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Abstract: Chondroitin sulfate (CS) E is the natural ligand for pleiotrophin (PTN) in the central
nervous system (CNS) of the embryo. Some structures of PTN in solution have been solved, but no
precise location of the binding site has been reported yet. Using 1°N-labelled PTN and HSQC NMR
experiments, we studied the interactions with a synthetic CS-E tetrasaccharide corresponding to the
minimum binding sequence. The results agree with the data for larger GAG (glycosaminoglycans)
sequences and confirm our hypothesis that a synthetic tetrasaccharide is long enough to fully interact
with PTN. We hypothesize that the central region of PTN is an intrinsically disordered region (IDR)
and could modify its properties upon binding. The second tetrasaccharide has two benzyl groups
and shows similar effects on PTN. Finally, the last measured compound aggregated but beforehand,
showed a behavior compatible with a slow exchange in the NMR time scale. We propose the same
binding site and mode for the tetrasaccharides with and without benzyl groups.

Keywords: glycosaminoglycan; chondroitin sulphate type E; NMR; 1°N-HSQC

1. Introduction

The neurotrophic and developmental factor pleiotrophin (PTN), together with mid-
kine (MK), constitute the neurite growth-promoting factor family [1]. They are potent
cytokines that act through proteoglycan membrane receptors modulating their activity that
is associated with highly sulfated GAG interaction, mainly CS type E or heparin. The main
receptor for PTN is the transmembrane-based tyrosine kinase receptor-type protein tyro-
sine phosphatase ¢ (PTPRZ). PTNs main expression occurs during CNS embryo formation
but participates in other physiological processes such as tissue repair, cell differentiation,
inflammation, angiogenesis, and cancer [2].

GAG belongs to a family of extracellular linear sulfated polysaccharides that includes
heparin and chondroitin sulfate (CS). Their basic structure is composed of a sulfated repeat-
ing disaccharide formed by a hexosamine and a uronic acid. Their unusual biosyntheses
yield long and complex chains, the primary source of heterogeneity is the diverse sulfation
patterns over the same chain. GAG regulates many biological processes via the interaction
with a large number of proteins [3].

The neurite growth-promoting factor family can be considered a relevant molecular
target for the treatment of various diseases. Therefore, there is a great interest in the
discovery of inhibitors. It is known that MK and PTN strongly bind to heparin and CS
chains and that these molecular recognition events are essential for protein activity [4].
From the small molecule perspective, we studied the binding of synthetic tetrasaccharides
with MK and PTN using NMR transient techniques, transfer NOE and STD, and molecular
modeling [5-7]. PTN solution structure and several complexes were described by one of
us using NMR methods. From the solution structure it is relatively straightforward to
analyze the role of the GAG substitution in the interaction using 15N-HSQC titrations [8,9].
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In this work, we studied the interaction between PTN and ligands 1-3 from the protein
perspective, applying the same methods as previously [8,9] to explore the minimum length
for interaction together with the role of the hydrophobicity.

The synthetic tetrasaccharides 1-3 are pure compounds corresponding to the formulae
in Scheme 1 [6]. Formula 1 is a model of CS-E sequence, except having the sulfate in position
4 at the non-reducing terminal and the 4-methoxyphenyl group at the reducing-end to
ensure consistency of the alpha-beta stereochemistry. Formula 2 has two additional benzyl
groups in position 3 of the glucuronate rings, and 3 is fully O-substituted.
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Scheme 1. Formulae for 1-3.

Synthetic methods have several advantages compared with the other principal source
of glycosaminoglycans, which is the hydrolysis of the natural polymers. The most obvious
difference is the unsaturation created by the depolymerization reaction in the non-reducing
end. This unsaturation makes it impossible to distinguish between GlcA and IdoA on the
parent compound. At the other end, there is an unblocked sulfated galactosamine residue.
The presence of both anomers, alpha, and beta, is another source of heterogeneity [10].
Therefore, the synthetic tetrasaccharides should be considered equivalent to dp6 from the
binding viewpoint.

Their synthesis has been described, and their interaction with midkine has been
analyzed using NMR transient methods [6]. Their interaction with PTN has also been
investigated [5,7]. We have found that introducing aromatic moieties increases the affinity
for both MK and PTN [5,6,11]. We decided to investigate the complex structure from the
protein perspective to assess if the interaction of the mimetics occurs in the same site or at
an alternative location.

To characterize the interaction between the saccharides and MK or PTN, we used
fluorescence polarization competition assay, with a fluorescence probe prepared by us,
monitoring the fluorescence polarization decrease with ligand addition [12].

The PTN structure has two pseudotrombospondin type 1 repeat domains (TSR) stabi-
lized by disulfide bonds, linked by a central disordered region, and with both ends also
unstructured. Basic amino acids predominate in both ends and both beta-sheet domains.
They can be grouped in clusters. In the NTD, R35, R39, R49, R52, and K54 are in the
same face, the internal one. The CTD residues K84, R86, K107, and K68, K91, and R92,
classified as clusters 1 and 2, respectively, correspond to the region close to the central
linker and the loop between strands 2 and 3 of CTD. In some of the structures deposited in



Pharmaceuticals 2022, 15, 496

30f10

the protein data bank clusters 1 and 2 are spatially close. There is another group of basic
residues on CTD in strands 2 and 3, K84, R86, and K107, directed towards the internal
part of PTN in some of the structures [9,13]. PTN is very flexible; the 10 structures that
characterize the ensemble, compatible with the experimental results in the PDB database,
are highly dispersed (2N6F) [9]. If a single TSR is used for superimposition, then a clearer
superimposition can be observed. Then, the central connection between the NTD and CTD
is at the origin of this behavior.

In this work, we studied the binding of CS-E tetrasaccharides 1 and two mimetics 2
and 3, using protein NMR techniques, ">’N-HSQC [12]. The data indicate that the pertur-
bations induced by CS-E tetrasaccharide 1 are similar to the mimetic 2 with two benzylic
substituents [11].

2. Results

We applied the chemical shift perturbation mapping technique to compare at atomic
resolution the effects of 1, 2, and 3 on the interaction with PTN using "’N-HSQC experi-
ments at different concentrations of ligands. This technique allows the interaction site to
be defined. The initial assignment of the PTN >N-HSQC in measuring buffer was carried
out using the data from BMRB [14] (accession number 25762, see Supplementary Material:
Tables S1 and S2). After this, a titration was performed, adding 1, 2, or 3 from molar ratios
from 0.0 to 3.04.0. Along with the titration, chemical shift differential displacements were
detected. Once processed, the experiment array was analyzed using the MBinding module
of MNova for a 1:1 complex. Compounds 1 and 2 produced changes compatible with
binding in a fast exchange regime in the NMR time scale and showed similar results to the
previous cases described by Wang [9,13] (Figure 1).
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Figure 1. Superimposition of 15N HSQC spectra of PTN in presence of 1 (a) at 0.0,0.2,0.4,0.6,0.8, 1,
1.5, 2.0, and 3.0 equivalents and 2 (b) at 0.0, 0.2, 0.4, 0.6, 0.8, 1, 1.5, 2.0, 3.0, and 4.0 equivalents.

In the case of 3, the protein peaks disappeared along with the titration. As a result,
the precise exchange regime is unclear; it may be the consequence of a combination of
slow exchange followed by aggregation, unfolding or another process that dismisses the
amount of observable protein in solution (Figure 2). A similar ligand-induced signal
decrease was seen in the titration of PTN by heparin reported by Rauvala [13]. In both
cases, the final results are similar, as shown in Figure 2, with signals that can be attributed
to unfolded structures.
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Figure 2. (a) Superimposition of trace of peak G 31 of PTN at 0.0 (red), 0.2, 0.4, 0.6, 0.8, 1.0, 1.5, and
2.0 (purple) equivalent of 3. (b) Superimposition of >N HSQC spectra of PTN at 0.0 (red), and 1.5
(green), added equivalents of 3.

Figure 3 displays the CSP of 1 and 2 along the chain, and in the top are the secondary
structure elements, beta-strands, and the NTD and CTD region indicated at the same scale.
The results obtained for tetrasaccharides 1 and 2 were qualitatively similar to previous data
on CS-E (dp6), CS-A (dp8) [9], heparin (dp6), CS-E (dp6), DS (dp8), and CS-A (dp8) [8].
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Figure 3. Graphical representation of chemical shift perturbation analysis per residue on PTN after
addition of 1 (a) and 2 (b). Representation of beta-strand regions in NTD and CTD are shown on
the top.

The global CSP profile of both compounds is very similar. The magnitude of the
variation is clearly more significant for 2, likely because of the influence of the aromatic
rings of the O-benzyl groups (see Figure 3). When the secondary structure is considered,
there are two regions where the larger relative CSP values are concentrated: the hinge
region and the connection between the 2nd and 3rd beta-strands of the CTD. These two
regions are close together in the space in some of the structures from the Protein Data
Bank (2n6f), see Figure 4. Interestingly, the CSP magnitudes are very different for both
compounds that are larger for 2 reaching until approximately 0.6. While in the case of 1 the
maximum is 0.28.

CTD

ASP136

Figure 4. Cont.
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Figure 4. Secondary structure of PTN (pdb 1st model of 2n6f) (a) 1 (b) 2 complexes with residues
highlighted in stick representation, according to the CSP magnitude: (red larger than 0.2, blue larger

than 0.1).

From the normalized curves CSP vs. ligand to protein ratio, binding constants were
calculated for each residue assuming a 1:1 model (see Figure 5, Table 1, and Supplementary
Material: Tables S3 and S4). This analysis contradicts the previous fluorescence polarization
data with stronger binding for the tetrasaccharide 2 with two benzylic substituents for both

MK and PTN [5,6].
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Figure 5. Normalized CSP changes used for calculating the binding curves for K61 and R92 for (a) 1
and (b) 2, respectively. Kp was calculated assuming a 1:1 complex.
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Table 1. Kp and oKp of K61 and R92.

1 2
KD (mM) KD (mM)
Ke61 0.117 + 0.024 0.225 + 0.086
R92 0.236 + 0.086 0.518 £+ 0.042

3. Discussion

We used "N-HSQC to analyze the binding of 1-3 oligosaccharides to °N labeled
PTN from the protein perspective. Formulae 1-3 are tetrasaccharide mimics of the CS-E
sequence, with a variable number of aromatics substituents, one, three, and seven. We
previously presented the concept of CS-E mimetic with improved affinity for MK and PTN
by introducing aromatics rings in their structure [5]. Compounds 1 and 2 are in the fast
exchange regime, and some peaks move along the titration (Figure 1). From the variation of
CSP with ligand concentration, the binding constants were calculated for several individual
residues. Almost all the backbone amide peaks can be observed and assigned, but not
all showed changes in the chemical shifts. Compound 3 behaves differently; in the first
titration points, the intensity of the signals decreases, until peaks disappear, but they do not
reappear in the complex position as can be expected for a slow chemical shift equilibrium.
As an alternative mechanism, aggregation or unfolding is a plausible hypothesis.

The ICsp measured by fluorescence polarization competition assay for PTN were
proportional to the number of aromatics rings in the molecule [5]. The Kp calculated from
CSP data for each residue for a 1:1 complex follow the opposite trend, and their affinities
are lower for 2. A possible explanation can be that as concentrations are so different, the
stoichiometry varies from the FPCA to the NMR data.

The results here presented fully support, also from the protein perspective, that the
binding of the CS-E tetrasaccharide and the mimetic with two benzyl moieties, 2, occurs in
the same region and with similar characteristics compared to 1 [5,8,9]. Therefore, 2 can be
considered a mimetic of 1 (Figure 3). The more significant chemical shift perturbations for
each complex analyzed individually are located in identical regions of the PTN: in the hinge
region, R52-C68, between NTD, G16-R52, and CTD, C68-C109, and in CTD in the con-
necting the loop between strands 2 and 3 of the beta-sheet, R92-T102, (see Figures 1 and 2).
Both structural elements are close together in the space in some NMR structures, suggesting
that this is a critical element in the formation of the complexes. When we analyzed the
individual residues in depth as W, that used to be involved in interaction with sugars, we
found that only one from four were classified as interacting residues. This can be explained
by considering that '’N-HSQC analysis is directed towards the variation of the backbone
chemical shifts, while the carbohydrate-Trp interaction is between side chains.

There is a discrepancy between the magnitude of the chemical shift changes and Kp,
with the most currently accepted rule being that the magnitude is proportional to the
strength of the interaction. In this case, the chemical shift variations are larger for 2 with
two benzylic substituents, but the Kp are weaker than those estimated by fluorescence
polarization at lower concentrations. This can be explained by the effect of the aromatic
chemical shift ring currents. The standard chemical shift perturbation analysis reflects the
impact of hydrogen bonding on the backbone-specific interactions with the ligands [15].
Therefore, this technique spots the binding regions in rigid proteins with preorganized
binding sites. In the PTN case, the main chemical shift differences occur in non-organized
regions: the hinge loop and the second loop of the last TRS domain. This can be attributed
to small changes in the distribution of conformations, observed on the NMR structures
but non-reflected by changes in the secondary structure. Interestingly, these variations
are more significant when aromatic substituents are included, as in 2. We interpreted this
feature because introducing two aromatics rings in one of the ligands increments the effect
in the ring current perturbation by the aromatic ring, but this is not reflected in the binding
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strength. This may also be the reason for the dispersion of the Kp values obtained from the
titration curves per residue.

4. Materials and Methods

15N Pleiotrophin was obtained from bacterial expression as described in previous
works using M9 media supplemented with >NH,ClI using standard procedures for the
expression and purification.

NMR experiments were recorded on a 600 Bruker Avance III instrument (Bruker
BioSpin GmbH, Silberstreifen 4, D-76287 Rheinstetten Germany) operating at 600 MHz,
equipped with a cryoprobe 600, QCI Cryo 5m (1H/19F 15N /13C) for 1H, 15N, 13C, and 19F
with 2H decoupling, using samples with 0.5 mM 15 N-pleiotrophin in 300 pL of buffer 10 mM
MES, pH = 6.0, 150 mM NaCl. Pleiotrophin was obtained as described by Wang [9]. The
NMR tubes used were 3 mm wide in the measurement region. The titration was performed
using previously freeze-dried aliquots corresponding to the amount of saccharide and
buffer needed at the next points, dissolving it in the previous sample and returning it to
the same tube (Table 2). We conducted the following HSQC experiments for the three
compounds using the pulse sequence hsqcetfpf3gpsi from the NMR Bruker library [16-19].

Table 2. Table with the points used for the titration.

I5N-PTN (mM) Lig. (mM) PTN/Lig.
0.5 0.0 0.0
0.5 0.1 0.2
0.5 0.2 0.4
0.5 0.3 0.6
0.5 0.4 0.8
0.5 0.5 1.0
0.5 0.75 15
0.5 1.0 2.0
0.5 15 3.0
0.5 2.0 4.0

Spectra were processed with Bruker TopSpin, and the real part of the spectra was
converted into MNova; alternatively, the spectra were directly processed with MNova.
We did not observe significant differences. They were all processed with partial linear
prediction in the indirect dimension.

The peak assignment was carried out using the chemical shift list deposited in the
BMRB (Biological Magnetic Resonance Bank, 25762) [14].

Data were analyzed with MNova Binding module, obtaining the fitted titration curves
used to obtain Kp, CSP, and their respective errors for each residue assigned, according to
the manual [20].

5. Conclusions

This work completes the study of the interaction between PTN and a series of CS-E
tetrasaccharides with additional aromatics rings in their basic structure. Using CSP, we
determined that the tetrasaccharide model of CS-E, 1, and its mimetic with two extra
aromatics rings, 2, bind to the same region of PTN and that 3 probably due to aggregation
or unfolding cannot be used in the same chemical shifts perturbation analysis. From this
analysis it can be concluded that a tetrasaccharide with adequate terminal residues has the
minimum length for interaction. We also proved that the two regions most affected by the
complexation are flexible areas, corresponding to the main point of flexibility: The region
between two beta-sheets, according to the NMR structures, can be considered as an IDR
(intrinsically disorder region) and a loop between two strands of CTD.
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Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/ph15050496/s1, Table S1: 'H and >N chemical shift of 1, Table S2: 'H and >N chemical
shift of 2, Table $3: 'H and ®N Kd and CSP(max) of 1, Table S4: 'H and 1°N Kd and CSP(max) of 2.

Author Contributions: J.R.M. and PM.N. Collecting the experiments; ].R.M. and PM.N. formal
analysis, J.L.d.P. and PM.N., writing—original draft preparation, X.W., J.L.d.P. and PM.N.; writing—
review and editing, PM.N.; supervision, PM.N.; project administration, PM.N.; funding acquisition.
All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Ministry of Economy, Industry and Competitiveness, grant
number PGC2018-099497-B-100, and funded by MCIN/AEI/10.13039/501100011033/, grant number
CTQ2015-70134-P.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data is contained within the article and supplementary material.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Nakamoto, M.; Matsubara, S.; Miyauchi, T.; Obama, H.; Ozawa, M.; Muramatsu, T. A new family of heparin binding
growth/differentiation factors: Differential expression of the midkine (MK) and HB-GAM genes during mouse development. J.
Biochem. 1992, 112, 346-349. [CrossRef] [PubMed]

Wang, X. Pleiotrophin: Activity and mechanism. In Advances in Clinical Chemistry; Makowski, G.S., Ed.; Academic Press: London,
UK, 2020; Volume 98, pp. 51-89. [CrossRef]

Sasisekharan, R.; Raman, R.; Prabhakar, V. Glycomics approach to structure-function relationships of glycosaminoglycans. Annu.
Rev. Biomed. Eng. 2006, 8, 181-231. [CrossRef] [PubMed]

Muramatsu, T.; Kadomatsu, K. Midkine: An emerging target of drug development for treatment of multiple diseases. Br. J.
Pharmacol. 2014, 171, 811-813. [CrossRef] [PubMed]

Garcia-Jiménez, M.].; Torres-Rico, M.; de Paz, J.L.; Nieto, PM. The interaction between CS and DS/CS tetrasaccharides and
pleiotrophin. Int. J. Mol. Sci. 2022, 23, 3026. [CrossRef] [PubMed]

Garcia-Jiménez, M.].; Gil-Caballero, S.; Maza, S.; Corzana, F.,; Juarez-Vicente, F.; Miles, J.R.; Sakamoto, K.; Kadomatsu, K.;
Garcia-Dominguez, M.; de Paz, J.L.; et al. Midkine interaction with chondroitin sulfate model synthetic tetrasaccharides and their
mimetics: The role of aromatic interactions. Chem. Eur. J. 2021, 27, 12395-12409. [CrossRef] [PubMed]

Solera, C.; Macchione, G.; Maza, S.; Kayser, M.M.; Corzana, F; de Paz, ].L.; Nieto, .M. Chondroitin sulfate tetrasaccharides:
Synthesis, three-dimensional structure and interaction with midkine. Chem. Eur. J. 2016, 22, 2356-2369. [CrossRef] [PubMed]
Ryan, E.; Shen, D.; Wang, X. Pleiotrophin interacts with glycosaminoglycans in a highly flexible and adaptable manner. FEBS Lett.
2021, 595, 925-941. [CrossRef] [PubMed]

Ryan, E.; Shen, D.; Wang, X. Structural studies reveal an important role for the pleiotrophin C-terminus in mediating interactions
with chondroitin sulfate. FEBS J. 2016, 283, 1488-1503. [CrossRef] [PubMed]

Mende, M.; Bednarek, C.; Wawryszyn, M.; Sauter, P.; Biskup, M.B.; Schepers, U.; Brase, S. Chemical synthesis of glycosaminogly-
cans. Chem. Rev. 2016, 116, 8193-8255. [CrossRef] [PubMed]

De Paz, ].L.; Nieto, PM. Improvement on binding of chondroitin sulfate derivatives to midkine by increasing hydrophobicity.
Org. Biomol. Chem. 2016, 14, 3506-3509. [CrossRef] [PubMed]

Maza, S.; Kayser, M.M.; Macchione, G.; Lopez-Prados, J.; Angulo, J.; de Paz, J.L.; Nieto, PM. Synthesis of chondroitin/dermatan
sulfate-like oligosaccharides and evaluation of their protein affinity by fluorescence polarization. Org. Biomol. Chem. 2013, 11,
3510-3525. [CrossRef] [PubMed]

Kilpelainen, I.; Kaksonen, M.; Kinnunen, T.; Avikainen, H.; Fath, M.; Linhardt, R.J.; Raulo, E.; Rauvala, H. Heparin-binding
growth-associated molecule contains two heparin-binding beta-sheet domains that are homologous to the thrombospondin type I
repeat. J. Biol. Chem. 2000, 275, 13564-13570. [CrossRef] [PubMed]

Markley, J.L.; Ulrich, E.L.; Berman, H.M.; Henrick, K.; Nakamura, H.; Akutsu, H. BloMagResBank (BMRB) as a partner in the
Worldwide Protein Data Bank (wwPDB): New policies affecting biomolecular NMR depositions. J. Biomol. NMR 2008, 40, 153-155.
[CrossRef] [PubMed]

Williamson, M.P. Using chemical shift perturbation to characterise ligand binding. Prog. Nucl. Magn. Reson. Spectrosc. 2013, 73,
1-16. [CrossRef] [PubMed]

Palmer, A.G., III; Cavanagh, J.; Wright, P.E.; Rance, M. Sensitivity improvement in proton-detected two-dimensional heteronuclear
correlation NMR spectroscopy. J. Magn. Reson. 1991, 93, 151-170. [CrossRef]

Kay, L.E.; Keifer, P; Saarinen, T. Pure absortion gradient enhancement heteronuclear single quantum correlation spectroscopy
with improved sensitivity. J. Am. Chem. Soc. 1992, 114, 10663-10665. [CrossRef]


https://www.mdpi.com/article/10.3390/ph15050496/s1
https://www.mdpi.com/article/10.3390/ph15050496/s1
http://doi.org/10.1093/oxfordjournals.jbchem.a123903
http://www.ncbi.nlm.nih.gov/pubmed/1343086
http://doi.org/10.1016/bs.acc.2020.02.003
http://doi.org/10.1146/annurev.bioeng.8.061505.095745
http://www.ncbi.nlm.nih.gov/pubmed/16834555
http://doi.org/10.1111/bph.12571
http://www.ncbi.nlm.nih.gov/pubmed/24460672
http://doi.org/10.3390/ijms23063026
http://www.ncbi.nlm.nih.gov/pubmed/35328448
http://doi.org/10.1002/chem.202101674
http://www.ncbi.nlm.nih.gov/pubmed/34213045
http://doi.org/10.1002/chem.201504440
http://www.ncbi.nlm.nih.gov/pubmed/26784281
http://doi.org/10.1002/1873-3468.14052
http://www.ncbi.nlm.nih.gov/pubmed/33529353
http://doi.org/10.1111/febs.13686
http://www.ncbi.nlm.nih.gov/pubmed/26896299
http://doi.org/10.1021/acs.chemrev.6b00010
http://www.ncbi.nlm.nih.gov/pubmed/27410264
http://doi.org/10.1039/C6OB00389C
http://www.ncbi.nlm.nih.gov/pubmed/26991839
http://doi.org/10.1039/c3ob40306h
http://www.ncbi.nlm.nih.gov/pubmed/23595496
http://doi.org/10.1074/jbc.275.18.13564
http://www.ncbi.nlm.nih.gov/pubmed/10788472
http://doi.org/10.1007/s10858-008-9221-y
http://www.ncbi.nlm.nih.gov/pubmed/18288446
http://doi.org/10.1016/j.pnmrs.2013.02.001
http://www.ncbi.nlm.nih.gov/pubmed/23962882
http://doi.org/10.1016/0022-2364(91)90036-S
http://doi.org/10.1021/ja00052a088

Pharmaceuticals 2022, 15, 496 10 of 10

18.  Schleucher, J.; Schwendinger, M.; Sattler, M.; Schmidt, P.; Schedletzky, O.; Glaser, S.J.; Sorensen, O.W.; Griesinger, C. A general
enhancement scheme in heteronuclear multidimensional NMR employing pulsed-field gradients. J. Biomol. NMR 1994, 4, 301-306.
[CrossRef] [PubMed]

19. Grzesiek, S.; Bax, A. The importance of not saturating H,O in protein NMR. Application to sensitivity enhancement and NOE
measurements. . Am. Chem. Soc. 1993, 115, 12593-12594. [CrossRef]

20. Mnova Binding Manuals. Available online: https:/ /resources.mestrelab.com/category/resources-by-product/binding/ (ac-
cessed on 11 March 2022).


http://doi.org/10.1007/BF00175254
http://www.ncbi.nlm.nih.gov/pubmed/8019138
http://doi.org/10.1021/ja00079a052
https://resources.mestrelab.com/category/resources-by-product/binding/

	Introduction 
	Results 
	Discussion 
	Materials and Methods 
	Conclusions 
	References

