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Artificial disulfide-rich peptide scaffolds with
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Yiwu Zheng, Zhuoru Li, Jing Ren, Weidong Liu, Yaqgi Wu, Yibing Zhao
and Chuanliu Wu*

Disulfide-rich peptides are emerging as potential templates for drug design applications. However, the
synthesis and reengineering of disulfide-rich peptides are challenging, owing to the complexity of the
oxidative folding process involving a number of diverse isomeric structures. Novel disulfide-rich peptide
scaffolds that are not besieged by their disulfide isomers are still greatly desired. In this work, we report
the design and synthesis of a novel class of artificial disulfide-rich peptide scaffolds with precisely
defined disulfide patterns and a minimized number of isomers. In theory, natural peptides with three
disulfide bonds have 15 possible isomers. By rationally engineering the thiol-framework of a peptide
containing six cysteines with penicillamines and a dithiol amino acid, we demonstrated, for the first time,
that the total number of isomers formed after oxidative folding can be decreased to a minimum of two

(i.e., from 15 to 2). As fewer isomeric folds are involved in the oxidative folding, the pathway of the
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Accepted 15th February 2017 folding becomes more concise and the yield of the artificial scaffolds is substantially increased compared

to that of its six-cysteine-containing analogue, which makes the artificial disulfide-rich scaffolds (with

DOI: 10.1039/c65c05710a only 2 predefined isomeric folds) extremely promising for being exploited as structurally complex
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Introduction

The discovery and creation of novel organic structures or scaf-
folds has been a propeller driving the development of small-
molecule drugs." The development of peptide-based drugs
would also benefit from the discovery and synthesis of natural
peptide scaffolds.” Indeed, the huge diversity of disulfide-rich
peptides, including antimicrobial defensins, plant-derived
cyclotides, and conotoxins from the venom of predatory
marine snails, holds great promise of being exploited for the
development of novel therapeutics for diverse human dis-
eases.”** While short peptides are usually structurally ill-
defined and extremely susceptible to enzymatic hydrolysis,*
these privileged peptides containing multiple disulfide bonds
can significantly reduce conformational flexibility and fix the
structures of peptides into their bioactive states, therefore dis-
playing an improved binding efficiency and specificity, and can
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templates for the design of peptide therapeutics and ligands.

be more tolerant to proteolysis compared to linear peptide-
s.?#%»> However, the synthesis and reengineering of disulfide-
rich peptides have been considered to be an overt challenge,
mainly owing to the complexity of oxidative folding processes
which amplifies rapidly as the number of possible isomers with
different disulfide patterns increases.®

Regioselective approaches involving orthogonal protecting
groups, stepwise deprotections, and oxidations are most often
exploited to ensure the synthesis of the desired isomers,” which
is usually sophisticated and laborious; moreover, the desired
isomer might evolve towards other disulfide isomers due to
isomerization of the disulfide bonds under thermodynamic
control in the presence of thiols in biological fluids.® Alternative
strategies exploited the orthogonal or preferential pairing
between deprotected thiols (cysteine (Cys), penicillamine (Pen)
or synthetic thiols) or the diselenide formation between sele-
nocysteine residues to direct the oxidative folding of the
peptides.®® Though these strategies usually afford the desired
isomers as the major folding products, the undesired tendency
of forming other disulfide isomers can still complicate the
folding processes and trigger disulfide isomerizations, partic-
ularly when the disulfide-rich peptides are used as structural
scaffolds for drug design applications, because in this circum-
stance, their primary sequences are subject to extensive
manipulation. Accordingly, novel disulfide-rich peptide scaf-
folds that are not besieged by their disulfide isomers, and thus
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are more tolerant to sequence manipulation than conventional
natural peptide scaffolds, are still greatly desired.

Here, we report the design and synthesis of artificial
disulfide-rich peptide scaffolds with precisely defined disulfide
connectivity and a minimized number of isomers. The artificial
scaffolds have three disulfide bonds, which can spontaneously
pair with a high degree of accuracy in redox buffers. In theory,
natural peptides with three disulfide bonds can form 15
possible isomers corresponding to different disulfide connec-
tivities. We strategically transformed a specific cysteine frame-
work, which is naturally recruited for the production of human
a-defensins (i.e., CXC-C-C-CC),2>*?*»** into several artificial
thiol-frameworks containing three Pen residues and a synthetic
dithiol amino acid (Dtaa) (Fig. 1). The oxidative folding of the
peptides with unique C/Pen/Dtaa-frameworks leads to the
formation of structurally pre-defined disulfide-rich peptide
scaffolds, a process that is exclusively due to the directed pair-
ing of the disulfide bonds, but not the sequence-specific pre-
folding. These artificial peptide scaffolds should be much more
tolerant to sequence manipulation and, in principle, can be
better at avoiding the problematic isomerization of disulfide
bonds compared to natural ones.

Results and discussion

A model glycine residue-rich peptide (1) patterned with the
CXC-C-C-CC framework was first designed and synthesized, in
which non-glycine amino acids were placed for the later analysis
of cysteine pairing in the oxidized products using tryptic
digestion liquid chromatography-mass spectrometry (LC-MS).
To focus our study on scaffold-dependent disulfide pairing,
the achiral glycine residues were preferentially placed in the
peptide, which disfavour the sequence-dependent prefolding of
the peptide towards specific isomers. The oxidative folding of 1
results in the formation of scrambled isomers that cannot be
isolated efficiently using high-performance liquid chromatog-
raphy (HPLC) (Fig. 2a and b). In addition, the total peak area of
the produced isomers is as low as 20% of the initially reduced

CXC-X-X-X-X=X-C-X-X-X-X-X-C-X-X-X-X-X-CC
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Fig.2 (a) Possible or expected isomers that might form after oxidative
folding. (b) Chromatograms showing the oxidation of 1 (10 uM) in
0.2 mM GSSG and 50 vol% DMSO/100 mM phosphate buffer (pH 7.4)
(black line: before the oxidation; red line: 2 h after oxidative folding). (c)
Chromatograms showing two expected products formed after the
oxidation of 2 (10 uM) in 0.2 mM GSSG and 50 vol% DMSO/100 mM
phosphate buffer (pH 7.4) (black line: before the oxidation; red line: 2 h
after the folding); the disulfide connectivity of 2a and 2b: 1-5,2-3,4-5
and 1-5, 2-4, 3-5, respectively (determined using tryptic digestion
LC-MS).

peptide, suggesting that the overall yield of the folding is rather
low, and it is very possible that this involves many undetectable
and trapped folding intermediates.

We then rationally and subjectively transformed the cysteine
framework of 1 into an artificial one by simultaneously replacing
the two adjacent cysteines with a synthetic dithiol amino acid
and three of the others with Pen residues,*”* which generates
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[llustration of the oxidative folding of peptides containing six cysteine residues (15 total folds, into which only one corresponds to the

native fold); the artificial peptide scaffold designed in this work, which contains the unnatural amino acids Pen and Dtaa; only two expected folds
formed after the oxidative folding of the peptides, and one of the two corresponds to the disulfide connectivity of human a-defensin 5 (but of less
abundance). -x-x-x-x-x- denotes a peptide segment containing any number of natural amino acids of any type, except cysteine residues.
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Fig. 3 Oxidative folding of 3 (10 uM) in 0.2 mM GSSG and in 50 vol%
DMSO/100 mM phosphate buffer (pH 7.4) (black and red line: 0 and
2 h, respectively). Five expected isomers were formed after oxidative
folding.
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Fig.4 Chromatograms showing the isomerization of 2a (a), 2b (b), and
3e (c) in 0.5 mM GSH/GSSG buffer; peptide concentration: 5 uM. The
chromatograms were shifted relative to each other for clarity.

a new peptide 2 with a PenXC-Pen-Pen-Dtaa framework (Fig. 1
and 2; see the ESIf for details on the synthesis of 2). We
hypothesized that the homogenization of the two adjacent
cysteines using Dtaa substitution and the spatial separation of
the two thiol groups in Dtaa could in principle exclude the
formation of 9 specific isomers from the total of 15 possible ones
(Fig. 2a). The three-Pen substitution could further reduce the
complexity of the oxidized products, leading to a reduction in the
number of possible isomers from 6 to 3 due to the orthogonal
features of the Cys-Pen disulfide pairing (Fig. 2a).** In addition,
the formation of the intra-CRC motif disulfide bond is strongly
disfavoured due to the intrinsic constrain of the bridged struc-
ture.”®'* These inferences, taken together, ultimately restrict the
maximum number of final folding products to 2. Indeed, we only
observed the formation of two expected isomers (in ~100% yield,
and in a ~5 : 1 ratio of the two peaks) in the HPLC traces after the
oxidative folding of 2 in an oxidized glutathione (GSSG) buffer,
whereas the other peaks (or isomers) were negligibly small
(Fig. 2b). In both of the isomers (2a and 2b; Fig. 2a and c), two of
the three Pen residues are paired with the Dtaa dithiol, and with
the odd one paired to the sole cysteine residue within the peptide
(see the ESI for the characterization of the disulfide pairing;
Fig. S1-S37). The isomer 2a is more favorably formed compared
to 2b, which is likely to arise from superiority in the change in the

This journal is © The Royal Society of Chemistry 2017
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Fig. 5 (a) Oxidative folding of peptides 4 (10 uM) in 0.2 mM GSSG and
in 50 vol% DMSO/100 mM phosphate buffer (pH 7.4), and 5 (10 uM) in
0.2 mM GSSG and in 100 mM phosphate buffer (pH 7.4) (black and red
line: 0 and 2 h, respectively). It is worth noting that oxidized 5 tends to
aggregate in buffers, thus 5a and 5b cannot be synthesized in large
amounts. (b) The inhibition of cell adhesion by the peptides (2a, 4a, 5a,
5b, and c(RGDyK) determined by MTT assays; 50 uM); the error bars
represent the standard deviation of the mean (n = 3). (c) The dose-
dependent inhibition of cell adhesion by 2a (negative control, black
line), 4a (blue line), and c(RGDyK) (positive control, red line); the error
bars represent the standard deviation of the mean (n = 3).

Before
—— After the folding

32 34 36 38 40 42 44
Time / min
Fig. 6 Oxidative folding of 6 (10 uM) in 0.2 mM GSSG and in 50 vol%
DMSO/100 mM phosphate buffer (pH 7.4) (black and red line: 0 and

2 h, respectively); the two expected isomers were formed after
oxidative folding.

folding entropy for 2a, as sequence-related folding processes are
largely absent, and thus 2b would correspond to a topologically
more compact scaffold compared to 2a.

We demonstrated above that Dtaa and Pen substitution in
a six-cysteine peptide can dramatically reduce the complexity of

Chem. Sci,, 2017, 8, 2547-2552 | 2549
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the oxidative folding products, that is, from a total of 15 isomers
to the 2 that are expected. The effect of Dtaa substitution on the
overall reductive isomerization is quite clear in theory,® whereas
the parallel effect of Pen might not be as straightforward. To
further reveal the contribution of the Cys/Pen substitution on
the reductive isomerization, a peptide (3, CXC-C-C-Dtaa
framework), that is analogous to 2 but without replacing the
three cysteines with Pen residues, was designed and synthe-
sized (Fig. 3). Although it is unlike peptide 1, the oxidation of 3
results in the formation of 5 distinct and highly resolved HPLC
peaks which correspond to the 5 expected isomers (except for
the 1-2, 3-5, and 4-5 connectivities shown in Fig. 2a, because of
the prohibition of forming an intra-CRC disulfide; see the ESI
for the characterization of disulfide pairing; Fig. S4-S97).
However, the total peak area is still significantly diminished
(~50% of the initially reduced peptide), implying a relatively
low oxidative folding yield (similar to that for 1). In addition, we
found that the most abundant product of 3 (i.e., the bell-shaped
isomer 3e) is not of the same folding as that obtained from 2
(Fig. 3). The two isomers with disulfide connectivities equiva-
lent to those of 2a and 2b are 3¢ and 3d, respectively, which are
the second to least and the least abundant products of 3,
respectively. This finding suggests that the driving force arising
from the orthogonal disulfide pairing between the thiols of
cysteine/Dtaa and the sterically hindered thiols of Pen residues
can overcome the topology-preferred folding propensity to the
bell-shaped isomer and can direct the oxidative folding of the
peptide to the two specific and expected isomers.

2a, 2b and 3e were then isolated using HPLC and dissolved
in a glutathione (GSH)/GSSG bulffer (0.5 mM, pH 7.4). Interest-
ingly, 2a and 2b are both substantially more stable than 3e
(Fig. 4). 3e is subject to very rapid disulfide isomerizations,
which result in the formation of the other four isomers and an
equilibrium was achieved within 10 min. In contrast, the
equilibrium of the disulfide isomerizations for 2a and 2b was
only achieved after ~2 h. The enhanced stability is considered
to stem from the steric hindrance of the Pen residues (i.e., the
two methyl groups adjacent to the sulfur atom). More impor-
tantly, side-products were not obviously observed during the
disulfide isomerizations (even for the less stable peptide 2b),
suggesting that the oxidative folding pathways used by the
artificial six-thiol framework (but not the natural six-cysteine
framework or the non-Pen analogue) should have high effi-
ciency and precision towards the expected isomers.

Next, we examined if the directed oxidative folding of the
artificial scaffolds is tolerant to the manipulation of the primary
sequence, and if the artificial disulfide-rich scaffold can be used
for grafting bioactive sequences. An integrin binding motif RGD
(-Arg-Gly-Asp-) was selected for the test.”” In the first example,
three RGD motifs were inserted into the variable segments (i.e.,
“~”) of the PenXC-Pen-Pen-Dtaa framework to design peptide 4
(Fig. 5a). Secondly, a yeast-selected sequence (PRPRGDNPPLT;*
containing a RGD motif) was grafted into the second variable
segment of the framework, and the length of the other two
variable segments was shortened by the depletion of two amino
acid residues (for the ease of synthesis; 5, Fig. 5a). Then, the
peptides (4 and 5) were oxidized under the same conditions as
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those used for the folding of 2. As can be seen in Fig. 5a, the
oxidative folding of 4 and 5 results in the formation of the ex-
pected isomers, with either 1-5, 2-3, 4-5 (4a and 5b) or 1-5, 2-4,
3-5 (5a) disulfide connectivity, as the major products (see the
ESI for the characterization of disulfide pairing; Fig. S10-S147),
which is very similar to that observed for 2. We further exam-
ined the ability of the oxidized peptides to block the adhesion of
U87 glioblastoma cells (with surface-expressed integrin) to cell
culture plates. All of the peptides were able to inhibit the
adhesion of the cells (Fig. 5b and c). Although the activities of
these RGD-containing peptides are lower compared to that of
commercially provided cyclic RGD (c(RGDyK); as a positive
control), this is not surprising as their cyclic structures have
been thoroughly optimized.”” In addition, the previously ob-
tained 2a, as a negative control without an RGD motif, exhibits
a negligible ability of inhibiting cell adhesion. We also observed
an obvious change in the morphology of the cells on the plates
when the cells were incubated with the RGD-containing
peptides (4a, 5a, and 5b; Fig. S18f). Therefore, these results
strongly suggested that the developed artificial disulfide-rich
scaffolds are tolerant to extensive manipulation in the
primary amino acid sequence and are amenable to the design
of disulfide-rich bioactive peptides by grafting bioactive
sequences.

Finally, to demonstrate if our strategy could be used to
regulate the folding of peptides with different cysteine frame-
works for the design and synthesis of novel artificial disulfide-
rich scaffolds, a peptide with a C-CXC-C-CC framework was
reengineered using Pen and Dtaa substitution, which generates
a new peptide 6 with a unique Pen-PenXC-Pen-Dtaa framework
(Fig. 6). We found that the oxidation of 6 in buffers leads to the
formation of the two expected isomers (~100% yield), in which
the Pen residues are paired with either the Dtaa dithiol or the
cysteine residue (6a and 6b; see the ESI for the characterization
of disulfide pairing; Fig. S15-S177). Thus, this result further
validates the robustness and generality of the present strategy
for the design and synthesis of artificial peptide scaffolds with
precisely defined disulfide patterns and a minimized number of
isomers. As the length of the peptide segments in the present
scaffolds, the position of the PenXC motif and the Dtaa position
can be changed at will, and a number of artificial disulfide-rich
scaffolds could be designed and synthesized in the future.

Conclusions

In conclusion, we developed a combinatorial strategy to regu-
late the oxidative folding of peptides, which generates a novel
class of artificial peptide scaffolds with precisely defined
disulfide patterns and a minimized number of isomers. Despite
the fact that the folding pathways of natural polypeptides (or
proteins) can be strategically tuned through the use of disulfide
surrogates or selenocysteine, and that native folds might be
obtained in high yields,”* ' the precise pairing of disulfide
bonds in these systems is considered, in essence, as a result of
the primary sequence-specific prefolding or co-folding (i.e., the
folding before the disulfide formation or disulfide-directed
folding).*>** It is still inconceivable to fundamentally reduce

This journal is © The Royal Society of Chemistry 2017
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the complexity of disulfide pairing in peptides containing up to
three disulfides without the involvement of sequence-specific
folding. In this work, we demonstrated that the total number
of isomers formed after the oxidative folding of a peptide con-
taining six thiols can be decreased to a minimum of two (i.e.,
from 15 to 2). To our knowledge, such elegant precision in
peptide folding has never been achieved. As a solely thiol-
pattern-based peptide folding strategy, standing out from the
existing sequence-dependent ones, it would provide a valuable
guide for designing novel bioactive disulfide-rich peptides.
Moreover, the artificial disulfide-rich scaffolds have been found
to have high stability in redox buffers and should be more able
to avoid problematic isomerization due to the presence of fewer
isometric structures compared to normal six-cysteine-
containing peptides. We believe that artificial disulfide-rich
scaffolds with an intrinsic and precise disulfide pairing
propensity would be more tolerant to sequence manipulation
than natural peptide scaffolds. This feature would greatly
benefit the development of structurally constrained and multi-
cyclic peptide therapeutics and ligands.

Acknowledgements

We would like to acknowledge the financial support of the
National Basic Research Program of China (Grant
2014CB932004), the National Natural Science Foundation of
China (grants 21375110 and 21475109), the Natural Science
Foundation of Fujian Province (2014J01061), the Program for
Changjiang Scholars and Innovative Research Team in Univer-
sity (IRT13036), NFFTBS (Grant J1310024) and the Foundation
for Innovative Research Groups of the National Natural Science
Foundation of China (Grant 21521004).

Notes and references

1 D. J. Newman and G. M. Cragg, J. Nat. Prod., 2012, 75, 311-
335.
2 (a) K. B. Akondi, M. Muttenthaler, S. Dutertre, Q. Kaas,
D. ]. Craik, R. J. Lewis and P. F. Alewood, Chem. Rev., 2014,
114, 5815-5847; (b) M. Gongora-Benitez, J. Tulla-Puche and
F. Albericio, Chem. Rev., 2014, 114, 901-926; (c)
A. C. Conibear and D. J. Craik, Angew. Chem., Int. Ed., 2014,
53, 10612-10623; (d) C. K. Wang, C. W. Gruber,
M. Cemazar, C. Siatskas, P. Tagore, N. Payne, G. Sun,
S. Wang, C. C. Bernard and D. ]. Craik, ACS Chem. Biol.,
2014, 9, 156-163; (¢) C. T. T. Wong, D. K. Rowlands,
C.-H. Wong, T. W. C. Lo, G. K. T. Nguyen, H.-Y. Li and
J. P. Tam, Angew. Chem., Int. Ed., 2012, 51, 5620-5624; (f)
J. S. Appelbaum, J. R. LaRochelle, B. A. Smith,
D. M. Balkin, J. M. Holub and A. Schepartz, Chem. Biol.,
2012, 19, 819-830; (g) J. A. Kritzer, R. Zutshi, M. Cheah,
F. A. Ran, R. Webman, T. M. Wongjirad and A. Schepartz,
ChemBioChem, 2006, 7, 29-31; (h) M. G. Wuo, A. B. Mahon
and P. S. Arora, J. Am. Chem. Soc., 2015, 137, 11618-11621.
(@) A. J. Wommack, J. J. Ziarek, J. Tomaras, H. R. Chileveru,
Y. Zhang, G. Wagner and E. M. Nolan, J. Am. Chem. Soc.,
2014, 136, 13494-13497; (b) Y. Ji, S. Majumder, M. Millard,

w

This journal is © The Royal Society of Chemistry 2017

View Article Online

Chemical Science

R. Borra, T. Bi, A. Y. Elnagar, N. Neamati, A. Shekhtman
and J. A. Camarero, J. Am. Chem. Soc., 2013, 135, 11623-
11633; (¢) C. Li, M. Liu, J. Monbo, G. Zou, C. Li, W. Yuan,
D. Zella, W.-Y. Lu and W. Lu, J. Am. Chem. Soc., 2008, 130,
13546-13548; (d) R. Burman, S. Gunasekera,
A. A. Stromstedt and U. Goransson, J. Nat. Prod., 2014, 77,
724-736.

4 (a) N. Nischan, A. Chakrabarti, R. A. Serwa, P. H. M. Bovee-
Geurts, R. Brock and C. P. R. Hackenberger, Angew. Chem.,
Int. Ed., 2013, 52, 11920-11924; (b) I R. Ruttekolk,
J. J. Witsenburg, H. Glauner, P. H. M. Bovee-Geurts,
E. S. Ferro, W. P. R. Verdurmen and R. Brock, Mol
Pharmaceutics, 2012, 9, 1077-1086; (c) E. Reits,
A. Griekspoor, J. Neijssen, T. Groothuis, K. Jalink, P. van
Veelen, H. Janssen, J. Calafat, J. W. Drijthout and
J. Neefjes, Immunity, 2003, 18, 97-108; (d) C. J. White and
A. K. Yudin, Nat. Chem., 2011, 3, 509-524.

5 (@) N. L. Daly and D. J. Craik, Curr. Opin. Chem. Biol., 2011,
15, 362-368; (b) A. C. Conibear, K. J. Rosengren, N. L. Daly,
S. T. Henriques and D. J. Craik, J. Biol. Chem., 2013, 288,
10830-10840; (¢) M. L. Colgrave and D. J. Craik,
Biochemistry, 2004, 43, 5965-5975.

6 (@) B. S. Mainathambika and J. C. Bardwell, Annu. Rev. Cell
Dev. Biol., 2008, 24, 211-235; (b) J. Y. Chang, Biochemistry,
2011, 50, 3414-3431.

7 (@) Z. Dekan, M. Mobli, M. W. Pennington, E. Fung,
E. Nemeth and P. F. Alewood, Angew. Chem., Int. Ed., 2014,
53, 2931-2934; (b) A. Schulz, E. Kluver, S. Schulz-Maronde
and K. Adermann, Biopolymers (Peptide Sci.), 2005, 80, 34—
49; (¢) Z. B. Wu, D. M. Hoover, D. Yang, C. Boulegue,
F. Santamaria, J. J. Oppenheim, J. Lubkowski and W. Y. Lu,
Proc. Natl. Acad. Sci. U. S. A., 2003, 100, 8880-8885; (d)
R. J. Clark, J. Jensen, S. T. Nevin, B. P. Callaghan,
D. J. Adams and D. ]J. Craik, Angew. Chem., Int. Ed., 2010,
49, 6545-6548; (¢) M. Gongora-Benitez, J. Tulla-Puche,
M. Paradis-Bas, O. Werbitzky, M. Giraud and F. Albericio,
Biopolymers  (Peptide  Sci.), 2011, 96, 69-80; (f)
A. Cuthbertson and B. Indrevoll, Org. Lett., 2003, 5, 2955-
2957; (g) H. Liu, M. A. Boudreau, J. Zheng, R. M. Whittal,
P. Austin, C. D. Roskelley, M. Roberge, R. J. Andersen and
J. C. Vederas, J. Am. Chem. Soc., 2010, 132, 1486-1487.

8 S. Y. Chen, R. Gopalakrishnan, T. Schaer, F. Marger,
R. Hovius, D. Bertrand, F. Pojer and C. Heinis, Nat. Chem.,
2014, 6, 1009-1016.

9 (@) N. Metanis and D. Hilvert, Angew. Chem., Int. Ed., 2012,
51, 5585-5588; (b) A. Walewska, M. M. Zhang, J. J. Skalicky,
D. Yoshikami, B. M. Olivera and G. Bulaj, Angew. Chem.,
Int. Ed., 2009, 48, 2221-2224; (¢) A. M. Steiner,
K. J. Woycechowsky, B. M. Olivera and G. Bulaj, Angew.
Chem., Int. Ed., 2012, 51, 5580-5584; (d) D. J. Craik, Nat.
Chem., 2012, 4, 600-602; (e) J. T. Hunt, V. G. Lee,
E. C. K. Liu, S. Moreland, D. McMullen, M. L. Webb and
M. Bolgar, Int. J. Pept. Protein Res., 1993, 42, 249-258; (f)
L. Moroder, D. Besse, H. J. Musiol, S. RudolphBohner and
F. Siedler, Biopolymers (Peptide Sci.), 1996, 40, 207-234; (g)
C. L. Wu, J. C. Leroux and M. A. Gauthier, Nat. Chem.,

Chem. Sci,, 2017, 8, 2547-2552 | 2551


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c6sc05710a

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

Open Access Article. Published on 17 February 2017. Downloaded on 1/18/2026 10:36:36 PM.

(cc)

Chemical Science

2012, 4, 1045-1050; (7) Y. Zheng, L. Zhai, Y. Zhao and C. Wu,
J. Am. Chem. Soc., 2015, 137, 15094-15097.

10 A. J. Wommack, J. J. Ziarek, J. Tomaras, H. R. Chileveru,
Y. F. Zhang, G. Wagner and E. M. Nolan, J. Am. Chem. Soc.,
2014, 136, 13494-13497.

11 O. Shishkan, M. Zamfir, M. A. Gauthier, H. G. Borner and
J. F. Lutz, Chem. Commun., 2014, 50, 1570-1572.

12 R. Haubner, R. Gratias, B. Diefenbach, S. L. Goodman,
A. Jonczyk and H. Kessler, J. Am. Chem. Soc., 1996, 118,
7461-7472.

2552 | Chem. Sci., 2017, 8, 2547-2552

View Article Online

Edge Article

13 R. H. Kimura, A. M. Levin, F. V. Cochran and J. R. Cochran,
Proteins: Struct., Funct., Bioinf., 2009, 77, 359-369.

14 Y. Guo, D.-M. Sun, F.-L. Wang, Y. He, L. Liu and C.-L. Tian,
Angew. Chem., Int. Ed., 2015, 54, 14276-14281.

15 (a) J. Alegre-Cebollada, P. Kosuri, J. A. Rivas-Pardo and
J. M. Fernandez, Nat. Chem., 2011, 3, 882-887; (b)
P. Kosuri, J. Alegre-Cebollada, ]J. Feng, A. Kaplan, A. Ingles-
Prieto, C. L. Badilla, B. R. Stockwell, J. M. Sanchez-Ruiz,
A. Holmgren and J. M. Fernandez, Cell, 2012, 151, 794-806.

This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c6sc05710a

	Artificial disulfide-rich peptide scaffolds with precisely defined disulfide patterns and a minimized number of isomersElectronic supplementary...
	Artificial disulfide-rich peptide scaffolds with precisely defined disulfide patterns and a minimized number of isomersElectronic supplementary...
	Artificial disulfide-rich peptide scaffolds with precisely defined disulfide patterns and a minimized number of isomersElectronic supplementary...
	Artificial disulfide-rich peptide scaffolds with precisely defined disulfide patterns and a minimized number of isomersElectronic supplementary...
	Artificial disulfide-rich peptide scaffolds with precisely defined disulfide patterns and a minimized number of isomersElectronic supplementary...




