCTGCAAGAACCCTCAAGAGATGGTCGTGAAGTTCCCCATCAAGGGCAACCCTAAGATCTG

GAAGCTGGACTCTAAGATCCACCAGGGTGCCAAGAAAGGACTGATGAAGCAGAACAAGGCCGTCTAA
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Supplementary Table 4: PCR primers (5’ to 3’)

Primer

Sequence

PETM11_syTRIP4_Ncol-F

GGTTTTCCATGGCTGTCGCTGGTGCTGTTAG

pETM11_syTRIP4_Hindlll-R

GGTTTTAAGCTTTTAGACGGCCTTGTTCTGCTTCATC

piDK_syTRIP4_BamHI-F

GGTTTTGGATCCATGGCTGTCGCTGGTGCTGTTAG (pIDS)

pFL10his_syTRIP4_Xbal-R

GGTTTTTCTAGATTAGACGGCCTTGTTCTGCTTCATC (pIDS)

TRIP4_R80_Hindlll

GGTTTTAAGCTTTTAAGAGATCAGCTCTTGGTCGT

TRIP4_R230_Hindlll

GGTTTTAAGCTTTTACAGTTTCTTCAGCAGCTTC

TRIP4_F_152_Ncol

GGTTTTCCATGGCTCTGTACACCCGCGAAGGACA

TRIP4_F281_Ncol

GGTTTTCCATGGCTCAAGTCATCGACGACGAATCTG

TRIP4_R403_Hindlll

GGTTTTAAGCTTTTAAGCCTTCTTCTGAGAAGCGG

TRIP4_F403_Ncol

GGTTTTCCATGGCTTTCCGCTCCTCTGGATTC

ALKBH3_FOR ATATCCATGGCGATGGAGGAAAAAAGACGGCGAGCCCGAGTT
ALKBH3_REV ATATGAATTCGGTCACCAGGGTGCCCCTCGAGGGTCTGGATAG
SgTRIP4-F CACCGAAAGGTGGACATCTCTACCA

sgTRIP4-R AAACTGGTAGAGATGTCCACCTTTC
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58 Supplementary Figure 1: ASCC3-TRIP4 interaction mapping.

59 a, Schemes of regions or domains in ASCC3 and TRIP4. Numbers above the schemes,
60 region/domain borders; numbers below the TRIP4 scheme, borders of fragments employed.

61 NTR, N-terminal region; NC/CC, N-terminal/C-terminal cassettes; HR, helicase region; ZnF,

7
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zinc finger domain; Lasso, lasso peptide; ASCH, ASC-1 homology domain. b-e, SDS-PAGE
analyses of analytical SEC elution fractions monitoring the interaction of ASCC3N™R or
ASCC3MR with different regions of TRIP4. Throughout all panels, equivalent elution fractions
are vertically aligned. Dashed regions indicate elution fractions that were not loaded on the
gels. Molecular mass markers in kDa are shown on the left; protein bands are identified on the
right. Black outlines, Coomassie stain; golden outlines, silver stain. For stably interacting
TRIP4 fragments, analytical SEC runs of the isolated TRIP4 fragments are shown for
comparison. For some analytical SEC runs, separate regions of the same gel were spliced
together for display purposes (see Source Data file for uncropped gels). Dashed horizontal
lines, splice lines. b, TRIP4 does not stably bind ASCC3NR, ¢, TRIP4® does not stably bind
ASCC3R, d, TRIP4 fragments containing the ZnF domain (TRIP412%, TRIP4152-230) stably bind
ASCC3MR, e, C-terminal fragments of TRIP4 lacking the ZnF domain (TRIP4281-493 TR|P440%-
%81 TRIP4281-581) do not stably bind ASCC3MR. Experiments were repeated independently at

least three times with similar results. Source data are provided as a Source Data file.
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Supplementary Figure 2: CryoEM/SPA analysis of an ASCC3"R-TRIP4 complex.

a, Representative cryoEM micrograph of the ASCC3"R-TRIP4 complex. Scale bar, 50 nm.
6,266 micrographs were recorded from the same sample over two sessions, particle images
were picked from 6,022 high-quality micrographs. The experiment was not repeated
independently. b, 2D class averages of ASCC3"R-TRIP4 particle images after reference-free
2D classification. ¢, Viewing direction distribution plot of the particle images used for the final
reconstruction of the ASCC3"R-TRIP4 cryoEM map as obtained during NU refinement with
cryoSPARC. d, Global resolution estimation for the ASCC3"R-TRIP4 cryoEM reconstruction
by gold-standard Fourier shell correlation (FSC). Blue line, FSCo143. €, Local resolution
estimation as determined with cryoSPARC, ranging from 2.5 A to 35 A for the ASCC3"R-TRIP4

cryoEM reconstruction.
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Supplementary Figure 3: CryoEM data refinement.
Reconstruction of the ASCC3"R-TRIP4 cryoEM map. 2,818,857 patrticle images were picked
from 6,022 micrographs and subjected to reference-free 2D classification. 1,590,881 particle

images were selected for iterative cycles of heterogeneous 3D refinement into 3 classes. The
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best appearing class, consisting of 597,971 particle images, was selected for re-extraction with
a box size of 160 px (1.664 A/px). Homogeneous NU refinement yielded a reconstruction at
3.47 A resolution. Another heterogeneous refinement was done after which 473,863 particle
images were selected for local motion correction with re-extraction at full spatial resolution with
a box size of 320 px (0.832 A/px). NU refinement followed by CTF refinement yielded a
reconstruction at 3.3 A resolution. A last iteration of heterogeneous refinement was applied to
select 244,064 particle images were for final NU refinement yielding a reconstruction at 3.4 A

resolution.
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Supplementary Figure 4: Global comparison of ASCC3"R to SNRNP200"R,

a, Domain scheme (top) and cartoon representation (bottom; 180° views) of ASCC3HR,
Numbers above the scheme represent domain borders. RecAl/2, RecA-like domains; WH,
winged-helix domains; HB, helical bundle domains; HLH, helix-loop-helix domains; IG,
immunoglobulin-like domains. Domains are colored blue to red from N-terminus to C-terminus
within each helicase cassette. Orientation of the left panel as in Fig. 1c,d, left. b, Cartoon
representation of SNRNP200"R (PDB ID 4F91)!! after global alignment with ASCC3"R in the

same orientations and with equivalent domain coloring.
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Supplementary Figure 5: Localization and interactions of TRIP4 variants in cells.

a, Immuno-fluorescence microscopy of Flp-In™ T-REx™ 293 cells stably expressing Flag-
tagged TRIP4 variants (identified on the top; N-terminal Flag-tag, top panels; C-terminal Flag-
tag, bottom panels) after staining with a-Flag antibody (top rows) and DAPI (bottom rows),
revealing nuclear and cytosolic localization of all TRIP4 variants. Scale bars, 10 um. b,

13



123 Western blots (WB) monitoring immuno-precipitation (IP) of ASCC1, ASCC2 and ASCC3 by
124  the indicated C-terminally Flag-tagged TRIP4 variants from cell extracts. Experiments were
125 repeated independently three times with similar results. Source data are provided as a Source
126  Data file.
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Supplementary Figure 6: Stopped-flow/fluorescence-based DNA unwinding in presence
of a DNA trap.

a, Stopped-flow/fluorescence-based DNA unwinding by ASCC3"R or ASCC3"R-TRIP4 in the
presence of a DNA trap (data and solid curve fits), revealing similar time traces as in the
absence of a trap. Dashed lines, curve fits for DNA unwinding by ASCC3"R or ASCC3"R-TRIP4
in the absence of a DNA trap from Fig. 3a. b, Stopped-flow/fluorescence-based DNA
unwinding by ASCC3"R-ALKBH3 in the presence of a DNA trap (data and solid curve fit),
revealing lack of stimulation of the of the by ASCC3"R helicase by ALKBH3. Dashed line, curve
fit for DNA unwinding by ASCC3"R in the presence of a DNA trap from panel (a). Source data

are provided as a Source Data file.
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Supplementary Figure 7: DNA-stimulated ATPase activities.

a, Exemplary thin-layer chromatogram showing a time course of DNA-stimulated ATP
hydrolysis by ASCC3"R. b, Quantification of data as shown on (a). Individual data points
(spheres) with means = SD (lines) for n = 3 technical replicates are shown. Curves show fits
of the data to V = (Aast * Viast> + Asiow * Vsiow?) | (Avtast * Viast + Asiow * Vsiow); Avastisiow, amplitudes of
the fast/slow hydrolysis phases; Viasusiow, rates of the fast/slow hydrolysis phases [min?]; V,

ATP hydrolyzed as a function of time [min]. Source data are provided as a Source Data file.
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REVIEWER COMMENTS
Reviewer #1 (Remarks to the Author):

In the present manuscript, the authors focus on the biochemical and structural characterization of the
helicase ASSC3. The structural and biochemical data are of high quality and very interesting. Still, I
think it would be essential to perform DNA binding assays to gain insights into the mechanism of
helicase stimulation.

I have to say that I found reading the manuscript challenging at several points. The complex subunits
have cryptic names, and ASC1 and ASCC1 can be easily confused, but this is not the author’s fault.
The introduction reads like a compendium list that lists all the functions the complex has been
associated with. For this paper, it is not essential that A4220 of 28S rRNA has been modified in a
process that requires ASCC. In the current form, the introduction does not prepare the reader for the
findings in the results section - regulation of helicases and the observation that both helicase domains
are active and seem to cooperate. Also, the essential and interesting information about the yeast
ASCC3 ortholog has only been mentioned in the discussion. In my opinion, a mechanistic and
structural understanding of the yeast ortholog should be mentioned in the introduction. It would be
great if the authors could have a look at the introduction.

The results section starts with the statement that ASSC3 binds both ASCC1 and ASCC2, but then
ASCl1 is investigated further. This is confusing — maybe the authors wanted to write that ASSC3 binds
ASC1 and ASCC2?

From here on, the manuscript focuses on the ASCC3/ASC1 complex, but ASCC2 is never mentioned
again. As a reader, I would like to know why the authors did not study the trimeric complex. It would
be great if the author could explain their focus on the ASCC3/ASC1 subcomplex.

The structure in Figure 2a is not intuitive to understand as it is not clear what part of the map belongs
to ASCC3 and which to ASC1. I am an experienced structural biologist, but I would suggest trying
different ways of presentation to see what works best so that the reader can immediately grasp what
the helicase is and what ASC1 is. For example, maybe color the NC in light blue, the CC in dark blue,
and the ASC1 can stay in variations of yellow/brown. I would already, at this point, highlight the
helicase entry sites.

I appreciate the careful analysis and testing of both N and C tagging, but I would simplify figure 3 and
make it smaller. I have three suggestions:

i) Focus on the IP data and then move the IF data to the supplement with the comment that
truncations of ASC1 don't affect the subcellular localization.

ii) Focus on either the N or the C-terminal tagging approach. Show for one of them both IF and IP and
move the other to the supplement with the comment that the localization of the Flag Tag does not
affect the experiment.

iii) Keep the IP data for N tagging as panel A and the ASC1 mutants as panel B - this has all the
information needed for the reader!

When the authors switched to the functional characterization of the helicase function, the authors
made several statements that would benefit from additional explanations.

“As this assay tested multiple rounds of unwinding, the observed time traces were fit to a double
exponential equation, and amplitude-weighted unwinding rate constants (kuaw) were calculated... ."

In the assay, the helicase is 5-fold more concentrated than the substrate - approaching single
turnover conditions. What causes the multiple turnover conditions here? Could the helicase DNA ratio
be changed? The signal-to-noise ratio is good, so decreasing DNA and increasing the helicase should
be possible.

Or is the multiple turnover scenario caused by the reannealing of the ssDNA, which regenerates the



dsDNA substrate? Could the authors use a trapping strand that prevents this?
It would also be great if the authors could speculate why there are a slow and a fast phase.
Interestingly, both rate constates are increased two-fold by ASC1, even with the inactive CC.

The most interesting question will be how the two active helicase domains act in concert. The CC
domain seems less important than the NC domain as the CC mutant can still unwind dsDNA, even
though the helicase activity is reduced compared to WT. Unfortunately, it is not known if the decrease
of helicase activity results in a phenotype in cells. The authors mention that in Slh1p, the NC was
mutated to trap the RQT-ribosome complex. What happens if the mutation is introduced in CC of
Slhip? Could that be assessed in yeast if this is not accessible in human cells?

The authors show that ASC1 activates the helicase activity without stimulating the ATPase. The
authors suggest that the presence of the ASCH domain might facilitate DNA exit. Interestingly, ASC1
can activate the CC mutant - is it possible that the DNA is threaded through the CC even though this
is inactive? Or how do the authors envisage this?

It would be great if the authors would assess DNA binding affinities of ASCC3 in the absence or
presence of ASC1 and with ASC1 lacking the ASCH domain. This would provide essential data
underpinning the mechanisms proposed by the authors.

For me, the last section of the manuscript that analyzes the interaction with ALKBH3 broke the flow
because we zoom out again from the mechanism of unwinding to the analysis of a different interaction
partner, ALKBH3. Interestingly, ALKBH3 competes with ASC1 for ASCC3 binding. But I would consider
including this finding in the initial mapping experiments around figure 1 and conclude with the
statement that the helicase core is an interaction hub that can bind both ASC1 and ALKBH3 - but
ALKBH3 seems to bind weaker than ASC1. Then one could switch to the structure of the ASCC3/ASC1
complex.

As both ALKBH3 and ASC1 compete for binding, the obvious question is: Do they both stimulate the
helicase activity? Could this be tested? Because it would be an important finding if different binding
partners affect the helicase function similarly or differently.

Minor:
The authors mapped the interacting regions by SEC. Is there a reason why the SEC profiles are not
shown?

It would be great if in Figure 4B the WT could be plotted again so that one can visually inspect the
difference in the point mutants.

In Figure 5a, I have problems seeing the path for the DNA. The figure might suffer from the PDF
conversion, but also, the electrostatic surface potential makes it challenging to see. The ssDNA region
from the Hel308 structure only features 9 nucleotides - in figure 5a 24 nts, how was this modeled?

Figure 5b: DNA T24 is a defined band but for T36 and T48 a band resembling T24 is also present. Are
the DNAs degraded or?

In the results section, the MMS assay is not explained - it might be worth adding what MMS does and
how this connects to ALKBH3.

Reviewer #2 (Remarks to the Author):



The manuscript "Extended DNA threading through a dual-engine motor module in the activating signal
co-integrator complex” by Jia, et al, describes the structure and activity of the ASCC3 subunit of the
human activating signal co-integrator complex (ASCC). ASCC plays roles in transcriptional regulation,
DNA repair and ribosome quality control. ASCC3 (the primary focus of this study) is a large Ski2-like
DNA helicase/translocase that contains 2 helicase cassettes (an N-terminal cassette and a C-terminal
cassette). In other characterized Ski2-like tandem-cassette helicases, only the N-terminal cassette
exhibits helicase activity. However, in this study, the authors demonstrate that both cassettes of
ASCC3 are functional. A cryo-EM structure shows how the cassettes pack together. Modeling of a DNA
substrate onto the structure, combined with cross-linking/mass spectroscopy analysis, suggests that
the DNA moves directly from the N-terminal to the C-terminal cassette.

Additionally, ASCC1, an activator of ASCC3 helicase activity, is shown to interact directly with the C-
terminal cassette of ASCC3 through the ZnF domain using a combination of deletion mutants and
analytical size-exclusion chromatography. The binding interaction is captured in the cryo-EM structure.

This is a thorough and well-written manuscript that makes an important contribution to the field. The
observation that both cassettes are functional is particularly interesting and will be of interest to the
broader helicase community. I have no concerns with the substance of the manuscript. However, the
authors could consider the following comments:

It is noted in the Discussion that ASCC3 exhibits unwinding activity on RNA substrates, although at a
significantly reduced level compared to DNA (data not shown). Can the authors provide data to
demonstrate how activity compares between RNA and DNA?

Fig 1. While I have no concerns with the conclusions presented by the authors, the layout of the
cropped gels in Fig 1 are somewhat disorienting - specifically when the width of the gels differs in a
single panel (e.g. panel b). Additionally, the cropping of the final two gels in panel e appears to be a
bit aggressive. The full gels included as source data provide essential and reassuring context. I don’t
have specific suggestions for how to improve the figure, but I encourage the authors to consider
adjustments to improve readability.

Fig 5. Panel a and d. It isn't clear what the boxed rotations refer to. My guess is that it refers to
rotations compared to Fig 2, but I don’t see it specified in the figure or the figure legend. Also,
“orthogonal” (pg 40 In 917) generally refers to right angles. I think the figure is showing a 180 deg
rotation instead.

Minor comments:

Pg 12 In 317. Remove comma after “mechanism”
Pg 13 In 359. Remove comma after “possible”

Pg 16 In 434. Should be “pre-equilibrated”

Reviewer #3 (Remarks to the Author):

Jia J. et al report the structural and biochemical characterization of the activating signal co-integrator
complex (ASCC) subunit 3 in complex with ASC1. The authors show that both helicase domains of
ASCC3 are active in contrast to the homologue Ski2-like helicase SNRNP200. The data further indicate
that ASC1 and ALKBH3 binding to ASCC3 is mutually exclusive.

Although the structure of ASCC3 in complex with ASCC2 has been solved before by the authors, the
interaction with the regulatory ASC1 subunit was unknown before and gives important insight into the
regulation of the ASCC3 helicase.

The data are detailed and solid and proof all conclusions drawn.



However, I have some suggestion to improve the manuscript.

For readers from outside the field it is difficult to understand which ASCC proteins form a stable
complex, and which are auxiliary proteins. For example, are ASCC1 and ASCC2 constitutively bound to
ASCC3? Where would ASCC2 interact in the ASCC3-ASC1 complex or is the interaction also mutual
exclusive?

Maybe the comparison of the ASCC3-ASCC2 and ASCC3-ASC1 complex would help to understand the
regulation?

1)Page 2 Line 29: What does it mean that ASCC3 is an unconventional helicase?

2) Page 3, line 55-60: The sentence is too long and barely
understandable for people outside the field.

3) It would be better to put some of the western blots in Figure
1 (c, e, f) in the supplementary data and show the structures
from figure 2a and b in Figure 1 instead. This is necessary to
immediately understand the color code in Fig. 2 a,b) Figure 2 c
has a completely different color code and Figure 2d fits to a
and b again. This is a bit confusing. Further the numbering and
the interacting residues in Figure 2d (first image) are barely
visible.

4) The information content of the DNA binding model in Figure 5a
is rather low and it somehow looks like the DNA is bound by
negatively charged residues. Why is the DNA chain broken in
Figure 5d? Could you please optimize this model or illustrate it
better?

5)Just out of curiosity: The protein -DNA crosslink looks very
efficient - what was the problem with the cryo EM structure of
the DNA bound complex. Did you try different grid types?

6) Fig. 3c (Input) and Fig. 5b some western blots look like modified in contrast and brightness too
much. Could you please provide an unmodified image?



Response to Reviewer Comments

Reviewer comments are repeated in bold italics, responses are in regular font, changed text
passages are highlighted in yellow.

Please note:

- As pointed out by Reviewer 1, the nomenclature for subunits of protein complexes relevant
to the present manuscript is somewhat confusing. To alleviate this problem and to avoid
confusion of ASC1 and ASCC1, we decided to refer to the ASCL1 protein by its alternative
name, TRIP4, in the revised manuscript.

- Line numbers quoted below refer to the combined manuscript and supplement file with
marked up changes submitted as a “Related Manuscript File”.

Reviewer #1:

In the present manuscript, the authors focus on the biochemical and structural
characterization of the helicase ASSC3. The structural and biochemical data are of high
guality and very interesting. Still, | think it would be essential to perform DNA binding
assays to gain insights into the mechanism of helicase stimulation.

We thank the reviewer for the very positive overall evaluation and for considering our study to
be of high quality and very interesting. As suggested, we have conducted additional DNA
binding analyses as further detailed below.

| have to say that | found reading the manuscript challenging at several points. The
complex subunits have cryptic names, and ASC1 and ASCC1 can be easily confused,
but this is not the author’s fault. The introduction reads like a compendium list that lists
all the functions the complex has been associated with. For this paper, it is not essential
that A4220 of 28S rRNA has been modified in a process that requires ASCC. In the
current form, the introduction does not prepare the reader for the findings in the results
section - regulation of helicases and the observation that both helicase domains are
active and seem to cooperate. Also, the essential and interesting information about the
yeast ASCC3 ortholog has only been mentioned in the discussion. In my opinion, a
mechanistic and structural understanding of the yeast ortholog should be mentioned in
the introduction. It would be great if the authors could have a look at the introduction.

We agree with the reviewer's assessment. To somewhat alleviate the problem of confusing
protein nomenclature, we now consistently refer to “ASC1” by its alternative name “TRIP4”, to
more clearly distinguish it from the “ASCC1” protein. Also as suggested, we thoroughly revised
the introduction. To properly set the stage, we now start with a brief section on nucleic acid-
dependent NTPases/helicases (line 45):

Nucleic acid-dependent nucleoside-triphosphatases (NTPases) are pervasively involved in
processes related to DNA replication, recombination, genome maintenance, gene expression
and co-/post-transcriptional gene regulation.! These enzymes exhibit nucleic acid binding,
translocating and/or unwinding activities, and are often referred to as DNA or RNA helicases,
depending on the nucleic acid specificity.>3 In vivo they utilize to these molecular activities to
often act as versatile remodelers of nucleic acid-protein complexes.*® The intrinsic molecular
mechanisms of nucleic acid-dependent NTPases are diverse, relying on core RecA-like
NTPase domains that frequently are functionally expanded by peripheral regions and auxiliary
domains, and can be further modulated by interacting regulators.>® Several nucleic acid-
dependent NTPases are involved in more than one cellular process, affording the potential for
functional coordination and cross-regulation.”?®



Activating signal co-integrator 1 complex (ASCC) subunit 3 (ASCC3) has been characterized
as a 3'-to-5' directional DNA translocase/helicase®™...

We then introduce ASCC3 as a particularly versatile, multi-functional helicase with a domain
composition only shared by the spliceosomal RNA helicase, SNRNP200. Subsequently, we
illustrate the diverse molecular functions that ASCC3 is involved in, presumably as a subunit
of distinct complexes with overlapping but non-identical subunit composition. In the brief
section on ASCC3-linked translation quality control, we also follow the reviewer's advice to
briefly introduce its yeast ortholog, Slhlp, and orthologs of other subunits of the respective
complex (as translation/ribosome quality control is the main ASCC3/Slhlp function that has
been characterized in yeast). We then point out remaining key questions regarding the
molecular mechanism and mode of regulation of ASCC3 that are likely relevant in all its
functional contexts, finishing up with a brief summary of our key findings. We left out
information not directly pertaining to the present topic, such as ASCC'’s potential role in 28S
rRNA modification or P-body formation.

The results section starts with the statement that ASSC3 binds both ASCC1 and ASCC2,
but then ASC1 is investigated further. This is confusing — maybe the authors wanted to
write that ASSC3 binds ASC1 and ASCC2?

Our intention was to start the Results section with a statement that calls attention to the fact
that ASCC3 not only fulfills a function as a nucleic acid helicase but also as a scaffold for the
complexes it is involved in. To stick to this strategy but avoid confusion, we now start with a
more general statement that avoids mention of proteins that we do not subsequently focus on
(line 121):

Previous interaction mapping suggested that, apart from providing ATPase/helicase activities,
ASCC3 may represent a major scaffold for assembling complexes for diverse cellular
functions.>101331 We therefore tested whether TRIP4, which is implicated with ASCC3 in
transcription regulation and ribosome quality control, also directly binds ASCC3 in vitro.

From here on, the manuscript focuses on the ASCC3/ASC1 complex, but ASCC2 is
never mentioned again. As areader, | would like to know why the authors did not study
the trimeric complex. It would be great if the author could explain their focus on the
ASCC3/ASC1 subcomplex.

We had previously shown that ASCC2 interacts with a small helical domain of the ASCC3 N-
terminal region but not with the ASCC3 helicase region, elucidated the structural basis of the
ASCC2-ASCC3 interaction and studied its relevance for ASCC3 auto-regulation (Jia et al., Nat
Commun, 2020). While we managed to obtain a ternary ASCC2-ASCC3-TRIP4 complex from
recombinant components, we did not obtain a cryoEM reconstruction in which we could
visualize all three components. Possibly the ASCC2-bound N-terminal region of ASCC3
remains flexible and multiply oriented relative to the TRIP4-bound ASCC3 helicase region in
the isolated ternary complex. We also did not detect a direct, stable ASCC2-TRIP4 interaction
in vitro. We therefore focused on the ASCC3"R-TRIP4 interaction and its functional
consequences for ASCC3 helicase activity in the present manuscript. We believe that with the
new opening of the Results section that no longer refers to ASCC2 (see above) an explicit
explanation of the above is perhaps not required in the revised manuscript.

The structure in Figure 2ais not intuitive to understand as it is not clear what part of the
map belongs to ASCC3 and which to ASC1. | am an experienced structural biologist,
but I would suggest trying different ways of presentation to see what works best so that
the reader can immediately grasp what the helicase is and what ASC1 is. For example,



maybe color the NCin light blue, the CCin dark blue, and the ASC1 can stay in variations
of yellow/brown. | would already, at this point, highlight the helicase entry sites.

We thank the reviewer for these suggestions to more clearly represent the structural
organization of the complex and have adjusted former Figure 2a,b,d (new Figure 1c-e)
accordingly. We have chosen to display the ASCC3"R regions in different shades of gray and
TRIP4 uniformly in red (as ZnF, lasso and ASCH regions are well separated and discernible
in the views). Here the modified Figure for the reviewer’s convenience:
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| appreciate the careful analysis and testing of both N and C tagging, but I would simplify
figure 3 and make it smaller. | have three suggestions:



i) FocusonthelP dataand then move the IF datato the supplement with the comment
that truncations of ASC1 don’t affect the subcellular localization.

ii) Focus on either the N or the C-terminal tagging approach. Show for one of them
both IF and IP and move the other to the supplement with the comment that the
localization of the Flag Tag does not affect the experiment.

iii) Keep the IP data for N tagging as panel A and the ASC1 mutants as panel B — this
has all the information needed for the reader!

We followed suggestion iii) of the reviewer to minimize the former Figure 3 (now Figure 2 and
Supplementary Figure 5). New Figure 2:
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New Supplementary Figure 5:
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When the authors switched to the functional characterization of the helicase function,
the authors made several statements that would benefit from additional explanations.
“As this assay tested multiple rounds of unwinding, the observed time traces were fit
to a double exponential equation, and amplitude-weighted unwinding rate constants
(kuaw) were calculated... ." In the assay, the helicase is 5-fold more concentrated than
the substrate — approaching single turnover conditions. What causes the multiple
turnover conditions here? Could the helicase DNA ratio be changed? The signal-to-
noise ratio is good, so decreasing DNA and increasing the helicase should be possible.



Or is the multiple turnover scenario caused by the reannealing of the ssDNA, which
regenerates the dsDNA substrate? Could the authors use a trapping strand that
prevents this?

Time traces recorded under the stated conditions could only be adequately fitted by a double-
exponential equation. As suggested by the reviewer, we had suspected that DNA strands can
re-anneal after a first round of unwinding and can then be re-engaged and unwound again by
ASCC3"R, To test this notion, we now did control experiments, in which we included a trap
oligo (identical to the short strand) in 50-fold excess. Corresponding time traces again could
only be fitted with a double exponential equation, with very similar amplitudes and rate
constants as in the absence of the trap. We therefore conclude that the biphasic unwinding
behavior we observe is not the consequence of multiple rounds of unwinding due to DNA re-
annealing, but rather an inherent characteristic of the ASCC3"R-mediated unwinding process
under our chosen conditions. In the revised manuscript, we therefore now omitted any
reference to “multi-round conditions”. We describe the control experiments in the revised text
(line 219):

To test if the biphasic unwinding behavior was due to multiple rounds of unwinding, we
repeated the experiments for ASCC3"R and the ASCC3"R-TRIP4 complex in the presence of
a 50-fold molar excess of a trapping DNA (unlabeled short strand of the duplex). Again,
biphasic time traces yielding very similar rate constants as in the absence of a trap were
observed (Supplementary Fig. 6a; Supplementary Table 2), suggesting that our initial assays
did not monitor DNA re-annealing and re-binding of the helicase machineries. Instead, slow
and fast phases may represent, e.g., an initial productive accommodation of DNA after ATP
addition followed by the unwinding process per se, and both phases are stimulated by TRIP4.

The additional results are shown in the new Supplementary Figure 6a and in the expanded
Supplementary Table 2:
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Supplementary Table 2:

ASCC3"R- ASCC3"R- ASCC3"R- ASCC3HRD1453A. ASCC3"R-

ASCC3™ TRIP4 TRIP4Y2%0 TRIP4403-581 ASCC3HPHes TRIP4 ALKBH3
Substrate DNA minus trap
Atast @ 0.309 0.497 0.279 0.212 0.393 0.402
Asiow @ 0.691 0.503 0.721 0.788 0.607 0.598
Krast (51 @ 0.031 0.061 0.038 0.045 0.013 0.028




Ksiow (s7%) ® 0.005 0.010 0.005 0.004 0.002 0.004

Kuaw?(s™) © 0.024 0.054 0.030 0.035 0.011 0.024

R2@ 0.999 0.998 0.998 0.998 0.995 0.996

Substrate DNA plus trap

Atast @ 0.294 0.495 0.295
Asiow @ 0.706 0.505 0.705
Krast () © 0.027 0.067 0.024
Ksiow (s7%) © 0.004 0.006 0.004
Kuaw?(s™) © 0.021 0.062 0.018
R2@ 0.999 0.998 0.998
Substrate RNA minus trap

Arast @ 0.010 0.103

Asiow @ 0.990 0.897

Krast () © 0.097 0.052

Ksiow (5™) ® | 0.0003 0.001

Kuaw?(s™) © 0.073 0.046

R2@ 0.999 0.999

It would also be great if the authors could speculate why there are a slow and a fast
phase. Interestingly, both rate constants are increased two-fold by ASC1, even with the
inactive CC.

We followed the reviewer’s suggestion. Based on our additional control experiments and
reasoning outlined above, we now included a brief corresponding statement (line 224):

Instead, slow and fast phases may represent, e.g., an initial productive accommodation of DNA
after ATP addition followed by the unwinding process per se, and both phases are stimulated
by TRIP4.

The most interesting question will be how the two active helicase domains act in
concert. The CC domain seems less important than the NC domain as the CC mutant
can still unwind dsDNA, even though the helicase activity is reduced compared to WT.
Unfortunately, it is not known if the decrease of helicase activity results in a phenotype
in cells. The authors mention that in Slhlp, the NC was mutated to trap the RQT-
ribosome complex. What happens if the mutation is introduced in CC of Slh1p? Could
that be assessed in yeast if this is not accessible in human cells?

We agree with the reviewer that these are interesting questions. While we believe that the
proper assessment of functional consequences of ASCC3 variants containing separately
inactivated NC or CC in cells, or the switch to similar analyses using the yeast system, is
beyond the scope of the present manuscript, previous studies by other groups provide
evidence for the functional importance of both ASCC3 cassettes as NTPases/helicases in vivo.
Similar findings have been made in the yeast system with Slhlp. We had mentioned these
findings in the previous version of our manuscript, but have now slightly expanded the
corresponding section to clarify the situation (line 357):



In line with previous observations®!?, our systematic ATPase and DNA unwinding assays
strongly suggest that, in contrast to SNRNP200, both ASCC3 cassettes are active ATPases
and helicases. Supporting this notion, previous studies suggested a role for ATPase activities
in one or both cassettes of ASCC3 or its yeast ortholog, Slhlp, during ribosome quality control.
E.g., reduced ribosome association was found for an ASCC3 variant with an ATPase-deficient
NCZ, and selective abrogation of the ATPase activity in the ASCC3 NC or CC led to reduced
disruption of stalled ribosomes?*. Likewise, the ATPase activity of the Slhip NC was shown to
be required for ribosome dissociation?%274! or completion of subunit splitting?.

The authors show that ASC1 activates the helicase activity without stimulating the
ATPase. The authors suggest that the presence of the ASCH domain might facilitate
DNA exit. Interestingly, ASC1 can activate the CC mutant - is it possible that the DNA is
threaded through the CC even though this is inactive? Or how do the authors envisage
this?

Presently, we do not know if DNA is threaded through both helicase cassettes when the CC is
inactivated or if the DNA takes advantage of an alternative exit site. The former possibility
presently seems more likely considering that TRIP4 still has a stimulatory effect on CC-
inactivated ASCC3MR. Regarding further elucidation of the possible mechanisms of helicase
activation by ASC1 (now referred to as TRIP4), we conducted additional experiments as
suggested by the reviewer, please refer to the next point.

It would be great if the authors would assess DNA binding affinities of ASCC3 in the
absence or presence of ASC1 and with ASC1 lacking the ASCH domain. This would
provide essential data underpinning the mechanisms proposed by the authors.

We agree with the reviewer and have conducted additional DNA binding studies with ASCC3"R
and TRIP4 variants. We tested various types of assays and found multi-scale thermophoresis
with fluorescence-labeled DNA to yield the clearest results in the present case. We find that
both ASCC3"R and TRIP4 can bind DNA individually and that the ASCC3"R-TRIP4 complex
exhibits increased DNA affinity compared to either protein alone. In contrast, the DNA affinity
of a ASCC3"R-TRIP42ASCH complex (lacking the TRIP4 ASCH domain) was not enhanced
compared to ASCC3"R alone. We have included the additional DNA binding experiments (as
new Figure 3e) and corresponding descriptions in the revised text (line 264):

TRIP4 enhances DNA engagement by ASCC3

The TRIP4 ASCH domain constitutes a putative nucleic acid-binding domain®+=° that might
contribute to DNA binding by an ASCC3-TRIP4 complex. To test this notion, we conducted
comparative DNA binding assays using a Cyb5-labeled T.s DNA oligomer in multi-scale
thermophoresis (MST) assays. Both ASCC3"? and TRIP4 individually bound Tss DNA with an
EC50 of 551 £ 194 nM and 903 £ 24 nM, respectively (Fig. 3e). The Tss DNA affinity of the
ASCC3"R-TRIP4 complex (EC50 = 53 + 3 nM) was ~ 10-fold stronger compared to isolated
ASCC3"R, In contrast, TRIP4%2% (containing the ZnF domain but lacking the lasso-like peptide
and ASCH domain) exhibited very low DNA affinity (EC50 n.d.) and did not significantly
influence the DNA affinity of ASCC3"R (EC50 = 468 + 63 nM). Therefore, additional nucleic
acid contacts established via the TRIP4 ASCH domain could modulate the ASCC3"R-mediated
DNA unwinding mechanism and/or might influence initial substrate engagement by ASCC3"R,

New Figure 3e:
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Regarding implications for the mechanisms of TRIP4-dependent helicase activation, we
amended the Discussion section (line 389):

Our functional analyses suggest that TRIP4 could modulate the ASCC3 helicase by multiple,
not mutually exclusive mechanisms, that seem to depend on nucleic acid binding by the ASCH
domain®39, First, the DNA affinity of ASCC3"R is enhanced in the presence of TRIP4 due to
the ASCH domain. TRIP4 could, thus, support ASCC3 loading onto substrate DNA. Second,
our DNA-protein CLMS data support the notion that the ASCH domain or neighboring regions
may facilitate DNA exit from the ASCC3 CC, whereby TRIP4 might influence the ASCC3-
mediated unwinding process, as observed.

For me, the last section of the manuscript that analyzes the interaction with ALKBH3
broke the flow because we zoom out again from the mechanism of unwinding to the
analysis of a different interaction partner, ALKBH3. Interestingly, ALKBH3 competes
with ASC1 for ASCC3 binding. But | would consider including this finding in the initial
mapping experiments around figure 1 and conclude with the statement that the helicase
core is an interaction hub that can bind both ASC1 and ALKBH3 — but ALKBH3 seems
to bind weaker than ASC1. Then one could switch to the structure of the ASCC3/ASC1
complex.

We thank the reviewer for this suggestion and understand the reasoning behind this
suggestion. However, as suggested by this reviewer (see next point), we have now also tested
whether ALKBH3 modulates the helicase activity of ASCC3 and have included these results
in the revised manuscript. Thus, the section on ALKBHS3 refers to multiple aspects that we
could not easily group at the beginning of the Results section. Rather than distributing them
throughout the Results section, we decided in the end to keep them together as a final
paragraph. We hope that the reviewer agrees.

As both ALKBH3 and ASC1 compete for binding, the obvious question is: Do they both
stimulate the helicase activity? Could this be tested? Because it would be an important
finding if different binding partners affect the helicase function similarly or differently.

Again, we agree and have conducted corresponding experiments. We find that unlike TRIP4,
ALKBHS3 has no influence on ASCC3"R helicase activity. These additional results are now
displayed in new Supplementary Figure 6b, listed in Supplementary Table 2 and briefly
described in the revised text (line 333):



To test if ALKBH3 also modulates ASCC3-mediated DNA unwinding, we repeated stopped-
flow/fluorescence-based DNA unwinding assays with ASCC3"R in the presence of ALKBH3
and in the presence of a DNA trap. ALKBH3 did not significantly alter the amplitudes or rates
of the fast and slow phases nor the amplitude-weighted unwinding rate constant of the biphasic
unwinding reaction (Supplementary Fig. 6b; Supplementary Table 2).

New Supplementary Figure 6b:
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Minor:

The authors mapped the interacting regions by SEC. Is there a reason why the SEC
profiles are not shown?

There is no special reason why the SEC profiles are not shown. However, given that we work
with purified proteins, we believe that the SDS-PAGE analyses of the elution fractions
adequately represent the interactions or lack of and that the elution profiles would add little
additional information. We would therefore prefer to stick to the presentations limited to the
SDS-PAGE analyses to keep the respective figures concise.

It would be great if in Figure 4B the WT could be plotted again so that one can visually
inspect the difference in the point mutants.

We agree and have now included reference traces in the relevant figure panels. To clearly
mark the respective traces as references, we included the respective curve fits as dashed
traces. Here new Figure 3b as an example:
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In Figure 5a, | have problems seeing the path for the DNA. The figure might suffer from
the PDF conversion, but also, the electrostatic surface potential makes it challenging to
see.

We again agree and have decided to remove this panel, as the situation is also illustrated in
the former Figure 5d (now new Figure 4a). Here the new Figure 4a:
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The ssDNA region from the Hel308 structure only features 9 nucleotides — in figure 5a
24 nts, how was this modeled?

We are sorry that we have described the modeling too briefly in the first version of the
manuscript. We now have added a more detailed description (line 279):

We thus modeled a putative path of ssDNA through ASCC3"R by superimposing a structure of
the Hel308 DNA helicase in complex with DNA (PDB ID 2P6R)* on both ASCC3"R cassettes,
transferring the Hel308 DNA substrates to both cassettes of the ASCC3"R model and removing
the dsDNA portion from the DNA transferred to the CC (Fig. 4a). In the resulting model, the
ssDNA region transferred to the NC could was pseudo-continuous with the ssDNA region
transferred to the CC, indicating that a longer ssDNA could be threaded consecutively through
both helicase cassettes and might exit the CC close to the TRIP4 ASCH domain (Fig. 4a).

Figure 5b: DNA T24 is a defined band but for T36 and T48 a band resembling T24 is also
present. Are the DNAs degraded or?



For the reviewer’s information, here is a gel image showing the same experiment but including
DNA samples without UV irradiation:
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Comparing the longer DNAs with and without UV irradiation (red boxes) shows that the bands
representing short oligos are already present in the non-irradiated samples, albeit at lower
abundance. Thus, these bands most likely represent a mixture of truncated synthetic products,
DNA degraded during labeling and DNA degraded upon UV irradiation. We now mention the
likely source of these bands in the corresponding figure legend (line 1029):

Asterisks, bands in Tzs, Tss and Tag samples representing truncated synthetic products and
DNA degraded during labeling and/or UV irradiation.

In the results section, the MMS assay is not explained — it might be worth adding what
MMS does and how this connects to ALKBHS3.

We agree and have added a corresponding short explanation (line 340):

To this end, we knocked out TRIP4 via CRISPR/Cas9-based genome engineering in human
PC-3 cells (Fig. 5b) and tested the response of the edited and parental cells to methyl
methanesulfonate (MMS) that elicits DNA alkylation damage by methylating deoxyguanine
(N7) and deoxyadenine (N3).



Reviewer #2:

The manuscript “Extended DNA threading through a dual-engine motor module in the
activating signal co-integrator complex” by Jia, et al, describes the structure and
activity of the ASCC3 subunit of the human activating signal co-integrator complex
(ASCC). ASCC plays roles in transcriptional regulation, DNA repair and ribosome
quality control. ASCC3 (the primary focus of this study) is a large Ski2-like DNA
helicasel/translocase that contains 2 helicase cassettes (an N-terminal cassette and a C-
terminal cassette). In other characterized Ski2-like tandem-cassette helicases, only the
N-terminal cassette exhibits helicase activity. However, in this study, the authors
demonstrate that both cassettes of ASCC3 are functional. A cryo-EM structure shows
how the cassettes pack together. Modeling of a DNA substrate onto the structure,
combined with cross-linking/mass spectroscopy analysis, suggests that the DNA
moves directly from the N-terminal to the C-terminal cassette.

Additionally, ASCC1, an activator of ASCC3 helicase activity, is shown to interact
directly with the C-terminal cassette of ASCC3 through the ZnF domain using a
combination of deletion mutants and analytical size-exclusion chromatography. The
binding interaction is captured in the cryo-EM structure.

This is athorough and well-written manuscript that makes an important contribution to
the field. The observation that both cassettes are functional is particularly interesting
and will be of interest to the broader helicase community. | have no concerns with the
substance of the manuscript. However, the authors could consider the following
comments:

We thank the reviewer for the very positive overall evaluation of our work, in particular for
considering our manuscript to be well-written and for regarding our results as an important
contribution.

Itis noted in the Discussion that ASCC3 exhibits unwinding activity on RNA substrates,
although at a significantly reduced level compared to DNA (data not shown). Can the
authors provide data to demonstrate how activity compares between RNA and DNA?

We have now included data on ASCC3"R-mediated and ASCC3"R-TRIP4-mediated unwinding
of RNA to the revised manuscript. The additional results are displayed in new Figure 3d and
described in the revised text (line 249):

ASCC3 exhibits TRIP4-modulated RNA unwinding activity

As ASCC3 is thought to translocate RNA during ribosome quality control, we also tested
whether ASCC3"R can unwind RNA duplexes and whether this activity is likewise modulated
by TRIP4. Using an RNA duplex of analogous sequence as the employed DNA substrate,
stopped-flow/fluorescence-based unwinding assays in the absence of a trap revealed that
ASCC3 indeed also exhibits TRIP4-modulated RNA unwinding activity (Fig. 3d). Again,
biphasic time traces were observed, but the influence of TRIP4 on ASCC3"R-mediated RNA
unwinding was complex. In the presence of TRIP4, the rate constant for the fast phase was
decreased while the rate constant for the slow phase was enhanced; at the same time, TRIP4
led to a ~ 10-fold increased amplitude for the fast component (Supplementary Table 2). Thus,
while the amplitude-weighted RNA unwinding rate constant of ASCC3"R (kuaw = 0.073 st) was
reduced in the presence of TRIP4 (kuaw = 0.046 s?), a larger fraction of ASCC3"R molecules
productively engaged the RNA substrate in the presence of TRIP4, leading to a larger fraction
of RNA duplexes being unwound.

New Figure 3d:
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Fig 1. While | have no concerns with the conclusions presented by the authors, the
layout of the cropped gels in Fig 1 are somewhat disorienting — specifically when the
width of the gels differs in a single panel (e.g. panel b). Additionally, the cropping of the
final two gels in panel e appears to be a bit aggressive. The full gels included as source
data provide essential and reassuring context. | don’t have specific suggestions for how
to improve the figure, but | encourage the authors to consider adjustments to improve
readability.

We apologize for the sub-optimal display. Taking also the advice from another reviewer, we
have moved most of the former Figure 1 panels to the Supplement (new Supplementary Figure
1). We have adjusted the panels to better highlight the alignment of lanes by illustrating missing
lanes in some gels by dashed boxes. Given the original gels in the Source Data file, we hope
that the presentation is now acceptable.

Fig 5. Panel a and d. It isn’t clear what the boxed rotations refer to. My guess is that it
refers to rotations compared to Fig 2, but | don’t see it specified in the figure or the
figure legend. Also, “orthogonal” (pg 40 In 917) generally refers to right angles. | think
the figure is showing a 180 deg rotation instead.

The rotation symbols do indeed indicate the views of structural figures relative to the overviews
shown in Figure 1c/d, left panels (former Figure 2a/b, left). In the original manuscript, this was
stated in the legend to the former Figure 2a (now Figure 1c). We now have added
corresponding statements to all relevant figures:

Rotation symbol(s), orientation(s) relative to Fig. 1c,d, left panels.

The reviewer is correct that “orthogonal” was the wrong description and we apologize for the
mistake. Due to a point raised by reviewer 1, we have now omitted the panel in question.
Minor comments:

Pg 12 In 317. Remove comma after “mechanism”

Done.

Pg 13 In 359. Remove comma after “possible”

Done.



Pg 16 In 434. Should be “pre-equilibrated”

Corrected.



Reviewer #3:

JiaJ. et al report the structural and biochemical characterization of the activating signal
co-integrator complex (ASCC) subunit 3 in complex with ASC1. The authors show that
both helicase domains of ASCC3 are active in contrast to the homologue Ski2-like
helicase SNRNP200. The data further indicate that ASC1 and ALKBH3 binding to ASCC3
is mutually exclusive. Although the structure of ASCC3 in complex with ASCC2 has
been solved before by the authors, the interaction with the regulatory ASC1 subunit was
unknown before and gives important insight into the regulation of the ASCC3 helicase.
The data are detailed and solid and proof all conclusions drawn. However, | have some
suggestion to improve the manuscript.

We thank the reviewer for the positive general assessment of our manuscript and for
considering our data as detailed, solid and in support of the conclusions drawn.

For readers from outside the field it is difficult to understand which ASCC proteins form
a stable complex, and which are auxiliary proteins. For example, are ASCC1 and ASCC2
constitutively bound to ASCC3? Where would ASCC2 interact in the ASCC3-ASC1
complex or is the interaction also mutual exclusive? Maybe the comparison of the
ASCC3-ASCC2 and ASCC3-ASC1 complex would help to understand the regulation?

We thank the reviewer for pointing this out. Indeed, considering all functions that ASCC has
been implicated in it is difficult to distinguish core subunits and auxiliary proteins. We admit
that our original introduction into this issue may have been confusing. Indeed, only ASCC2 and
ASCC3 have so far been implicated in all of the major relevant functions, i.e. transcriptional
regulation, DNA alkylation damage repair and ribosome quality control. Depending on the
process, additional subunits or “auxiliary proteins” join ASCC2-ASCC3. We have thoroughly
revised the introduction, avoiding the distinction of “core” and “auxiliary” subunits.

We had previously shown that ASCC2 interacts with a small helical domain of the ASCC3 N-
terminal region but not with the ASCCS3 helicase region (as TRIP4 does), elucidated the
structural basis of the ASCC2-ASCC3 interaction and studied its relevance for ASCC3 auto-
regulation (Jia et al., Nat Commun, 2020). While we managed to obtain a ternary ASCC2-
ASCC3-TRIP4 complex from recombinant components, we did not obtain a cryoEM
reconstruction in which we could visualize all three components. Possibly the ASCC2-bound
N-terminal region of ASCC3 remains flexible and multiply oriented relative to the TRIP4-bound
helicase region in the isolated ternary complex. We also did not detect a direct, stable ASCC2-
TRIP4 interaction in vitro. We therefore focused on the ASCC3"R-TRIP4 interaction and its
functional consequences for ASCC3 helicase activity in the present manuscript.

Therefore, we now also briefly recapitulate the mode of interaction of ASCC2 and ASCC3 at
the end of the introduction to contrast it with the ASCC3-TRIP4 interaction investigated here,
but in the following focus on the ASCC3-TRIP4 interaction (line 105):

Previously, we showed that ASCC2 associates with a small helical domain in the N-terminal
region of ASCCS3, an interaction that may auto-regulate ASCC3.%° Here, we report that the
TRIP4 protein binds the ASCC3 helicase region and supports a hitherto unobserved
mechanism of nucleic acid translocation/unwinding.

1) Page 2 Line 29: What does it mean that ASCC3 is an unconventional helicase?
We avoided the term “unconventional” in the revised manuscript and now explicitly state that,

apart from SNRNP200, ASCC3 is the only known helicase with dual Ski2-like helicase units in
human.



2) Page 3, line 55-60: The sentence is too long and barely understandable for people
outside the field.

Due to a comment by reviewer 1, we thoroughly revised the introduction, leaving out
information not directly important for the present manuscript. In the course of revising the
introduction, we omitted the sentence in question.

3) It would be better to put some of the western blots in Figure 1 (c, e, f) in the
supplementary data and show the structures from figure 2a and b in Figure 1
instead. This is necessary to immediately understand the color code in Fig. 2 a,b)
Figure 2 c has a completely different color code and Figure 2d fits to a and b again.
This is a bit confusing. Further the numbering and the interacting residues in Figure
2d (first image) are barely visible.

We thank the reviewer for pointing out these deficits in our original figure and for suggestions
on how to improve it, which we implemented. First, in the revised main text Figure 1, we now
only show the interaction of ASCC3"R with full-length TRIP4 (formerly ASC1) and a TRIP4
fragment representing the portion of the protein visible in our cryoEM reconstruction (panel b).
All other SDS-PAGE gels monitoring interactions among other protein regions have been
moved to the Supplement (new Supplementary Figure 1). Second, we now display the protein
schemes (panel a), the main interaction tests (panel b) and the main structural figures (panels
c-g) together in the new Figure 1. Third, we have adjusted the color coding and tried to improve
labeling. In domain schemes and structure figures, we now display relevant ASCC3"R regions
in different shades of gray and TRIP4 uniformly in red (as ZnF, lasso and ASCH regions are
well separated and discernible in the structural overviews). Fourth, we removed the former
Figure 2c from the main text figure to avoid confusion due to different color coding. We now
show the corresponding information in the new Supplementary Figure 4, in which we highlight
ASCC3HR domains and similarity to SNRNP200"R by coloring domains blue to red from N-
terminus to C-terminus within each ASCC3"?/SNRNP200"Rhelicase cassette. New Figure 1:
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New Supplementary Figure 4:
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4) The information content of the DNA binding model in Figure 5a is rather low and it
somehow looks like the DNA is bound by negatively charged residues. Why is the
DNA chain broken in Figure 5d? Could you please optimize this model or illustrate
it better?

We apologize for the suboptimal presentation. As a similar point was raised also by reviewer
1, we have decided to remove the panel in question, as the situation is also illustrated in the
former Figure 5d (now new Figure 4a). The DNA was broken, as we had initially simply
transferred single-stranded DNA regions from the Hel308-DNA complex to the NC and CC of
ASCC3"R separately by superposition of the proteins without connecting the DNA regions.
However, after the superposition, the single-stranded DNA regions were pseudo-continuous,
such that they could be connected without further adjustments. We now display the modeled
regions of bound single-stranded DNA as a continuous strand. Here the new panel Figure 4a
after the adjustments:
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5) Just out of curiosity: The protein-DNA crosslink looks very efficient - what was the
problem with the cryo EM structure of the DNA bound complex. Did you try different
grid types?

Indeed, we have extensively screened different parameters to obtain a cryoEM structure of an
ASCC3HR-TRIP4-DNA complex, including grid surfaces (e.g. graphene as a support) as well
as various buffer conditions. Apparently, the complex disintegrates during vitrification, perhaps
due to fast binding/dissociation kinetics.

6) Fig. 3c (Input) and Fig. 5b some western blots look like modified in contrast and
brightness too much. Could you please provide an unmodified image?

Scans of any gel shown have only been uniformly adjusted for brightness/contrast. Original
images of all gels are contained in the Source Data file.



REVIEWERS' COMMENTS

Reviewer #1 (Remarks to the Author):

The introduction reads very well now and nicely prepares the reader for the results/discussion section.
By changing/improving the figures, they are now simpler and more intuitive to understand. The flow
has been improved and the text modification help the reader in understanding/interpreting the
experiments.

The inclusion of DNA binding experiments is great and makes the manuscript stronger. Also, the fact
that ALKBH3 does not stimulate the helicase in contrast to TRIP4 is very interesting.

Moreover, I also like the inclusion of the dsRNA unwinding experiments.

Minor

The authors used MST and refer to it as multi-scale thermophoresis in main text but microscale
thermophoresis in the methods section. I assume microscale thermophoresis is the correct wording.

Overall, the authors did a great job in improving the manuscript and I enjoyed reading the new
version. I recommend publication.

Reviewer #2 (Remarks to the Author):

The authors have appropriately addressed all the concerns from my previous review.

Reviewer #3 (Remarks to the Author):

The authors have addressed all points appropriately and optimized the manuscript as requested. I'm
happy to support the revised manuscript for acceptance.



Response to Reviewer Comments

Reviewer comments are repeated in bold italics, responses are in regular font.

Reviewer #1:

The introduction reads very well now and nicely prepares the reader for the
results/discussion section. By changing/improving the figures, they are now simpler
and more intuitive to understand. The flow has been improved and the text modification
help the reader in understanding/interpreting the experiments. The inclusion of DNA
binding experiments is great and makes the manuscript stronger. Also, the fact that
ALKBH3 does not stimulate the helicase in contrast to TRIP4 is very interesting.
Moreover, | also like the inclusion of the dsRNA unwinding experiments.

We thank the reviewer for these positive comments and for appreciating the revision of our
manuscript.

Minor:
The authors used MST and refer to it as multi-scale thermophoresis in main text but
microscale thermophoresis in the methods section. | assume microscale

thermophoresis is the correct wording.

We thanks the reviewer for catching this typo. Indeed “microscale” thermophoresis is correct.
We corrected the error.

Overall, the authors did a great job in improving the manuscript and | enjoyed reading

the new version. | recommend publication.

We thank the reviewer for recommending publication of our manuscript.

Reviewer #2;
The authors have appropriately addressed all the concerns from my previous review.

We thank the reviewer for the positive evaluation.

Reviewer #3:

The authors have addressed all points appropriately and optimized the manuscript as
requested. I'm happy to support the revised manuscript for acceptance.

We thank the reviewer for the positive evaluation and for supporting acceptance of the revised
manuscript.
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Statistics

For all statistical analyses, confirm that the following items are present in the figure legend, table legend, main text, or Methods section.
Confirmed

The exact sample size (n) for each experimental group/condition, given as a discrete number and unit of measurement

A statement on whether measurements were taken from distinct samples or whether the same sample was measured repeatedly

< The statistical test(s) used AND whether they are one- or two-sided
N Only common tests should be described solely by name; describe more complex techniques in the Methods section.

[ ] Adescription of all covariates tested
|:| A description of any assumptions or corrections, such as tests of normality and adjustment for multiple comparisons

< A full description of the statistical parameters including central tendency (e.g. means) or other basic estimates (e.g. regression coefficient)
2~ AND variation (e.g. standard deviation) or associated estimates of uncertainty (e.g. confidence intervals)

For null hypothesis testing, the test statistic (e.g. F, t, r) with confidence intervals, effect sizes, degrees of freedom and P value noted
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|:| For Bayesian analysis, information on the choice of priors and Markov chain Monte Carlo settings
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|:| Estimates of effect sizes (e.g. Cohen's d, Pearson's r), indicating how they were calculated

Our web collection on statistics for biologists contains articles on many of the points above.

Software and code

Policy information about availability of computer code

Data collection  EPU, version 2.14 (cryoEM/SPA data acquisition; Thermo Fisher Scientific; referenced in text)

Data analysis ChimeraX, version 1.4 (structure figure preparation; referenced in text)
Coot, version 0.9.8.1 (model building; referenced in text)
cryoSPARC, version 3.2.2 (all cryoEM image analysis; referenced in text)
ImageQuant, version 5.2 (quantification of bands on gels; Cytiva; referenced in text)
Molprobity, version 4.5.1 (structure evaluation; referenced in text)
OpenNuXL node of OpenMS, version 3.0.0 (cross-link data analysis; referenced in text)
PHENIX, version 1.20_4459 (real space refinement; referenced in text)
PISA sever, version 1.52 (macromolecular interface analysis; referenced in text)
PyMOL, version 1.8 (rmsd calculation; structure figure preparation; Schrédinger, LLC; referenced in text)
Prism, version 9.0 (data fitting; GraphPad; referenced in text)

For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). See the Nature Portfolio guidelines for submitting code & software for further information.

)
Q
—
(e
(D
©
O
=
s
<
-
(D
o
O
=
>
(@)
wn
[
3
=
Q
A

120 Y210




Data

Policy information about availability of data
All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

The cryoEM reconstruction of the ASCC3HR-TRIP4 complex has been deposited in the Electron Microscopy Data Bank (https://www.ebi.ac.uk/pdbe/emdb) under
accession code EMD-15521 (https://www.ebi.ac.uk/pdbe/entry/emdb/EMD-15521). Structure coordinates have been deposited in the RCSB Protein Data Bank
(https://www.rcsb.org) with accession code 8ALZ (https://www.rcsb.org/structure/8ALZ).60 The DNA-protein CLMS data have been deposited in the
ProteomeXchange Consortium (http://www.proteomexchange.org) via the PRIDE61 partner repository (https://www.ebi.ac.uk/pride/) under dataset identifier
PXD036106 (https://www.ebi.ac.uk/pride/archive/projects/PXD036106). All other data are contained in the manuscript or the Supplementary Information. Source
data are provided with this paper. Structure coordinates used in this study are available from the RCSB Protein Data Bank (https://www.rcsb.org) under accession
codes 2P6R (https://www.rcsb.org/structure/2P6R) and 4F91 (https://www.rcsb.org/structure/4F91).

Human research participants

Policy information about studies involving human research participants and Sex and Gender in Research.

Reporting on sex and gender N/A

Population characteristics N/A
Recruitment N/A
Ethics oversight N/A

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Field-specific reporting

Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences |:| Behavioural & social sciences |:| Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design

All studies must disclose on these points even when the disclosure is negative.

Sample size Sample sizes are described in the Methods. The sample sizes are standard for the in vitro assays performed in the study.
For cryoEM analysis, the sample size was chosen so as to yield a large number of particle images on the grids while avoiding non-specific
aggregation.
For biochemical and biophysical assays, sample sizes were chosen so as to provide significant and reproducible signals (analytical SEC;
unwinding assay, ATPase assay) or to provide clearly visible and quantifiable bands on gels (SDS PAGE analyses of analytical SEC).
For DNA-protein cross-linking/MS analyses, samples sizes were chosen so as to obtain clear signals in MS.

Data exclusions  Structural analysis by cryoEM involved the sorting of high quality particle images and rejection of poor quality particle images. Poor quality
particle images may be due to compositional heterogeneity in the sample or may originate from particles being damaged in the process of
grid preparation, e.g. at the air-water interface. The processing steps involving data exclusion are outlined in Supplementary Figure 2.
For other experiments, no data were excluded from the analyses.

Replication The numbers of technical and biological replicates are indicated in the text and figure legends.
For interaction tests, unwinding assays and ATPase assays at least two independent experiments were performed using the same biochemical
samples (such as recombinant proteins, nucleic acids, cell lines, antibodies). All attempts at replication were successful.

Randomization  This study reports results from in vitro biochemical/biophysical experiments. Randomization was not required for this study, as (1) no human
or animal subjects were studied, (2) quantitative data were collected, (3) no subjective interpretations were required and (4) there was no
danger of confounding independent variables in the experimental design.

Blinding This study reports results from in vitro biochemical/biophysical experiments, for which blinding is not applicable, as the experiments did not
involve human or animal subjects, and as the results from the experiments can be objectively evaluated/quantified.
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Reporting for specific materials, systems and methods

We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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Materials & experimental systems Methods

n/a | Involved in the study n/a | Involved in the study

[ 1IX Antibodies [ ] chip-seq

|:| Eukaryotic cell lines |:| Flow cytometry

|Z |:| Palaeontology and archaeology |Z |:| MRI-based neuroimaging
|:| Animals and other organisms

|Z |:| Clinical data

X |:| Dual use research of concern

Antibodies

Antibodies used Monoclonal a-Flag-M2 antibody produced in mouse, clone M2, purified 1gG1 subclass (Sigma-Aldrich F3165), diluted 1:7500
Monoclonal a-Flag-M2-FITC antibody produced in mouse, clone M2 (Sigma-Aldrich F4049), diluted 1:200
Monoclonal a-TRIP4 antibody (F-7), mouse/IgG1 k (Santa Cruz sc-376916), diluted 1:1000
Polyclonal a-ASCC1 antibody, rabbit/IgG (Proteintech 12301-1-AP), diluted 1:500
Polyclonal a-ASCC2 antibody, rabbit/IgG (Proteintech 11529-1-AP), diluted 1:1000
Polyclonal a-ASCC3 antibody, rabbit/IgG (Proteintech 17627-1-AP), diluted 1:1000
Recombinant a-HA-tag antibody, rabbit monoclonal [EPR22819-101] to HA-tag (Abcam ab236632), diluted 1:4000

Validation Monoclonal a-Flag-M?2 antibody produced in mouse, clone M2, purified IgG1 subclass (Sigma-Aldrich F3165): https://
www.sigmaaldrich.com/US/en/product/sigma/f3165
Monoclonal a-Flag-M2-FITC antibody produced in mouse, clone M2 (Sigma-Aldrich F4049): https://www.sigmaaldrich.com/US/en/
product/sigma/f4049
Monoclonal a-TRIP4 antibody (F-7), mouse/IgG1 k (Santa Cruz sc-376916): https://www.scbt.com/p/asc-1-antibody-f-7?
requestFrom=search
Polyclonal a-ASCC1 antibody, rabbit/IgG (Proteintech 12301-1-AP): https://www.ptglab.com/products/ASCC1-Antibody-12301-1-
AP.htm
Polyclonal a-ASCC2 antibody, rabbit/IgG (Proteintech 11529-1-AP): https://www.ptglab.com/products/ASCC2-Antibody-11529-1-
AP.htm
Polyclonal a-ASCC3 antibody, rabbit/IgG (Proteintech 17627-1-AP): https://www.ptglab.com/products/ASCC3-Antibody-17627-1-
AP.htm
Recombinant a-HA-tag antibody, rabbit monoclonal [EPR22819-101] to HA-tag (Abcam ab236632): https://www.abcam.com/ha-tag-
antibody-epr22819-101-ab236632.html

Eukaryotic cell lines

Policy information about cell lines and Sex and Gender in Research

Cell line source(s) Flp-In™ T-REx™ 293 cells {Thermo Fisher Scientific R78007)
Lenti-X 293T cells (Takara Bio 632180)
293T cells (ATCC CRL-3216)
PC-3 cells (ATCC CRL-1435)
Sf9 cells (Thermo Fisher Scientific 11496015)
High Five cells (Thermo Fisher Scientific B85502)

Authentication Flp-In™ T-REx™ 293 cells were purchased from the company and were not further authenticated.
293T and PC-3 cells were purchased from the company and were authenticated using the ATCC human STR profiling services.
Parental Sf9 cells and High Five cells were purchased from the company and were not further authenticated. Baculovirus-
based production of target proteins was confirmed by detecting target proteins on SDS PAGE gels after affinity purification.
Lenti-X 293T, 293T, PC-3, Sf9 and High Five cells are lab stocks that have been extensively used.

Mycoplasma contamination Flp-In™ T-REX™ 293, LentiX-293T, 293T and PC-3 cells were tested for mycoplasma contamination and confirmed to be
negative.
Sf9 cells and High Five cells were not tested for for mycoplasma contamination, as cells were only used for recombinant
protein production.

Lc0c Y21oy

Commonly misidentified lines No commonly misidentified cell lines were used in the study.
(See ICLAC register)
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