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Alkylsulfenyl thiocarbonates: precursors to
hydropersulfides potently attenuate oxidative
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The recent discovery of the prevalence of hydropersulfides (RSSH) species * \ bio . ical systems suggests

their potential roles in cell regulatory processes. However, the rec tive ( A
makes their study difficult, and dependent on the use of donor
thiocarbonates as a new class of RSSH precursors that e“icier. 'y re.

relevant conditions.
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Introduction

Recently, hydrogen sulfide (H,S) has been reported to exert
several favorable physiological effects including vasorelaxation,
inhibition of myocardial ischemia-reperfusion i urv and
slowing the development of atherosclerosis.'? Man  of . =
biological effects of H,S have been attributed ~ he f '™~ ion
of hydropersulfide (RSSH) species.*® Ind~ d, rec 1t studies
have demonstrated that RSSH species such -~ cyst’ ne hydro-
persulfide (Cys-SSH) and glutathior = 1y -ope. ‘ufide (GSSH)
are endogenously produced at s. hificani levels in various
organisms, including mammale 7® Fu ‘her iore, cysteine resi-
dues in a variety of proteins ad er. 'mes “ave been reported to
be modified to the corres onding hydropersulfides.®*® The
chemical proper’ ¢s anu bu..” _e of these species suggest
that RSSH pla importa. = roles in various physiological
processes.™ Cys. H can &' eenerated via the enzymes cys-
tathionine y-lyase \ "™ und cystathionine B-synthase (CBS),
both of which utilize cystine (CysSSCys) as a substrate.”** In
addition, recently it has been reported that CysSSH can be
synthesized by cysteinyl-tRNA synthetases (CARSs) utilizing
CysSH as a substrate.*® The reaction of H,S with oxidized thiols
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RSSH release kinetics from e :

" ansient nature of RSSH
. '~cL s, Herein, we report alkylsulfenyl
.se RSSH under physiologically
prec < rs are tunable through electronic

modification of the thiocarbonate carbonyl gr up's <. ~trophilicity. In addition, these precursors also

mount  © - .rbonyl sulfide (COS). Importantly, RSSH

generation by these precursors protects against oxia. ‘ve stress in H9c2 cardiac myoblasts. Furthermore,
we demonstrate the ability of these precur Jrs tc 1crea. 2 intracellular RSSH levels.

s1*~" as awulfides (RSSR) and sulfenic acids (RSOH) can also
gener: e RSSH.™ Despite these findings, the physiological
fune’ ons of RSSH remain poorly understood.

RSSH species possess unique chemical properties that are
not found in other biologically relevant sulfur species. For
instance, RSSH are significantly more nucleophilic than their
thiol (RSH) counterparts, likely due to the alpha effect."**®
Additionally, RSSH have been proposed to behave as potent
antioxidants and may play an important role in maintaining the
cellular redox balance."” The high nucleophilicity of RSSH can
result in the efficient scavenging of reactive electrophiles.
Recently, Fukuto and co-workers have reported that increased
levels of intracellular RSSH exhibit enhanced resistance to
electrophilic stress in HEK293T cells.’® Furthermore, Akaike
and co-workers demonstrated that CSE overexpression leads to
increased intracellular levels of RSSH species in A549 cells,
which confers resistance toward hydrogen peroxide (H,O,)-
mediated oxidative stress.”

Interestingly, unlike RSH, RSSH in the protonated state are
electrophilic and can react with nucleophiles, including RSH.
The electrophilic properties of RSSH may result in nucleophilic
attack by protein thiols (PSH) giving rise to generation of
protein hydropersulfides (PSSH). In fact, this transformation
has been proposed to protect protein thiols from irreversible
modification during oxidative and/or electrophilic insult.**
Consistent with this hypothesis, Greiner and co-workers
demonstrated that the phosphatase and tensin homolog
(PTEN) is protected from irreversible H,0,-mediated inhibition
when the protein is in the PSSH form." Accumulating evidence
suggests that the electrophilic nature of RSSH serves to regulate
redox signaling and contribute to various cellular functions.*

© 2021 The Author(s). Published by the Royal Society of Chemistry
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For example, RSSH can activate the transcription factor, nuclear
factor erythroid 2-related factor 2 (Nrf2) by reacting with the
thiol group on Kelch-like ECH-associated protein 1 (KEAP1),
which leads to cellular protection by expressing antioxidant
response element (ARE)-dependent genes.*

Thus, the chemical properties of RSSH are distinct and far
more diverse than thiols. However, due to the dichotomy of
their nucleophilic and electrophilic character, RSSH are
intrinsically unstable and subject to rapid disproportionation
reactions to produce multiple species including polysulfides,
H,S, and sulfur (Sg). The metastable nature of RSSH remains
a bottleneck in developing RSSH-based therapeutics.

One approach employed to address the intrinsic instability
of RSSH relies on donor molecules capable of releasing RSSH in
situ. To date, various donors have been developed in which the
terminal sulfhydryl group is masked with a suitable protecting
group. In the presence of specific stimuli such as cellular
thiols, reactive oxygen species (ROS),>** pH,*?° light,* or
esterase,*>*” these donors release RSSH. Notably, many of these
precursors exhibit cytoprotective and cardioprotective effects,
suggesting their potential application as reactive sulfur species-
based therapeutics. Although several RSSH donor molecules
have been developed, a significant limitation of current
precursors is the lack of controllable RSSH release rates. In
addition, some RSSH donors produce electrophilic byproducts
that can complicate biological studies. Accessing RSSH donor
with varying release kinetics under physiological conditions s
necessary to evaluate the impact on potential therapeutic
applications.

Alkylsulfenyl thiocarbonates (RSSC(O)OR) are an interesting
class of sulfur compounds that have received relatir .ty > ited
attention. In the presence of thiols, these compounds proa . 2
carbonyl sulfide (COS), likely via thiol attac’ the '»+ nal
sulfur atom (marked with an asterisk, * heme a) of the
disulfide to produce an unsymmetrica disr fide and

(a) Thiol-mediated COS reler ¢ ne.  alkyls “*enyl thiocarbonates
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Scheme 1 RSSH
thiocarbonates.

and COS generation from alkylsulfenyl
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a thiocarbonate intermediate, which spontaneously decom-
poses to release COS.**** In the presence of a strong base like
potassium tert-butoxide, RSSC(O)OR can react to form dialkyl
trisulfides, presumably via the intermediacy of RSSH (Scheme
1b).*>** However, to the best of our knowledge, hydrolysis of
these compounds under physiologically relevant conditions to
release RSSH has not been reported. We envisioned enhancing
the electrophilicity of the thiocarbonate carbonyl carbon in
compound 1 by varying the electronic properties of the R* group
to promote hydrolysis under physiological conditions (Scheme
1c). Additionally, modification of the R* grouy n cr apound 1
should allow the rate of hydrolysis to be tunec t* _reby sarying
the RSSH release kinetics. We also anti~ pated . = asing the
steric hindrance at the internal sulfur a. m of the precursor
would be important to minimize * , . ~ctioi. vith thiol, which
precludes RSSH generation. Notublv ste "~ally hindered RSSH
are also expected to be supc for s bstr tes for trans-persulfi-
dation reactions due to t+ - nre. rence of nucleophilic attack of
thiols on the terminal sul. 'r « °

Results ar..’ discussion
Synthesis ¢’ . “ylsulte. ,« thiocarbonates

To tes* .. hyp. hesis, we synthesized precursors la—f via
treatr ent oi N-acetyl-penicillamine methyl ester (2) with
chloro. ‘rbop .sulfenyl chloride to obtain intermediate 3, which
w~  hen immediately treated with various para-substituted
phenc ; 4a-f (Scheme 2; see ESIt for synthetic and analytical
det?’ ).

RSSH generation studies

With these precursors in hand, we first examined RSSH gener-
ation from 1a by trapping with B-(4-hydroxyphenyl)ethyl
iodoacetamide (HPE-IAM) under physiological conditions.
UPLC-MS analysis following incubation of 1a with 10 equiv. of
HPE-IAM in pH 7.4 ammonium bicarbonate buffer shows RSS-
HPE-AM 5 formation (Scheme 3, eqn (1), and Fig. 1a), con-
firming RSSH generation. A small amount of dialkyl trisulfide 6
formation is also observed (Fig. 1a), suggesting that precursor
1a is a competitive trap for the initially released RSSH (Scheme
3, eqn (2)). To minimize the reaction of released RSSH with
precursor 1a, we examined RSSH generation in the presence of
the more electrophilic trap, S-methyl methanethiosulfonate

(e}

o)
AcHN
AcHN OMe + )Ol\ CH,Cl, OMe Ho@x
cis” ¢l 0°C,1h S/STC' +
SH 2 3 5 4a-f
NEts, CH,Cl,
0°C,1h
o)
AcHN
X =H, 1a, 64% =F, 1d, 65% OMe
=CHjg, 1b, 84% = CF3, 1e, 84% S/S\[r0\©\
=OMe, 1¢, 86% = CN, 1f, 75%
1af O X

Scheme 2 Synthesis of alkylsulfenyl thiocarbonates la—f with overall
yields.
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Scheme 3 RSSH generation from precursor 1la.
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Fig.1 UPLC-MS traces showing RSSH generation from 1a (100 pM)
the presence of (a) HPE-IAM (1 mM), and (b) MMTS (1 mM) in amm:.
nium bicarbonate buffer (pH 7.4, 50 mM) containing the metal chelator
diethylenetriaminepentaacetic acid (DTPA) (100 uM) at 37 °C. Asterisk
indicates the presence of an impurity in the commercial HPE-IAM
sample.

(MMTS). MMTS has been reported as an alk ‘lating -eagent for
identification of small molecule ana prote 1 hydro-
persulfides.**” Incubation of 1a witb .o . uiv.  .aMTS shows
RSS-S-Me 7 formation with no evi ' nce ot lialky trisulfide 6
(Fig. 1b and S47), supporting that MM. 7S is # .nore efficient trap
than HPE-IAM.

After confirming RSSH g neratio from .a, we analyzed the
kinetics of RSSH cleas. ‘ron ~!- .sulfenyl thiocarbonates in
the presence of [MTS by 1 zh-performance liquid chromatog-
raphy (HPLC). L ‘e to the ack of a chromophore in MMTS
adduct 7, we mon.. “»d ‘" .e aecay of the RSSH precursor and
formation of the corresponding phenol byproduct. First-order
rate constants were obtained by plotting the precursor decay
and phenol byproduct formation as a function of time. HPLC
analysis of 1a incubation with 10 equiv. of MMTS in phosphate
buffered saline (PBS, pH 7.4, 100 mM) shows disappearance of
1a (k= 5.39 x 10> min™"; ¢, = 129 4 2 min) with concomitant
formation of phenol (k= 5.33 x 10 > min ™ ¢;,, = 130 + 1 min)
(Fig. 2). The observation of similar rate constants for both 1a
decay and phenol (4a) formation indicates a rapid reaction of
relased RSSH with MMTS, and that these observed rate
constants indicate the RSSH release rate. Importantly, 92% of
the byproduct phenol 4a is observed. In addition, we also
examined the effect of pH on the kinetics of RSSH release. As
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Fig. 2 (a) HPLC traces showing hydrolysi. »f la (luv pM) in the
presence of MMTS (1 mM) in PBS (pH 7.4, 1L mM) containing the
metal chelator DTPA (100 pM) at 37 . 'n aliq ot of the reaction
mixture was withdrawn at the speci ed t' ne d quenched with 0.1%
formic acid. The decay of 1a war monit rred ¢ : 240 nm and formation
of phenol 4a at 275 nm. (b) Kinetic. »fla.  _mposition and phenol 4a
formation. Data represent tt. . ~=ra_ = of three experiments. The curve
is the calculated best fit to a . ngie  ponential function.

expected, tb -ate ot ~*  drolysis is enhanced at pH 8.0 (t1, =
37 + 3 min) an. is slowed significantly at pH 6.0 (¢, = 1599 +
48 mi- j, su, ~ortl. 2 the proposed base catalyzed hydrolysis to
releas RSSH.

We = ~r _ompared RSSH release kinetics for precursors

. Ning a variety of para-substituted phenols. We hoped to
decre: .e the rate of RSSH release through the introduction of
ele .on-donating groups. Indeed, we observe a small decrease
in the RSSH release rate from 1b, equipped with a 4-Me
substituent (137 + 4 min) (Table 1). Similarly, precursor 1c,
equipped with a 4-OMe substituent, shows a half-life 147 +
2 min, suggesting a minor effect of electron donating groups on
RSSH release rate. As also expected, we find that electron
withdrawing groups enhance the rate of RSSH release. For
example, 4-F substituted precursor 1d releases RSSH with a half-
life of 96 + 3 min. Similarly, 4-CF; substituted precursor 1e, and
4-CN substituted precursor 1f generate RSSH with a half-life of
56 £+ 3 min and 28 £ 1 min, respectively. Importantly, UPLC-MS
analysis of 1a—f following incubation with MMTS shows adduct
7 formation as the exclusive product (Fig. S5-S9t), and HPLC
analysis confirms phenol byproduct 4a-f formation in excellent

Table 1 Half-lives for precursors la—f and phenol 4a—f yields

Precursor X ty/» (min)” ArOH 4a-fyield (%)
la 4-H 129 + 2 4a 92 £2
1b 4-CH; 137 £ 4 4b 93 £4
1c 4-OMe 147 £ 2 4c 92 +1
1d 4-F 96 £ 3 ad 96 £ 6
1e 4-CF, 56 + 3° e 97 +£1
1f 4-CN 28 £1 af 97 £2

¢ RSSH precursors (100 uM) were incubated in the presence of MMTS (1
mM) in pH 7.4 PBS containing DTPA at 37 °C. ? Reduced aqueous
solubility required this experiment to be carried out in PBS with 50%
acetonitrile. Reported data represent averages + SD (n = 3).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Scheme 4 RSSH generation from O-benzyl substituted RSSH
precursor 8.

yields (Table 1). Hammett analysis of the kinetic data of RSSH
release from precursors la-f indicates a p value of 0.71
(Fig. S47%), consistent with a mild substituents effect on the
hydrolysis of these precursors. Taken together, these results
indicate that the RSSH release kinetics of alkylsulfenyl thio-
carbonates can be tuned through electronic modulation of the
thiocarbonate carbonyl carbon in precursor 1.

To further explore the substrate scope, we synthesized O-
benzyl substituted RSSH precursor 8 (Scheme 4). Here, we
observe significantly slower RSSH release (¢, = 2235 & 94 min),
indicating slow hydrolysis which is likely due to reduced elec-
trophilicity of the thiocarbonate carbonyl carbon (O-benzyl
substituent in 8 vs. O-phenyl in precursors 1a-f).

RSSH generation in the presence of thiol

Next, we examined the ability of alkylsulfenyl thiocarbonate 1a
to release RSSH in the presence of thiols. We anticipated that *
thiol attacks at the carbonyl carbon of the thiocarbonate moie -,

g ) e 2 Q)
— R%-SSH +
R'S.
s s)J\o st)l\o
1a 9a

NHAc NHAc
R'= R?=
COOMe COOH
2 )
o R2SH
v 8L T e XA
~s” o o=
1a 10 11a

_ ¥
R-SSH + 1a ——= Rls -sR' + S_/<04© @)
1a
)
s~ — C 5 + HO@ )
o)
11a

4a
2RSS — = R'S—(S),"SR' + H,S ®)
n=1
nR'SS + R'S—(8),"SR' —== R'S—(S),,;—SR'+ nR'sH &)
2
nRZH + R'S—(S),"SR" ——— R'S—(8),SR?> + nR'SH (7)
2
R o
Rlss + — R
st)J\o RSg g RY HO@
9a 12 4a
_ o]
Rlss” + R1S‘SJ\S’R — R'ss-sR' + COS + RSH ©)

12

Scheme 5 Proposed mechanism of RSSH and COS generation from
la in the presence of thiol.
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we should observe RSSH and/or RSSH-derived polysulfides,
along with S-alkyl-thiocarbonate 9a (Scheme 5, eqn (1)). Alter-
natively, thiol can attack at the internal sulfur atom of the
disulfide to produce unsymmetrical disulfide 10 and thiocar-
bonate intermediate 11a, which can rapidly decompose to
release COS and phenol (Scheme 5, eqn (2) and (4)). If formed,
COS will be hydrolyzed to H2S in biological systems by the
ubiquitous enzyme carbonic anhydrase (CA).*®

Initially, the decomposition of 1a was analyzed in the pres-
ence of 5 equiv. of N-acetylcysteine (NAC) in PBS (pH 7.4) by
HPLC. Rapid decomposition of 1a is observed i- the - .esence of
NAC (t/, = 0.64 £ 0.11 min) (ESL ¥ Table 2\, i. 1 ating 1 rapid
reaction between NAC and 1a. To inves*i sate ti. —~ chanism,
we monitored this reaction by UPLC-MS. As shown in Fig. 3,
disappearance of the peak attrib .. *0 1a ‘s observed with
concomitant formation of syn.me’ ica dialkyl polysulfides
(cyan highlight, R'SS,SR", n = 1-4) ores imably formed by the
decomposition of RSSH t' -oug. disproportionation (Scheme 5,
eqn (5) and (6)). Additiona. v, . » all amount of unsymmetrical
dialkyl polysu'ide (pu. "~ 1 ‘ghlight, R'SS,SR*, n = 0-3) is
observed, ' cely ~rmed vie NAC reaction with symmetrical
dialkyl poly. -".ades ~he 1e 5, eqn (7)). As expected, a new peak
at 5.65 min co. >sponding to N-acetyl cysteine-thiocarbonate 9a
isalso _.. red, ¢ nfirming thiol attack at the perthiocarbonate
carbc yl carL n of 1a to release RSSH. Due to the unstable
nature ~f R‘5H under these experimental conditions, we
™ “red tne yield of the byproduct 9a as an indication of RSSH
yield. he observation of RSSH-derived polysulfides formation
as i jor products led us to anticipate the efficient formation of
byproduct 9a. However, incubation of 1a with 5 equiv. of N-
acetylcysteine methyl ester shows only 53% formation of 9a. The
lower observed yield of 9a is likely due to its further reaction
with RSSH under these conditions. This hypothesis is sup-
ported by UPLC-MS data, where we observe appearance of a new

35 40 45 50 55 60 65 70 75 8.0
Retention time (min)

Fig. 3 UPLC-MS chromatograms of RSSH generation from 1a (100
puM) in the presence of NAC (500 puM) in pH 7.4 ammonium bicar-
bonate (50 mM) containing the metal chelator DTPA (100 puM) at 37 °C.
Aliquots taken at various times were quenched with 1% formic acid,
and analyzed by UPLC-MS. RSSH-derived symmetrical dialkyl poly-
sulfide, labeled as Ss to Sg (R'SS,SRY, n = 1-4, cyan highlight), and
unsymmetrical dialkyl polysulfides labeled as 'S, to 'Ss (R'SS,SR?, n =
0-3, pink highlight) formation is evident. A peak at 5.65 min attributed
to thiocarbonate 9a is also observed.
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peak at 5.2 min with m/z = 427.0659 (Fig. 3 and S12%). This peak
is assigned to byproduct 12, potentially formed by RSSH reac-
tion with 9a as shown in Scheme 5, eqn (8). Furthermore,
disappearance of 12 is also observed, likely due to further
reaction with RSSH producing dialkyl trisulfide and COS
(Scheme 5, eqn (9)).

COS generation from 1a was analyzed in the presence of NAC
by membrane inlet mass-spectrometry (MIMS), a technique
used for detection of dissolved hydrophobic gases in aqueous
solutions.*** For comparison, analogous experiments were
conducted with the primary alkyl RSSH precursor 13 (Scheme
6). Thiol is expected to react with 13 selectively at the disulfide’s
internal sulfur atom due to its steric accessibility to produce
unsymmetrical disulfide and thiocarbonate intermediate 9c,
which subsequently decomposes to release COS (Scheme 6 and
Fig. $34t). Comparison of COS release from 1a in the presence
of NAC shows only approximately 20% COS production with
respect to that observed for precursor 13 (Fig. 4a). Under these
conditions, the observed COS signal is likely a result of both
NAC and initially released RSSH reaction with 1a to produce
thiocarbonate intermediate 11a (Scheme 5, eqn (2) and (3)).
Taken together, these results demonstrate that 1a predomi-
nantly produces RSSH, even in the presence of thiols. We also
examined COS release from precursors 1b-f in the presence of
NAC. As shown in Fig. 4a, similar COS generation is observed
for all precursors indicating electron donating/withdrawin-
groups do not have a major effect on COS release rates. T =
reactivity of these precursors toward GSH was also measured. As
expected, a slightly faster COS release is observed in the pres-
ence of GSH (pK, = 8.83) compared with NAC (pK, = 9.52)
(Fig. 4b), presumably due to a higher concentra’ on - ° the
glutathione thiolate under these conditions.

2,
’S.__O.
~_SH . 0 A
Ph” e | _
. OMe
20 s_o
\is_. S -+ U
o g Ph ST o
b OMe

4 9¢

R?SH
Path A

.S._O
(e}
13 OMe

Scheme 6 Propos .d Mecha sm o 15 reaction with thiol.

(@) (b)

3500 3500
3000 3000 —:3
—_ — —1a
g 2500 g 2500 1b
= 2000 £ 2000 1c
© o —1d
£ 1500 £ 1500
— e
© 4000 © 1000
c S —1f
[} (e}
= 500 = 500
oL ) I
0 2 4 6 8 10 01 2 3 4 5
Time (min) Time (min)

Fig.4 COS MIMS signals at m/z 60 observed following the reaction of
control compound 9 (50 uM) and RSSH precursors la—f (50 uM) with
(@) NAC, and (b) GSH (0.25 mM, 5 equiv.) in PBS (pH 7.4, 10 mM) with
DTPA (100 pM) at 37 °C.
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Scheme 7 Proposed Mechanism of 1a reaction wi 12’ une.

Reaction of O-benzyl substituted nrecu. ~r 8 with NAC was
also examined. As expected, a apic ‘econ.position of 8 is
observed in the presence of thiol ¢, - 4.0 £ 0.7 min vs.
2235 min in the absence ¢ NAl(' 7/ith respect to 1a, 8
decomposes about six ti .~ si wer in the presence of thiol.
Similarly, slower COS ~enc atio.. .s observed from precursor 8
in the presenc o thiol « * vared to 1a (Fig. S36T). We also
examined ‘hefi.e. *he reduced electrophilicity of the carbonyl
carbon of p» “ursor « > urs thiol attack at the disulfide, which
would preclude *SSH generation. However, UPLC-MS analysis
shows r'Sy>, 'R' (. = 1-4) and R'SS,SR> (n = 0-3) formation
(Fig. + '31), in/ [cating that 8 releases RSSH even in the presence
of thioi. 7%, the results presented here confirm that alkyl-

ate, 1 thiocarbonate thiolysis can be achieved under physio-
logice conditions to release RSSH.

RSSH generation in the presence of amine

We tested the ability 1a to release RSSH in the presence of
amines. We anticipated that if amine attacks at the carbonyl
carbon of the thiocarbonate moiety, we should observe RSSH
and/or RSSH-derived polysulfides, along with alkyl-carbamate
15 (Scheme 7, eqn (1)). Incubation of 1a with ri-lysine (5
equiv.) shows disappearance of the peak attributed to 1a with

15 S, S, S, S,
90 min _A\_,\;
60 min ]\\J\
30 min /\\__,L A
15 min N A “
0 min }\ia

3.0 35 40 45 50 55 6.0 65 70 7.5 8.0
Retention time (min)
Fig. 5 UPLC-MS chromatograms of RSSH generation from 1a (100
uM) in the presence of lysine (500 puM) in pH 7.4 ammonium bicar-
bonate (50 mM) containing the metal chelator DTPA (100 uM) at 37 °C.
Aliquots taken at various times were quenched with 1% formic acid and
analyzed by UPLC-MS. RSSH-derived symmetrical dialkyl polysulfide,
labeled as S, to Ss (R'SS,SRY, n = 0-3, cyan highlight), formation is
evident. The very minor peak at 4.17 min corresponds to carbamate 15.
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concomitant formation of symmetrical dialkyl polysulfides
(Fig. 5). However, only a very minor peak corresponding to ex-
pected byproduct 15 is observed, suggesting that RSSH release
from 1a is mainly via hydrolysis even in the presence of amine.

RSSH protection against oxidative stress

Oxidative stress has been implicated in the etiologies of many
cardiovascular diseases.*>** Oxidative stress usually arises from
overproduction of reactive oxygen species (ROS). ROS consti-
tutes both oxygen free radicals, such as superoxide, hydroxyl
radicals, and peroxyl radicals, and non-radicals, such as
hydrogen peroxide, and hypochlorous acid. It has been
proposed that RSSH generation can be an endogenous cellular
protectant in response to oxidative stress.” Furthermore, it
appears likely that the proposed mechanism of protection can
be augmented pharmacologically with the addition of RSSH
donor species.

To test this hypothesis, we evaluated RSSH-mediated cellular
protection against oxidative-stress. First, we examined the
cytotoxicity of 1a on H9c2 cardiac myoblasts using the Sytox
viability assay, which measures cell membrane integrity.** Both
precursor 1a and its byproduct phenol show no toxicity toward
H9c2 cells up to 100 uM (Fig. S431). We then measured the
cytoprotective effects of 1a against oxidative stress. As expected,
treatment of H9c2 cells with hydrogen peroxide (200 pM) resulte
in reduced cell viability (Fig. 6a), measured using the CCK 3
viability assay, which measures cellular reducing capacity
Interestingly, pre-treating myoblasts with precursor 1a for 4 h
results in a dose-dependent decrease of H,O,-induced toxicity
(Fig. 6a). Remarkably, pre-treatment with only 5 uM .a . -8 h
also shows protection against 200 pM of H,0,, deinor .cra g
the potency of these newly developed alkyl~-'fenyl thir :ar-
bonate RSSH precursors against oxidative st 2ss. U, ler similar
conditions, the phenol byproduct shows 1. prote :ive effect
against H,O,-mediated toxicity, indic- ...._ “hat. -. protection is
due to RSSH. In addition, we he « meas\ 'ed t. ° protective
effects of thiol 2 in H9c2 cells. Thi. “hiol loes indeed show
some protection against H,C ,-me. tea ~xicity, but to a much

(a) (b) I 4h
100 i 100 il
280 . g 80
8 60 g 60
2 40 2 40
Q [0}
© 20 O 20
& R
0 0

Ctrl 0 5 10 25 50 4a
1a (uM)

Ctrl 0 5 10 25 50 4a
1a (uM)

Fig. 6 Cell viability of H9c2 cardiac myoblasts pretreated with RSSH
precursor la at 0, 5, 10, 25, and 50 uM and the byproduct phenol 4a at
50 uM for 4 and 8 h followed by exposure to H,O, (200 uM) for 2 h. (a)
Quantification of viability was carried out using Cell Counting Kit-8
(CCK-8). Results are expressed as the mean + SEM (n = 5 for each
treatment group) with three independent experiments. (b) Quantifi-
cation of cytotoxicity was carried out using Sytox green nucleic acid
stain. Results are expressed as the mean + SEM (n = 5 for each
treatment group) with five independent experiments.
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lesser extent compared with 1a (Fig. S447), indicating important
role of RSSH in cytoprotection against oxidative stress. The
cytoprotective effect of 1a was also independently measured
using the Sytox viability assay due to the potential background
reduction of CCK-8 by reactive sulfur species leading to arti-
factual viability measurements.** As shown in Fig. 6b, 1a
consistently shows protective effects against H,O,-mediated
toxicity. The protective effects against oxidative stress warrant
future investigation as the potency of 1a suggests cytoprotective
properties beyond direct scavenging of free-radical products
derived from H,0,. Taken together, these res' .ts d’ .nonstrate
the potential therapeutic benefit of RSSH donc¢ s ".1 the -ontext
of oxidative stress and suggest that pr= ursor. - . increase
intracellular RSSH levels are potentially . "eful agents against
oxidative stress-induced diseases.

Intracellular RSSH releas”

We also tested for inc-ease ' in..  ellular RSSH levels resulting
from incubatic w’.ala . ‘. ing SSP4, a fluorescent probe that
has been v .ed i, “etect of intracellular sulfane sulfur.**® Sul-
fane sulfur) erstow« ' ur atom with six valence electrons and
no charge. Bic gically important sulfane sulfur compounds
includ rS. ° poy, sulfides (RS,SH or RSS,SR, n = 1), inorganic
nolys 'fides (. SS,H, n = 1), and elemental sulfur (Sg). Briefly,
cells we ~ ir- ybated with SSP4 in the presence of cetrimonium

ou. e (CTAB) for 20 min and then washed with serum-free
medis pefore 1a is introduced. We did not observe a signifi-
car increase of the SSP4 fluorescence signal following treat-
ment with 50 uM 1a due to the low amount of RSSH released at
this concentration falling below the detection limit of the probe
(Fig. 7). However, dose-dependent increases in fluorescence
intensity are observed for 100 and 200 uM 1a over a period of
3 h. Since the SSP4 probe is known to react with a variety of
sulfane sulfur species, the fluorescence signal observed upon

1a (uM)
2.0 MO M
1.8 I 50 uM

I 100 M

1 200 M

Relative Fluorescence
N
o
1

60 min 120 min 180 min 240 min

30 min

Fig. 7 Intracellular RSSH release in H9c2 cardiac myoblasts. H9c2
cells were pretreated with SSP4 (20 uM) and CTAB (500 pM) for 20 min,
followed by incubation with RSSH precursor 1a at 0, 50, 100, 25, and
200 pM. Fluorescence intensity was measured at the indicated times
using a plate reader at the excitation and emission wavelengths of
482 nm and 515 nm, respectively. Results are normalized to the 0 pM
value at each time point and expressed as the mean + SEM (n = 3 for
each treatment group) with three independent experiments.
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treatment of 1a is likely due to RSSH and/or other sulfane sulfur
species that might be present in the equilibrium with RSSH
(e.g., Scheme 5). We measured the sulfane sulfur in H9c2 cells
treated with N-acetyl O-methyl cysteine trisulfide (N-Ac-OMe-
Cys-(S);) using the SSP4 probe and find that a higher fluores-
cence signal for N-Ac-OMe-Cys-(S); compared with 1a
(Fig. S457). However, sulfane sulfur detection under cell-free
conditions also shows a much higher fluorescence signal
intensity for Na,S; and N-Ac-OMe-Cys-(S); compared with 1a
(Fig. S46t). Based on these data we believe that 1a efficiently
generates RSSH intracellularly, but reduced reactivity of the 1a-
derived sterically hindered RSSH and/or dialkyl polysulfides
towards SSP4 probe likely contributes to the observed lower
fluorescence intensity. Thus, we conclude that the cytopro-
tective effects of 1a are attributed to increasing sulfane sulfur
pools within the cultured cells.

Conclusions

This study reports a new strategy for efficient RSSH generation
based on the hydrolysis of alkylsulfenyl thiocarbonates under
physiologically relevant conditions. We demonstrate that RSSH
generation from these precursors can be tuned by modifying
the thiocarbonate carbonyl group's electrophilicity. These
alkylsulfenyl thiocarbonates also generate RSSH in the presence
of thiol. As a proof-of-principle of possible protective effec s
associated with RSSH, we have demonstrated the potenti '
benefit of these donors in the context of oxidative stress in H9c2
cardiac myoblasts. Furthermore, these precursors also increase
intracellular sulfane sulfur levels in H9c2 cells. We * _, ~ that
this series of RSSH precursors may be used as arese .rch ¢ ‘or
delineating RSSH cell signaling mechanisms.
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