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An efficient combination of BEST and NUS methods
in multidimensional NMR spectroscopy for high
throughput analysis of proteinsy
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Application of Non Uniform Sampling (NUS) along with Band-selective Excitation Short-Transient (BEST)
NMR experiments has been demonstrated for obtaining the important residue-specific atomic level
backbone chemical shift values in short durations of time. This application has been demonstrated with
both well-folded (ubiquitin) and unfolded (a-synuclein) proteins alike. With this strategy, the experiments
required for determining backbone chemical shifts can be performed very rapidly, i.e., in ~2 hours of
spectrometer time, and this data can be used to calculate the backbone folds of proteins using well
established algorithms. This will be of great value for structural proteomic investigations on one hand,
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1. Introduction

Solution-state NMR spectroscopy has made great progress over
the past three decades in enabling determination of structural
and dynamic properties of non-crystalline and soluble
proteins." In this endeavour, chemical shift assignment is
a prerequisite as it provides valuable atomic level information,
which can be used for understanding not only the structural*?®
and dynamical properties®” of proteins, but also a vast variety of
protein-protein interactions,® which are crucial for biological
functions. Conventionally, the process involves recording a set
of nD-experiments for deriving backbone and side-chain
chemical shift assignments followed by analysis of NOESY-
derived distances or subjecting the chemical shift assign-
ments to online servers for structural elucidation; the latter
strategy of deriving structural information using chemical shift
alone is rather fast as compared to the former one, although it
only provides backbone folds. Side-chain chemical shift infor-
mation is extremely useful for understanding protein-ligand
and protein-protein interactions.’

“UM-DAE Centre for Excellence in Basic Sciences, University of Mumbai, Kalina
Campus, Santacruz, Mumbai 400 098, India

*Department of Chemical Sciences, Tata Institute of Fundamental Research (TIFR), 1-
Homi Bhabha Road, Colaba, Mumbai 400 005, India. E-mail: hosur@tifr.res.in
‘Department of Biosciences & Bioengineering, Indian Institute of Technology-Bombay
(IIT-B), Mumbai 400076, India

T Electronic supplementary information (ESI) available: Complete experimental
and processing details are given. See DOI: 10.1039/c8ra00527¢

1 These authors contributed equally.

17616 | RSC Adv., 2018, 8, 17616-17621

kinetic processes involving proteins, such as fibrillization, on the other hand.

One of the difficulties commonly encountered in the above-
mentioned experiments is that under physiological conditions,
stability of some proteins is rather poor due to many reasons
such as self-proteolysis,’ thermal instability," oligomeriza-
tion,™ and aggregation.* In such situations, the required multi-
dimensional NMR measurements have to be recorded within
the life span of the native state of the protein under study. In
this context, several strategies have been proposed: Filter
Diagonalisation Method (FDM),"* Reduced Dimensionality
(GFT*** and APSYY), Non-Uniform Sampling (NUS),'*>
projection reconstruction,”® Shaped Arrayed data acquisition
protocol (SHARC NMR),* Hadamard NMR,* Ultrafast,®
Covariance NMR,*” multiple-receiver techniques,”*** longitu-
dinal relaxation optimization,*** cooling overall spin temper-
ature (COST),*® HSQC-based multi-dimensional out-and-back
experiments,*® Band-Selective  Optimized-Flip-Angle-Short-
Transient (SOFAST),*” and Band-selective Excitation Short-
Transient (BEST)*® methods, which help to reduce the nD-
NMR experimental times to a significant extent. Atreya et al.®*
have demonstrated the importance of combined implementa-
tion of two fast NMR techniques (longitudinal relaxation opti-
mization*® and GFT") for obtaining the chemical shift
information in short instrumental times. However, to analyse
the chemical shifts from the GFT-acquired spectra, sub-spectra
need to be generated by performing appropriate linear
combinations.

Among the various options discussed above, BEST and NUS
have been the more commonly used techniques. BEST uses
band-selective pulses and thus exhibits very small recycle
delays. NUS requires special sampling schedules as well as
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processing schemes,'>* which are readily available on most
spectrometers. Thus, a combination of these two fast data
acquisition methods can turn out to be a method of choice,
which may open up new avenues for time-resolved atomic
resolution studies of kinetic processes involving proteins. Till
date, there have been very few articles reporting such studies,
which either utilize a set of hyper-dimensional NMR experi-
ments or require acquisition of many three-dimensional NMR
experiments.**** Although, in general, BEST and NUS strategies
can be incorporated in every pulse sequence, one would like to
specifically record a minimal set of experiments, namely, BEST-
(HNCO, HN(CA)CO, HNCA, HN(CO)CA, HNCACB, and HN(CO)
CACB) in combination with NUS, so that the obtained chemical
shift values can be fed into either CS-ROSETTA** or CS23D*
server to obtain the three dimensional structure of the protein
of interest. Interestingly, a similar approach has been suggested
for the determination of atomic resolution structures of the so-
called excited states of proteins.*®

Another difficulty one often faces while dealing with the
biologically important intrinsically disordered/partially folded
proteins is the poor "HN chemical shift dispersion in these
systems. In such cases, 3D-HNN type of experiments (HNN,*” A-
HNN,*® and ST-HNN*) have proved to be very useful as they
provide correlations between well-resolved '°N sites of adjacent
residues (N;_1-N;-N;;,) and additionally, these spectra display
different signals for the diagonal (N;) and cross-peaks (N, and
N;_,). Besides, they also display triplet specific peak patterns,
which serve as checkpoints during the peak assignment
process. In fact, HNN has also proved to be quite useful even for
small folded proteins. However, one of the shortcomings of
these experiments is that they are less sensitive and thus require
high data acquisition times for signal averaging.

The present manuscript offers a solution to the above-
discussed problems in the form of a set of NUS-combined
BEST-HNN,** BEST-HNCO and BEST-HN(CO)CACB*® experi-
ments for the backbone chemical shift assignments: -'HN,
-15N, -CO, -Ca. and -Cp of folded as well as unfolded proteins.
We can consider this set of methods as protein friendly NMR
experiments, as they help in high throughput analysis of both
folded and unfolded proteins in a rather short experimental
time of about 2 h for recording all the experiments. The utility of
NUS-combined BEST experiments has been demonstrated for
both intrinsically disordered a-synuclein as well as well-folded
ubiquitin proteins.

a-Synuclein (a-syn) is a 140 amino acid residue long intrin-
sically disordered protein (IDP). This protein accumulates in
the cytoplasm of dopaminergic neurons, leading to the forma-
tion of lewy bodies (LB) (containing fibrillar a-syn), which finally
causes neurodegenerative disorders such as Parkinson's disease
(PD), lewy body dementia (LBD), and multiple system atrophy
(MSA).>**? Familial early onset PD is associated with the dupli-
cation or triplication of the gene encoding o-syn (SNCA).*
Various point mutations in SNCA relate to autosomal dominant
familial form of PD.>** The oligomers of a-syn are thought to
be more toxic to dopaminergic neurons than o-syn fibrils
probably due to their ability to puncture the cell membrane,
which causes disruption in Ca®>" homeostasis.” These
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oligomers are on-pathway intermediates, which occur during
the fibrillization of a-syn. The overall process of fibrillization of
a-syn takes place over a period of few days; however, the time-
scale of conformational changes leading up to the toxic oligo-
mers is only a few hours.*® Therefore, to obtain an atomic level
understanding of a-syn conformation present, it is necessary to
record 3D NMR spectra within the lifespan of the conforma-
tional species, i.e., a few hours so that backbone chemical shift
assignments are determined; now, this represents a significant
challenge. In this study, we have addressed this challenge by
performing the 3D BEST-HNN experiment on o-syn with the
help of non-uniform sampling within ~1.5 h.

Ubiquitin, a 76 amino acid residue long globular or folded
protein is the earliest known member of a structurally
conserved family of proteins that are known to regulate a wide
variety of processes in eukaryotic cells. This protein has been
the subject for extensive studies in the recent years® due to its
involvement in diverse biochemical processes.

2. Materials and methods
2.1 Expression and purification of proteins

Both a-syn and ubiquitin proteins were overexpressed in BL21
(DE3) E. coli cells, as described elsewhere,® with the modifica-
tion that the cells were grown in M9 minimal media containing
N-ammonium chloride and "*C-glucose as the only source of
nitrogen and carbon, respectively, for the generation of
uniformly labelled 'C/'°N samples. o-Syn was purified
according to the guidelines illustrated in detail by Volles et al.®
His-tagged ubiquitin was affinity purified on Ni-NTA beads
(Sigma-Aldrich) and eluted with Tris buffer (pH 7.5) containing
250 mM imidazole.

2.2 NMR measurements

All the experiments on a-syn were performed at 288 K on
a Bruker Avance 600 MHz NMR spectrometer with a cryogeni-
cally cooled probe. The experiments on ubiquitin were carried
out at 298 K on a Bruker Avance 750 MHz NMR spectrometer
equipped with a room temperature probe. **C/**N-labelled o-
syn protein sample was prepared at a concentration of ~800 M
at pH 6.0 in 20 mM phosphate buffer containing 90% H,O and
10% D,0. “C/**N-labelled ubiquitin sample was prepared at
a concentration of ~1 mM at pH 5.0 in 25 mM acetate buffer
containing 90% H,0 and 10% D,O (see ESI} for further exper-
imental details).

3. Results and discussion

We have previously demonstrated the advantages of BEST-HNN
over HNN with regard to the S/N ratio under conditions of
identical resolutions and experimental times.*® Herein, we first
try to define the appropriate number of increments for
achieving acceptable resolution to enable the assignments,
keeping in mind the requirement of short experimental time.
Following this, we have compared the performances of non-
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uniform sampling (NUS) and uniform sampling (US)-based
BEST-HNN experiments.

Fig. 1 compares the 3D-HNN spectra of a-syn recorded with
different versions of pulse schemes and with different param-
eters. The conventional HNN experiment was recorded in (8
scans and 1024 x 40 x 40 number of points, with 1 s of recycle
delay) ~5 h of experimental time (Fig. 1a). Herein, >N chemical
shift resolution was quite poor due to the acquisition of less
number of dwell increments. As a result, establishing N
chemical shift correlation was almost impossible for the resi-
dues A19-K21, wherein closely separated cross-peak intensities
with negative signals were cancelled out by the positive diagonal
peaks. In fact, to resolve such peaks for having good N
chemical shift resolution, 3D-HNN experiments required more
number of points in the indirect dimensions; for example, in
the present case, the experiment needed about 128 increments
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Fig. 1 Comparison of 3D-HNN spectra of a-synuclein recorded in
different experimental schemes; (a) conventional-HNN, (b) BEST-
HNN, and (c) NUS-BEST-HNN. Herein, unambiguous 15N chemical
shift assignments have been achieved with the aid of 3D-NUS-BEST-
HNN.
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in both the indirect dimensions. As a result, 3D-HNN experi-
ment had to be acquired for ~2 days, which was much longer
than the lifetime of the native state of an IDP under aggregating
conditions.”®

In such cases, recording BEST version of HNN experiment is
a good choice as it quickly provides the direct >N chemical shift
correlations, and a single experiment is adequate to get the
whole set of amino acids present. Thus, a BEST-HNN experi-
ment was acquired in ~14 h of spectrometer time, with 0.2 s of
recycle delay and 128 dwelling increments in both the indirect
dimensions (Fig. 1b). In the BEST-HNN spectrum, very closely
separated '°N chemical shifts were satisfactorily resolved, and
this allowed unambiguous identification of A19-K21 residues.
However, ~14 h of experimental time was still too long.

Therefore, to reduce data acquisition time, we implemented
NUS (10% random sampling); here, selection of random
sampling was due to the constant-time evolution along both the
indirect dimensions of HNN. This reduced the experimental
time to only ~1 h 29 min, which was a substantial improvement
over the experimental times of other HNN pulse schemes. The
BEST-HNN experiments were acquired with 10%, and 20% NUS
sampling, and we found that 10% sampling was adequate for
reproducing exact results. Here, the NUS-BEST-HNN data sets
were processed by using various protocols, viz., MDD (multi-
dimensional decomposition),** IST (iterative soft threshold),*
and IRLS (iteratively re-weighted least squares)®* in Bruker
Topspin 4.0.1. Finally, chemical shift analysis was performed
for the IRLS-processed NUS-BEST-HNN data set in the CARA
software,® as the spectral quality of IRLS-processed data set was
found to be superior (with negligible artefacts) compared to
those of the other two processing protocols (see ESI Fig. 1 and
21). Subsequently, signal-to-noise ratios (SNRs) for all the amide
functional groups were also measured, and a good agreement
was noticed between the BEST-NUS and NUS-BEST-HNN spectra
(see ESI Fig. 3). Similarly, analysis of D98-N103 residues was
also performed with the help of the NUS-BEST-HNN experiment
(see ESI Fig. 4t). The acquisition time of the NUS-BEST-HNN
experiment (~1 h 29 min) was well within the lifetime of the
native state of aggregating a-syn, and this makes it an incredible
tool for atomic resolution structural investigations on aggre-
gating IDPs in general.

Apart from fast backbone H" and N chemical shift assign-
ments for an aggregating IDP, attempts were made for the
development of a protocol for rapid structural elucidation of
small well-folded proteins. As an example, a set of NUS-
combined BEST schemes (with 0.2 s of relaxation delay),
namely, BEST-HNN (10% sampling, Fig. 2a), BEST-HNCO (5%
sampling, Fig. 2b), and BEST-HN(CO)CACB (5% sampling,
Fig. 2c) experiments were recorded on a BRUKER 600 MHz
spectrometer in ~1 h 29 min, ~22 min, and ~28 min, respec-
tively, on a *C and "N doubly labelled ubiquitin protein (see
ESIT for the further details). Indeed, 5% NUS sampling in both
these BEST-HNCO and BEST-HN(CO)CACB experiments was
found to be sufficient to observe all the peaks. In this case, the
set of NUS-BEST experiments together required only ~2 h
20 min of spectrometer time.

This journal is © The Royal Society of Chemistry 2018
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Fig. 2 NUS-BEST-HNN, NUS-BEST-HNCO, and NUS-BEST-HN(CO)CACB spectra recorded for ubiquitin protein are shown in (a), (b) and (c),
respectively. Herein, assigned backbone chemical shift values were subjected to the CS-ROSETTA calculations, and the obtained three
dimensional structure with satisfactory convergence (RMSD = 0.93 A for the backbone) is depicted in (d).

Subsequently, the backbone 'H, "N, CO, Ca, and CB
chemical shifts (total of 344) obtained from these experiments
(from the NUS-BEST experiments) were subjected to the CS-
ROSETTA structure calculations,* which generated a structure
with RMSD values of 0.93 A and 1.3 A for the backbone and
heavy atoms, respectively, (Fig. 2d). The present protein struc-
ture had an RMSD of 0.8 A with respect to the NMR structure
reported earlier (PDB ID: 1D3Z) while using only ordered resi-
dues for the calculations (see ESI Fig. 51). On the other hand,
relative to the same reference structure (1D3Z), the present CS-
ROSETTA structure showed backbone and heavy atom RMSD
values of 1.0 A, and 1.4 A, respectively. These values were found
to be in good agreement with the backbone (0.75 A) and heavy
atom (1.35 A) RMSD values reported by Shen et al. relative to the
NMR structure 1D3Z.** These RMSD values were calculated
from the PSVS server (http://www.psvs-1_5-dev.nesg.org/) and
the program PYMOL (http://www.pymol.sourceforge.net/).

In conclusion, the present study demonstrates a protocol
employing combined application of BEST- and NUS-based fast
acquisition techniques for quick investigations into the struc-
tural features of small-sized well-folded proteins as well as
intrinsically disordered proteins. We have recorded a minimal
set of BEST-HNN, BEST-HNCO and BEST-HN(CO)CACB experi-
ments in only ~2 h 20 min of spectrometer time for ubiquitin
protein. The obtained backbone chemical shift values when

This journal is © The Royal Society of Chemistry 2018

subjected to the CS-ROSETTA analysis provide a three-
dimensional structure of the protein, which is found to
closely resemble the previously reported structure obtained by
the conventional lengthy procedures based on NOE structural
restraints. The protocol proposed here makes fairly accurate
structural elucidation of small folded proteins possible in
a day's time, which is a great advancement over the conven-
tional methods. Also, the method makes it feasible to determine
structural information for proteins at lower concentrations than
those required by the contemporary methods, because the gain
in the sampling rate due to NUS can be used to acquire more
number of scans. As an important application, the quick
determination of atomic level (backbone N and 'H chemical
shifts) information of intrinsically disordered ¢-syn in only ~1 h
29 min from a single experiment, NUS-BEST-HNN, in combi-
nation with prior knowledge of the amino acid sequence of the
protein presents new prospects for identification of factors
contributing majorly to the reaction coordinates of the aggre-
gation process. Taking into consideration the pace at which
backbone chemical shift information is made available by this
approach, our results seem to present exciting opportunities for
tracking the aggregation pathways of IDPs at atomic resolution
in a time-dependent manner, which may provide deeper
insights into these pathophysiological pathways undertaken by
IDPs, and this can consequently lead to the development of

RSC Adv., 2018, 8, 1761617621 | 17619
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novel therapeutics for neurodegenerative disorders; this will be
the subject matter of a separate publication in the near future.

Conflicts of interest

The authors declare no conflict of interest.

Acknowledgements

The authors thank National NMR Facility, TIFR, Mumbai. We
also thank Prof. Ashutosh Kumar (IIT, Mumbai), and Prof.
Jeetender Chugh (IISER, Pune) for the given spectrometer times.
VMRK (PDF/2016/000365), VKS (PDF/2016/000255), and KR
(PDF/2016/002063) are thankful to DST-SERB, Government of
India, New Delhi for the support of funding, and award of
National Postdoctoral Fellowships. MB is grateful to Tata
Institute of Fundamental Research, Mumbai and Department
of Atomic Energy, Government of India, Mumbai for financial
support.

Notes and references

1 K. Wiithrich, NMR in biological research: Peptides and
proteins, American Elsevier Pub. Co, 1976.
2 S. Sperat and A. Bax, J. Am. Chem. Soc., 1991, 113, 5490-5492.
3 A. Cavalli, X. Salvatella, C. M. Dobson and M. Vendruscolo,
Proc. Natl. Acad. Sci. U. S. A., 2007, 104, 9615-9620.
4 D. S. Wishart, Prog. Nucl. Magn. Reson. Spectrosc., 2011, 58,
62-87.
5 M. V. Berjanskii and D. S. Wishart, Biochim. Biophys. Acta,
Proteins Proteomics, 2017, 1865, 1564-1576.
6 P. Robustelli, K. A. Stafford and A. G. Palmer I11, J. Am. Chem.
Soc., 2012, 134, 6365-6374.
7 L. E. Kay, J. Magn. Reson., 2005, 173, 193-207.
8 M. P. Williamson, Prog. Nucl. Magn. Reson. Spectrosc., 2013,
73, 1-16.
9 J. J. Ziarek, F. C. Peterson, B. L. Lytle and B. F. Volkman,
Methods Enzymol., 2011, 493, 241-275.
10 C. Vlad, K. Lindner, C. Karreman, S. Schildknecht, M. Leist,
N. Tomczyk, J. Rontree, J. Langridge, K. Danzer, T. Ciossek,
A. Petre, M. L. Gross, B. Hengerer and M. Przybylski,
ChemBioChem, 2011, 12, 2740-2744.
11 E. Leikina, M. V. Mertts, N. Kuznetsova and S. Leikin, Proc.
Natl. Acad. Sci. U. S. A., 2002, 99, 1314-1318.
12 L. Giehm, D. I. Svergund, D. E. Otzen and B. Vestergaarda,
Proc. Natl. Acad. Sci. U. S. A., 2011, 108, 3246-3251.
13 J. Hofrichter, P. D. Ross and W. A. Eaton, Proc. Natl. Acad. Sci.
U. S. A., 1974, 71, 4864-4868.
14 J. Chen, D. Nietlispach, V. A. Mandelshtam and A. J. Shaka, J.
Magn. Reson., 2004, 169, 215-224.
15 S. Kim and T. Szyperski, J. Am. Chem. Soc., 2003, 125, 1385-
1393.
16 T. Szyperski and H. S. Atreya, Magn. Reson. Chem., 2006, 44,
S$51-S60.
17 S. Hiller, F. Fiorito, K. Wiithrich and G. Wider, Proc. Natl.
Acad. Sci. U. S. A., 2005, 102, 10876-10881.
18 J. C. Hoch, Methods Enzymol., 1989, 176, 216-241.

17620 | RSC Adv., 2018, 8, 17616-17621

View Article Online

Paper

19 K. Kazimierczuk, A. Zawadzka, W. Kozminski and I. Zhukov,
J. Biomol. NMR, 2006, 36, 157-168.

20 D. M. Korzhneva, 1. V. Ibraghimov, M. Billeter and
V. Y. Orekhov, J. Biomol. NMR, 2001, 21, 263-268.

21 V. Y. Orekhov, I. Ibraghimov and M. Billeter, J. Biomol. NMR,
2003, 27, 165-173.

22 S. G. Hyberts, H. Arthanari and G. Wagner, Top. Curr. Chem.,
2012, 316, 125-148.

23 E. Kupce and R. Freeman, J. Am. Chem. Soc., 2004, 126, 6429~
6440.

24 P. Sakhaii, B. Haase and W. Bermel, J. Magn. Reson., 2008,
191, 291-303.

25 E. Kupce, T. Nishida and R. Freeman, Prog. Nucl. Magn.
Reson. Spectrosc., 2003, 42, 95-122.

26 M. Mishkovsky and L. Frydman, Annu. Rev. Phys. Chem.,
2009, 60, 429-448.

27 D. A. Snyder, F. Zhang and R. Briischweiler, J. Biomol. NMR,
2007, 39, 165-175.

28 E. Kupce, Top. Curr. Chem., 2013, 335, 71-96.

29 E. Kupce, R. Freeman and B. K. John, J. Am. Chem. Soc., 2006,
128, 9606-9607.

30 S. Chakraborty, S. Paul and R. V. Hosur, J. Biomol. NMR,
2012, 52, 5-10.

31 J. G. Reddy and R. V. Hosur, J. Biomol. NMR, 2013, 56, 77-84.

32 S. M. Pudakalakatti, A. Dubey and H. S. Atreya, Chem. Sci.,
2015, 127, 1091-1097.

33 K. Pervushin, B. Vogeli and A. Eletsky, J. Am. Chem. Soc.,
2002, 124, 12898-12902.

34 H. S. Atreya and T. Szyperski, Proc. Natl. Acad. Sci. U. S. A.,
2004, 101, 9642-9647.

35 M. Deschamps and I. D. Campbell, J. Magn. Reson., 2006,
178, 206-211.

36 T. Diercks, M. Daniels and R. Kaptein, J. Biomol. NMR, 2005,
33, 243-259.

37 P. Schanda, E. Kupce and B. Brutscher, J. Biomol. NMR, 2005,
33, 199-211.

38 P. Schanda, H. V. Melckebeke and B. Brutscher, J. Am. Chem.
Soc., 2006, 128, 9042-9043.

39 M. Mayzel, J. Rosenléw, L. Isaksson and V. Y. Orekhov, J.
Biomol. NMR, 2014, 58, 129-139.

40 T. K. Karamanos, C. L. Pashley, A. P. Kalverda,
G. S. Thompson, M. Mayzel, V. Y. Orekhov and
S. E. Radford, J. Am. Chem. Soc., 2016, 138, 6271-6280.

41 L. Isaksson, M. Mayzel, M. Saline, A. Pedersen, J. Rosenlow,
B. Brutscher, B. G. Karlsson and V. Y. Orekhov, PLoS One,
2013, 8, €62947.

42 A. Piai, E. O. Calcada, T. Tarenzi, A. del Grande, M. Varadi,
P. Tompa, I. C. Felli and R. Pierattelli, Biophys. J., 2016,
110, 372-381.

43 J. Rosenlow, L. Isaksson, M. Mayzel, J. Lengqvist and
V. Y. Orekhov, PLoS One, 2014, 9, €96199.

44 Y. Shen, O. Lange, F. Delaglio, P. Rossi, J. M. Aramini, G. Liu,
A. Eletsky, Y. Wy, K. K. Singarapu, A. Lemak, A. Ignatchenko,
C. H. Arrowsmith, T. Szyperski, G. T. Montelione, D. Baker
and A. Bax, Proc. Natl. Acad. Sci. U. S. A., 2008, 105, 4685—
4690.

This journal is © The Royal Society of Chemistry 2018


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c8ra00527c

Open Access Article. Published on 15 May 2018. Downloaded on 7/11/2025 11:21:21 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

45 D. S. Wishart, D. Arndt, M. Berjanskii, P. Tang, J. Zhou and
G. Lin, Nucleic Acids Res., 2008, 36, W496-W502.

46 P. Vallurupalli, G. Bouvignies and L. E. Kay, J. Phys. Chem. B,
2011, 115, 14891-14900.

47 S. C. Panchal, N. S. Bhavesh and R. V. Hosur, J. Biomol. NMR,
2001, 20, 135-147.

48 A. Chatterjee, A. Kumar and R. V. Hosur, J. Magn. Reson.,
2006, 181, 21-28.

49 J. Chugh, D. Kumar and R. V. Hosur, J. Biomol. NMR, 2008,
40, 145-152.

50 D. Kumar, S. Paul and R. V. Hosur, J. Magn. Reson., 2010, 204,
111-117.

51 J. Q. Trojanowski, M. Goedert, T. Iwatsubo and V. M. Lee,
Cell Death Differ., 1998, 5, 832-837.

52 M. Hashimoto and E. Masliah, Brain Pathol., 1999, 9, 707-
720.

53 B. Singleton, M. Farrer, ]J. Johnson, A. Singleton, S. Hague,
J. Kachergus, M. Hulihan, T. Peuralinna, A. Dutra,
R. Nussbaum, S. Lincoln, A. Crawley, M. Hanson,
D. Maraganore, C. Adler, M. R. Cookson, M. Muenter,
M. Baptista, D. Miller, J. Blancato, J. Hardy and K. Gwinn-
Hardy, Science, 2003, 302, 841.

54 M. H. Polymeropoulos, C. Lavedan, E. Leroy, S. E. Ide,
A. Dehejia, A. Dutra, B. Pike, H. Root, ]J. Rubenstein,
R. Boyer, E. S. Stenroos, S. Chandrasekharappa,
A. Athanassiadou, T. Papapetropoulos, W. G. Johnson,

This journal is © The Royal Society of Chemistry 2018

View Article Online

RSC Advances

A. M. Lazzarini, R. C. Duvoisin, G. Di Iorio, L. I. Golbe and
R. L. Nussbaum, Science, 1997, 276, 2045-2047.

55 R. Kriiger, W. Kuhn, T. Muller, D. Woitalla, M. Graeber,
S. Kosel, H. Przuntek, J. T. Epplen, L. Schols and O. Riess,
Nat. Genet., 1998, 18, 106-108.

56 J. J. Zarranz, J. Alegre, J. C. Gomez-Esteban, E. Lezcano,
R. Ros, I. Ampuero, L. Vidal, J. Hoenicka, O. Rodriguez,
B. Atares, V. Llorens, T. E. Gomez, T. del Ser, D. G. Munoz
and J. G. de Yebenes, Ann. Neurol., 2004, 55, 164-173.

57 B. Winner, R. Jappelli, S. K. Maji, P. A. Desplats, L. Boyer,
A. Aigner, C. Hetzer, T. Loher, M. Vilar, S. Campioni,
C. Tzitzilonis, A. Soragni, S. Jessberger, H. Mira,
A. Consiglio, E. Pham, E. Masliah, F. H. Gage and R. Riek,
Proc. Natl. Acad. Sci. U. S. A., 2011, 108, 4194-4199.

58 D. Ghosh, P. K. Singh, S. Sahay, N. N. Jha, R. S. Jacob, S. Sen,
A. Kumar, R. Riek and S. K. Maji, Sci. Rep., 2015, 5, 9228.

59 C. M. Pickart and M. J. Eddins, Biochim. Biophys. Acta, 2004,
1695, 55-72.

60 M.]J. Volles and P. T. Lansbury, J. Mol. Biol., 2007, 366, 1510-
1522.

61 V. Y. Orekhov and V. A. Jaravine, Prog. Nucl. Magn. Reson.
Spectrosc., 2011, 59, 271-292.

62 K. Kazimierczuk and V. Y. Orekhov, Angew. Chem., Int. Ed.,
2011, 50, 5556-5559.

63 R. Keller, The Computer Aided Resonance Assignment
Tutorial, PhD thesis, Diss. ETH Nr. 15947, ETH Zurich, 2004.

RSC Adv., 2018, 8, 17616-17621 | 17621


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c8ra00527c

	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...

	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...
	An efficient combination of BEST and NUS methods in multidimensional NMR spectroscopy for high throughput analysis of proteinsElectronic...


