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ABSTRACT: An N-sulfanylethylaminooxybutyramide (SEAoxy) has been developed as a novel thioester equivalent for native
chemical ligation. SEAoxy peptide was straightforwardly synthesized by conventional Fmoc solid-phase peptide synthesis without
a problem. Moreover, SEAoxy peptide could be directly applied to native chemical ligation owing to the intramolecular N-to-S
acyl shift that releases the peptide-thioester in situ. This methodology was successfully applied to the synthesis of two bioactive
peptides.

N ative chemical ligation (NCL) between N-terminal Cys- §) Praviols work (EEAlids) Necessity of proparation
peptides and peptide-thioesters plays a significant role in N(\ Gl Nf\ STH of Fmoc-Xaa-SEAlide unit
the chemical synthesis of proteins.' One of the key components " \an ch{;aa'_OH FmooXea” QWH e |
of NCL is peptide-thioester or its equivalent. However, peptide- e o 9

thioesters are prone to be decomposed under the basic
conditions employed in conventional Fmoc solid-phase peptide

synthesis (SPPS). Even in cases where specially designed mild- b) This work (SEAoxy)
base mixtures are applied, gigniﬁcant epimerization at the (ST 4 EmocxasoH s,
thioesterified residue occurs.” Thus, ever since Kent et al. w0~ = Fmocxar Mo~ NG
reported NCL using peptide-thioesters prepared by Boc SPPS, ©  Acytation on resin k2 25
. . . . SH
many Fmoc-SPPS-compatible equivalents for peptide-thioester SPPS, mu o~

(so-called crypto-thioester) have been developed.”™ For
example, we have previously reported that the N-sulfanyl-
ethylanilide (SEAlide) peptide is a versatile crypto-thioester for Figure 1. Preparation of peptide thioester equivalents. (a) Previous
NCL.° Base-treatment-compatible SEAlide peptides (N-acyl work (SEAlide), (b) this work (SEAoxy).

aniline derivatives) can be synthesized by Fmoc SPPS like
other N-acyl anilines. Conversely, under phosphate-buffered
neutral conditions, intramolecular N-to-S acyl shift occurs to
afford the peptide-thioester. The SEAlide method has been

successfully applied to the synthe.sis' of biantive pr oteins' s;lch as structure is partially due to the relatively low basicity (high acidity
rnonoglyc%sylated GM2 ganglioside activator protein’ and of the conjugate acid) of the amino group in the aniline structure
CXCL-14.” However, difficulties with the N-acylation of SEAlide [the pK, values of the conjugate acids are N-methylaniline, 4.85,
units hamper their broad application. The poor nucleophilicity of and sarcosine (N-methyl glycine), 10.01]."% 1t is widely accepted
the N-alkyl aniline amino group makes direct SPPS of SEAlide that the stronger the conjugate acid of the leaving group is, the

o]
SEAoxy peptide for NCL

Generally, in Cys-containing peptides, N-to-S acyl shift from
the amide to the thioester does not occur under NCL
conditions.*The atypical facile N-to-S acyl shift of the SEAlide

peptides difficult. Therefore, Fmoc-Xaa-SEAlide units synthe- better the leaving group is. Unfortunately, because nucleophil-
sized by phosphoryl chloride- or thionyl chloride-activating icity is generally in proportion to basicity, poorly basic
methods” with sodium anilide derivatives in solution have been compounds that enable N-to-S acyl shift are difficult to apply
applied to Fmoc SPPS (Figure la). To overcome this in N-acylation reactions. Meanwhile, an atom with an adjacent
disadvantage, here we report the novel surrogate N-sulfanyl-
ethylaminooxybutyramide (SEAoxy) that enables straightfor- Received: October 11, 2016
ward Fmoc SPPS of thioester equivalents. Published: November 2, 2016
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atom with lone pair electrons exhibits relatively high
nucleophilicity,""* but this effect does not directly affect the
basicity of a molecule (i.e., the so-called a effect). For example,
highly nucleophilic N,O-dimethylhydroxylamine has exception-
ally low basicity (pK, of its conjugate acid: 4.75)."" As a result,
N,O-dimethylhydroxylamine exhibits similar basicity to that of
N-alkylaniline, but shows sufficient nucleophilicity to be acylated
with active esters."! Taking these factors into account, we devised
the idea that N-sulfanylethylaminooxybutyramide (SEAoxy)
would be a novel crypto-thioester that can be synthesized by
straightforward Fmoc SPPS via direct on-resin coupling between
Fmoc-Xaa and the SEAoxy unit (Figure 1b). Kent et al. have
previously reported an N“-2-mercaptoethyloxy structure as an
auxiliary for non-Cys NCL; however, after the ligation reaction,
the S-acyl isopeptide intermediate was sometimes observed."'
This result suggests that such structures exist in an equilibrium
between the S-acyl and N-acyl forms, which also motivated us to
undertake this study.

The SEAoxy units for Fmoc SPPS were synthesized as shown
in Scheme 1. The aminooxy group of known compound 1'* was

Scheme 1. Synthesis of SEAoxy Derivatives
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protected with a 2-nitrobenzenesulfonyl (Ns) group'” to afford
compound 2. The subsequent Mitsunobu reaction with trityl
(Trt)-protected compound 3 gave compound 4. The final
deprotection of the methyl ester gave carboxylic acid S, which
enabled attachment of the SEAoxy structure to resins. In an
additional reaction, the Ns group of 4 was removed to give
compound 6 which was used for the investigation of the
efficiency of the acylation of SEAoxy.

Initially, the reactivity of the NH group of SEAoxy unit 6 or
SEAlide unit 7 with an active ester was compared using solution-
phase chemistry. The coupling reaction between each unit (6 or
7) and Fmoc-Ala (S equiv) was conducted using a combination
of N,N'-diisopropylcarbodiimide (DIC) and Oxyma Pure."*
HPLC analyses (Figure 2) showed that SEAoxy unit 6 was fully
acylated with Fmoc-Ala within 3 h. By contrast, acylation of
SEAlide unit 7 was not observed even after 20 h. These results
indicate that the SEAoxy unit has higher nucleophilicity
compared to that of the SEAlide unit and might be suitable for
direct on-resin introduction of Fmoc-Xaa, unlike the SEAlide
unit.

Next, we evaluated the compatibility of the SEAoxy structure
using various model peptides (H-Leu-Tyr-Arg-Ala-Asn-Xaa-
SEAoxy-Phe-NH, 8a—f) as shown in Scheme 2. Initially,
SEAoxy unit § was introduced on a Phe-Rink amide resin 9 by
the conventional DIC/Oxyma Pure method to yield the Ns-
protected resin 10. The Ns group of 10 was removed by
mercaptoethanol/1,8-diazabicyclo[ 5.4.0Jundec-7-ene (DBU) to
liberate the free aminooxy group."” Then, Fmoc-Xaa (Gly, Ala,
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Figure 2. HPLC profiles (220 nm) of the coupling of Fmoc-Ala with (a)
SEAoxy unit 6, or (b) SEAlide unit 7.

Scheme 2. Syntheses of SEAoxy Peptides
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Phe, Glu, Val, or p-Ala, each 10 equiv) was coupled with the
aminooxy group on the resin using the conventional DIC/
Oxyma Pure method. With the Fmoc-protected resins 11 thus
obtained, the subsequent peptide assemblies were carried out by
standard Fmoc SPPS. The resulting resins were treated with a
TFA cocktail to give the corresponding model SEAoxy peptides
8a—f (Xaa = Ala (8a), Gly (8b), Phe (8¢c), Glu (8d), Val (8e),
and p-Ala (8f)). In all cases, reasonable amounts of free SEAoxy
peptides (25—49% yields) were obtained after HPLC
purification. Moreover, only 0.2—0.3% epimerization during
the preparation of SEAoxy peptide 8a was detected, as evaluated
using the authentic corresponding D-Ala epimer 8f (see
Supporting Information). These positive results indicate that
the SEAoxy unit is compatible with both on-resin acylation with
Fmoc-Xaa and the subsequent Fmoc SPPS. Furthermore, the
stability of the SEAoxy peptide against base treatment during
Fmoc SPPS was investigated. The S-Trt-protected'® SEAoxy
peptide diastereomers [H-Leu-Tyr-Arg-Ala-Asn-L-Ala-SEAoxy-
(Trt)-Phe-NH, (8a’) and H-Leu-Tyr-Arg-Ala-Asn-p-Ala-
SEAoxy(Trt)-Phe-NH, (8f)] prepared from 8a and 8f,
respectively, were treated with 20% piperidine/DMF for 24 h
(see Supporting Information). In these model experiments,
degradation and epimerization were not detected. These
outcomes clearly indicate that the SEAoxy unit is applicable to
Fmoc SPPS without problems.

Then, in order to investigate whether SEAoxy peptides
function as crypto-thioesters, we evaluated NCL reactions using
SEAoxy peptides 8a—f or SEAlide peptide 12 (H-Leu-Tyr-Arg-
Ala-Asn-Gly-SEAlide-Phe-NH,) with a model Cys-peptide 13
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(H-Cys-Ser-Pro-Gly-Tyr-Ser-NH,). As shown in Figure 3, the
SEAoxy-based NCL reactions were almost complete within 24 h,
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Figure 3. Time progress of NCL between model thioester equivalents
and Cys-peptide 13. The fraction ligated was calculated using the areas
under the peaks of HPLC at 4 = 280 nm.

except for the reaction at the Val site. Generally, the Val site is
known as one of the most difficult sites for conventional NCL
because Val is a bulky amino acid. Moreover, only 1%
epimerization occurred at the Ala site during the NCL reaction
(see Supporting Information). These results are similar to those
using SEAlide peptides reported previously by our group,’
indicating that the NCL efliciencies of SEAlide and SEAoxy are
comparable. In addition, Trt-protected SEAoxy peptide 8a’ did
not react with Cys-peptide 13 at all. This result suggests that an
intramolecular N-to-S acyl shift takes place during SEAoxy-based
NCL.

As a special characteristic of the SEAlide peptide, it is known
that N-to-S acyl shift to afford the peptide-thioester takes place in
the presence of phosphate® but not in the absence of phosphate.
Owing to this unique characteristic, SEAlide peptides have been
successfully applied to N-to-C one-pot kinetically controlled
ligation.(’b’7’8 In this context, we confirmed whether the SEAoxy
peptide has a similar characteristic. Unfortunately, SEAoxy
peptide 8b underwent NCL in both phosphate and phosphate-
free HEPPS buffer (see Supporting Information). We cannot
currently explain the reason for this difference, but it confirms
that SEAlide exhibits unique characteristics in NCL chemistry.

Finally, we applied SEAoxy-based NCL for the synthesis of
human brain natriuretic peptide (BNP)-32'7 and protoxin-I
(ProTx-I)'® as model bioactive peptides. In the case of the
synthesis of BNP-32 (Figure 4), the peptide-SEAoxy 14 and Cys-
peptide 15 were reacted under conventional NCL conditions (6
M Gn-HC], 200 mM Na,HPO,, 200 mM MPAA, 100 mM
TCEP, pH 7.4, 37 °C). The NCL reaction at the Gly site was
achieved after 48 h to afford BNP-32 2SH form 16 in 79% yield
after HPLC purification. The subsequent oxidation using I,
smoothly converted 16 to BNP-32 (17) (73% yield). We also
investigated whether the SEAoxy unit can be adopted for thiol-
additive-free NCL' to synthesize the Cys-rich model peptide
ProTx-I (Figure 5). NCL at the Thr site between N-fragment 18
and C-fragment 19 was attempted without any thiol additives.
The ligation was successfully accomplished to afford the reduced
ProTx-1 (20) within 48 h. The subsequent one-pot oxidative
folding reaction by diluting the ligation mixture with 1 M
NH,OAc buffer (pH 7.8) containing 1 M Gn-HCI in the
presence of reduced and oxidized gluthathione (GSH/GSSG)
gave ProTxI (21) in 48% vyield (two steps) after HPLC
purification. Although the ligation using SEAoxy peptide was
slightly slow, the yield was similar to that previously reported by

5942

H-CLVLRRH-OH
(15, 3.0 mM)

6 M GrHCI, 200 mM Na,HPO,

100 mM TCEP, 200 mM MPAA

pH 7.4, 37 °C, 79%

H-SPKMVQGSGCFGRKMDRISSSSGLG-SEAoxy-RRR-NH, +

(14, 2.0 mM)

H-SPKMVQGSGCFGRKML
(16, BNP-32 25H form)
l 100 mM I/MeOH (1.5 equiv)

50% AcOH aq
| RS
H-SPKMVQGSGCFGRKMDRISSSSGLGCLVLRRH-OH

GCLVLRRH-OH

t, 73%

(17, BNP-32)
MPAA
15 14
al
16
b) i AH+
|B66.8
c) l
3H+
1155.3
17
d) 5H+ 2H+
693.7 17325
) J
IJ | i
500 1000 1500 2000 2500 me

00

Figure 4. HPLC profiles (220 nm) and ESI-MS of the synthesis of BNP-
32 (17): (a) NCL between 14 and 15 (t < 3 min), (b) NCL (¢t = 48 h),
(c) purified product 16, (d) oxidation of 16 (t = 1 min), (e) purified
product 17, (f) ESI-MS of 17 (calcd 3462.7; obsd 3463.1).
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Figure 5. HPLC profiles (220 nm) and ESI-MS of the synthesis of
ProTx-I (21): (a) NCL between 18 and 19 (¢ < 3 min), (b) NCL (t =48
h), (c) folding reaction (t = 24 h), (d) purified product 21, (e) ESI-MS
of 21 (caled 3985.7; obsd 3986.3). * hydrolysate of 18.

our group using a peptide-alkylthioester,'”* suggesting that the
efficiency of NCL using the SEAoxy peptide is comparable to
that using a peptide-alkylthioester.

In summary, based on our experience with the SEAlide
peptide, we successfully developed the SEAoxy unit as a novel
thioester equivalent for NCL. We confirmed that this surrogate is
fully compatible with straightforward Fmoc SPPS and works as a
crypto-thioester under standard NCL conditions. Using this
method, BNP-32 and ProTx-I were synthesized. Based on these
results, we conclude that the efficiency of SEAoxy-based NCL is

DOI: 10.1021/acs.orglett.6b03055
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comparable to those using many previously reported elegant
thioester equivalents. SEAoxy-based NCL worked regardless of
the presence or absence of phosphate, unlike SEAlide-based
NCL. Thus, skillful combination of peptide-thioesters, SEAoxy
peptides, SEAlide peptides, and other peptide-thioester equiv-
alents in NCL will help effective protein preparation in the future.

B ASSOCIATED CONTENT
© Supporting Information

The Supporting Information is available free of charge on the
ACS Publications website at DOI: 10.1021/acs.orglett.6b03055.

Detailed experimental procedures, characterization, spec-
troscopic and chromatographic data (PDF)

B AUTHOR INFORMATION
Corresponding Author
*E-mail: t.yoshiya@peptide.co.jp.
Notes

The authors declare no competing financial interest.

B REFERENCES

(1) (a) Dawson, P. E.; Muir, T. W.; Clark-Lewis, L; Kent, S. B. H.
Science 1994, 266, 776—779. (b) Dawson, P. E.; Kent, S. B. H. Annu. Rev.
Biochem. 2000, 69, 923—960. (c) Kent, S. B. H. Chem. Soc. Rev. 2009, 38,
338—-351.

(2) (a) Li, X. Q.; Kawakami, T.; Aimoto, S. Tetrahedron Lett. 1998, 39,
8669—8672. (b) Hasegawa, K; Sha, Y. L,; Bang, J. K; Kawakami, T.;
Akaji, K.; Aimoto, S. Lett. Pept. Sci. 2001, 8, 277—284.

(3) For literature on the synthesis of peptide thioesters using O-to-S
acyl shift, see: (a) Botti, P.; Villain, M.; Manganiello, S.; Gaertner, H.
Org. Lett. 2004, 6, 4861—4864. (b) Warren, J. D.; Miller, J. S.; Keding, S.
J; Danishefsky, S.J. . Am. Chem. Soc. 2004, 126, 6576—6578. (c) Zheng,
J.S.; Cui, H. K;; Fang, G. M,; Xi, W. X,; Liu, L. ChemBioChem 2010, 11,
511-51S. (d) Eom, K. D.; Tam, J. P. Org. Lett. 2011, 13, 2610—2613.

(4) For literature on the synthesis of peptide thioesters using N-to-S
acyl shift, see: (a) Kawakami, T.; Sumida, M.; Nakamura, K; Vorherr,
T.; Aimoto, S. Tetrahedron Lett. 2005, 46, 8805—8807. (b) Ollivier, N.;
Behr, J. B.; El-Mahdi, O.; Blanpain, A,; Melnyk, O. Org. Lett. 2005, 7,
2647—-2650. (c) Ohta, Y.; Itoh, S.; Shigenaga, A.; Shintaku, S.; Fujii, N.;
Otaka, A. Org. Lett. 2006, 8, 467—470. (d) Nagaike, F.; Onuma, Y.;
Kanazawa, C.; Hojo, H.; Ueki, A.; Nakahara, Y. Org. Lett. 2006, 8, 4465—
4468. (e) Nakamura, K,; Sumida, M,; Kawakami, T.; Vorherr, T.;
Aimoto, S. Bull. Chem. Soc. Jpn. 2006, 79, 1773—1780. (f) Hojo, H.;
Onuma, Y.; Akimoto, Y.; Nakahara, Y. Tetrahedron Lett. 2007, 48, 25—
28. (g) Kawakami, T.; Aimoto, S. Tetrahedron Lett. 2007, 48, 1903—
1905S. (h) Nakamura, K.; Mori, H.; Kawakami, T.; Hojo, H.; Nakahara,
Y.; Aimoto, S. Int. J. Pept. Res. Ther. 2007, 13, 191—-202. ) Kang, J;
Reynolds, N. L,; Tyrrell, C.; Dorin, J. R;; Macmillan, D. Org. Biomol.
Chem. 2009, 7, 4918—4923. (j) Erlich, L. A.; Kumar, K. S. A.; Haj-Yahya,
M.,; Dawson, P. E,; Brik, A. Org. Biomol. Chem. 2010, 8, 2392—2396.
(k) Ollivier, N.; Dheur, J.; Mhidia, R.; Blanpain, A.; Melnyk, O. Org. Lett.
2010, 12, 5238—5241. (1) Hou, W.; Zhang, X; Li, F.; Liu, C. F. Org. Lett.
2011, 13,386—389. (m) Zheng, J. S.; Chang, H. N.; Wang, F. L.; Liu, L.
J. Am. Chem. Soc. 2011, 133, 11080—11083. (n) Taichi, M.; Hemu, X;
Qiu, Y;; Tam, J. P. Org Lett. 2013, 1S, 2620—2623. (o) Burlina, F,;
Papageorgiou, G.; Morris, C.; White, P. D.; Offer, J. Chem. Sci. 2014, §,
766—770. (p) Zheng, J. S.; Chen, X,; Tang, S.; Chang, H. N.; Wang, F.
L.; Zuo, C. Org. Lett. 2014, 16, 4908—4911. (q) Cowper, B.; Shariff, L.;
Chen, W.; Gibson, S. M.; Di, W. L.; Macmillan, D. Org. Biomol. Chem.
2015, 13, 7469—7476. (r) Terrier, V. P.; Adihou, H.,; Arnould, M,;
Delmas, A. F.; Aucagne, V. Chem. Sci. 2016, 7, 339—345. (s) Eto, M,;
Naruse, N.; Morimoto, K.; Yamaoka, K;; Sato, K.; Tsuji, K; Inokuma, T';
Shigenaga, A.; Otaka, A. Org. Lett. 2016, 18, 4416—4419.

(S) For literature on the synthesis of thioesters using other systems,
see: (a) Shin, Y.; Winans, K. A.; Backes, B.].; Kent, S. B. H.; Ellman, J. A,;

5943

Bertozzi, C. R. J. Am. Chem. Soc. 1999, 121, 11684—11689. (b) Brask, J.;
Albericio, F.; Jensen, K. J. Org. Lett. 2003, S, 2951—2953. (c) Tulla-
Puche, J.; Barany, G. J. Org. Chem. 2004, 69, 4101—-4107. (d) Li, L.
Wang, P. Tetrahedron Lett. 2007, 48, 29—32. (e) Ficht, S.; Payne, R. J.;
Guy, R. T; Wong, C. H. Chem. - Eur. J. 2008, 14, 3620—3629.
(f) Lelievre, D.; Barta, P.; Aucagne, V.; Delmas, A. F. Tetrahedron Lett.
2008, 49, 4016—4019. (g) Blanco-Canosa, J. B.; Dawson, P. E. Angew.
Chem., Int. Ed. 2008, 47, 6851—685S. (h) Fang, G. M.; Li, Y. M.; Shen,
F.;Huang, Y. C,; Li J.B,; Lin, Y.; Cui, H. K; Liu, L. Angew. Chem., Int. Ed.
2011, S0, 7645—7649. (i) Okamoto, R.; Morooka, K.; Kajihara, Y.
Angew. Chem., Int. Ed. 2012, 51,191—196. (j) Raz, R.; Rademann, J. Org.
Lett. 2012, 14, 5038—5041. (k) Zheng, J. S.; Tang, S.; Huang, Y. C.; Liu,
L. Acc. Chem. Res. 2013, 46, 2475—2484. (1) Wang, J. X,; Fang, G. M,;
He, Y.; Qu, D. L; Yu, M; Hong, Z. Y.; Liu, L. Angew. Chem., Int. Ed.
2015, 54,2194—2198. (m) Blanco-Canosa, J. B.; Nardone, B.; Albericio,
F.; Dawson, P. E. J. Am. Chem. Soc. 2015, 137, 7197—7209. (n) Pardo,
A.; Hogenauer, T. J.; Cai, Z.; Vellucci, J. A.; Castillo, E. M.,; Dirk, C. W,;
Franz, A. H.,; Michael, K. ChemBioChem 2015, 16, 1884—1889.
(o) Elashal, H. E; Sim, Y. E; Raj, M. Chem. Sci,, in press (DOL
10.1039/c6sc02162j).

(6) (a) Tsuda, S.; Shigenaga, A.; Bando, K.; Otaka, A. Org. Lett. 2009,
11,823—826. (b) Sato, K.; Shigenaga, A.; Tsuji, K; Tsuda, S.; Sumikawa,
Y.; Sakamoto, K,; Otaka, A. ChemBioChem 2011, 12, 1840—1844.
(c) Otaka, A; Sato, K; Ding, H.; Shigenaga, A. Chem. Rec. 2012, 12,
479—490.

(7) (a) Sato, K; Shigenaga, A.; Kitakaze, K.; Sakamoto, K.; Tsuji, D.;
Itoh, K.; Otaka, A. Angew. Chem,, Int. Ed. 2013, 52, 7855—7859. (b) Sato,
K; Kitakaze, K.; Nakamura, T.; Naruse, N.; Aihara, K; Shigenaga, A,;
Inokuma, T.; Tsuji, D.; Itoh, K; Otaka, A. Chem. Commun. 2015, S1,
9946—9948.

(8) Tsuji, K; Tanegashima, K; Sato, K; Sakamoto, K; Shigenaga, A ;
Inokuma, T.; Hara, T.; Otaka, A. Bioorg. Med. Chem. 2018, 23, 5909—
5914.

(9) Sakamoto, K; Sato, K.; Shigenaga, A.; Tsuji, K.; Tsuda, S.; Hibino,
H.; Nishiuchi, Y.; Otaka, A. J. Org. Chem. 2012, 77, 6948—6958.

(10) (a) Brown, H. C. Determination of Organic Structures by Physical
Methods; Academic Press: New York, 1955. (b) Dawson, R. M. C. Data
for Biochemical Research: Clarendon Press: Oxford, 1959. (c) Bissot, T.
C.; Parry, R. W.; Campbell, D. H. J. Am. Chem. Soc. 1957, 79, 796—800.

(11) (a) a Effect: Jencks, W. P.; Carriuolo, J. J. Am. Chem. Soc. 1960,
82, 675—681. (b) A review on the aminooxy group: Erdik, E.; Ay, M.
Chem. Rev. 1989, 89, 1947—1980. (c) Acylation using N-alkylaminooxy
group in peptides: Bark, S. J.; Schmid, S.; Hahn, K. M. J. Am. Chem. Soc.
2000, 122, 3567—3573. (d) As N-terminal auxially for NCL: Canne, L.
E.; Bark, S. J; Kent, S. B. H. J. Am. Chem. Soc. 1996, 118, 5891—5896.

(12) Wolfe, S.; Wilson, M.; Cheng, M.; Shustov, G.; Akuche, C. Can. J.
Chem. 2003, 81, 937—960.

(13) Fukuyama, T.; Jow, C. K.; Cheung, M. Tetrahedron Lett. 1995, 36,
6373—6374.

(14) Subiros-Funosas, R.; Prohens, R.; Barbas, R.; El-Faham, A;
Albericio, F. Chem. - Eur. ]. 2009, 15, 9394—9403.

(15) Fiildpova, V.; Soural, M. ACS Comb. Sci. 2015, 17, 570—591.

(16) Mochizuki, M.; Hibino, H.; Nishiuchi, Y. Org. Lett. 2014, 16,
5740—-5743.

(17) (a) Sudoh, T.; Maekawa, K; Kojima, M,; Minamino, N;
Kangawa, K; Matsuo, M. Biochem. Biochem. Biophys. Res. Commun.
1989, 159, 1427—1434. (b) Kambayashi, Y.; Nakao, K.; Mukoyama, M.;
Saito, Y.; Ogawa, Y.; Shiono, S.; Inouye, K.; Yoshida, N.; Imura, H. FEBS
Lett. 1990, 259, 341—34S.

(18) Middleton, R. E.; Warren, V. A.; Kraus, R. L.; Hwang, J. C.; Liu, C.
J.; Dai, G; Brochu, R. M,; Kohler, M. G.; Gao, Y. D.; Garsky, V. M,;
Bogusky, M. J.; Mehl, J. T,; Cohen, C. J,; Smith, M. M. Biochemistry
2002, 41, 14734—14747.

(19) (a) Tsuda, S.; Yoshiya, T.; Mochizuki, M.; Nishiuchi, Y. Org. Lett.
2015, 17, 1806—1809. (b) Tsuda, S.; Mochizuki, M.; Nishio, H.;
Yoshiya, T.; ChemBioChem in press (DOI: 10.1002/cbic.201600455).

DOI: 10.1021/acs.orglett.6b03055
Org. Lett. 2016, 18, 5940—5943



