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ABSTRACT: Catalytic oxidation of organic substrates, using a green oxidant like O,, has been a long-term goal of the scientific
community. In nature, these oxidations are performed by metalloenzymes that generate highly oxidizing species from O,, which,
in turn, can oxidize very stable organic substrates, e.g., mono-/dioxygenases. The same oxidants are produced during O,
reduction/respiration in the mitochondria but are reduced by electron transfer, i.e., reductases. Iron porphyrin mimics of the
active site of cytochrome P450 (Cyt P450) are created atop a self-assembled monolayer covered electrode. The rate of electron
transfer from the electrode to the iron porphyrin site is attenuated to derive monooxygenase reactivity from these constructs
that otherwise show O, reductase activity. Catalytic hydroxylation of strong C—H bonds to alcohol and epoxidation of alkenes,
using molecular O, (with '®0, incorporation), is demonstrated with turnover numbers >10* Uniquely, one of the two iron
porphyrin catalysts used shows preferential oxidation of 2° C—H bonds of cycloalkanes to alcohols over 3° C-H bonds without
overoxidation to ketones. Mechanistic investigations with labeled substrates indicate that a compound I (Fe™"=0O bound to a
porphyrin cation radical) analogue, formed during O, reduction, is the primary oxidant. The selectivity is determined by the
shape of the distal pocket of the catalyst, which, in turn, is determined by the substituents on the periphery of the porphyrin
macrocycle.

1. INTRODUCTION

Over several decades chemists have been pursuing the
development of efficient catalysts for the oxidation of organic
substrates usmg an environmentally benign oxidant like
molecular O,.'" Inspiration for the design of these catalysts
has been derived from the diverse set of metallo-enzymes that
are known to facilitate these transformations under ambient
conditions. These include heme (cytochrome P450,”~"" indole
dioxygenaselz) and nonheme (intradiol dioxygenase,13 meth-
ane mono-oxygenase ') dioxygenases and mono-oxygenases.
All of these enzymes have evolved to use iron in the active site
and molecular O, as the oxidant for both 2e~ mono-
oxygenation and 4e” dioxygenation."> Organic substrates,
which are generally stable in oxygen, are reacted by reactive
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high-valent intermediates which are formed upon reacting
molecular oxygen with the reduced ferrous sites in these
enzymes.'”~*° The high-valent iron species are formed upon
the cleavage of the O—O bond of a ferric peroxide
intermediate, which, in turn, is formed after the two-electron
reduction of 0,.”*'>* These high-valent species are either,
formally, Fe(V)=0 in heme (Scheme 1a,b) or Fe(IV)=0 in
nonheme iron enzymes. These species are highly oxidizing and
can oxidize strong C—H bonds by hydrogen atom abstraction
(HAT) as well as oxidize poorly reactive alkenes to
epoxides.”” ™’ The generation of the formally Fe(V)=0
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Scheme 1. Primary Reactions Taking Place at the Active Site of (A) Cytochrome ¢ Oxidase®* and (B) Cytochrome P450*
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species in heme systems requires two electrons that are
provided by electron transfer (ET) from a reductase
component (Scheme 1b).” The reactivity of these species
varies dramatically depending on the axial ligands and spin
state of the iron among other factors.”®~** Alternatively, these
high-valent species are also produced in the heme/Cu active
site of oxygen reductases like cytochrome c oxidase (Scheme
la), the terminal oxidant of the mitochrondrial electron
transport chain, where they are reduced by rapid electron
transfer (10° s™') from the adjacent heme b or Cu, sites
present in the same protein. In Cyt P450 mono-oxygenases the
electron transfer rates from the reductase component (Scheme
1b) to the heme site varies between 36 s™* and 12 s™.,*' which
are substantially slower than the electron transfer rates
between the heme b/Cu, and the heme-Cu active site in
oxygen reductase like CcO.

Synthetic efforts mimicking the structure and reactivity of
these excellent natural catalysts started even before the crystal
structures were available for most of these."”*”** Mechanistic
investigations allowed identifying reactive intermediates
responsible for the oxidation of poorly reactive organic
molecules. Synthetic analogues of these intermediates were
prepared outside the protein matrix which allowed detailed
interrogations of these species and provided deep insight into
their electronic structure that was responsible for low reaction
barriers and selectivity.”” The compound I, which is a Fe'Y=0
bound to a porphyrin radical cation in heme systems (or
[Fe¥=0]P"), can be directly generated by two-electron
oxidation of a Fe(Ill) center with peroxides and per-acids
using the peroxide shunt.””~>* Generation of these high-valent
species from molecular oxygen in synthetic heme systems still
remains a formidable challenge. As a result, the scope of
molecular O, as a green oxidant in artificial systems remains
limited.”*>> Though there are number of metal catalysts
reported that can oxidize organic molecules in the presence of
oxygen, the generation of the free radical species during the
course of the reaction makes a huge difference in the oxidation
chemistry.”® Furthermore, modeling the electron transfer to
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synthetic models at intermediate states of catalysis is difficult
owing to the inherent reactivity of a sacrificial reductant with
O,. For example, in the case of mono-oxygenases, where a
ferric resting site is generated as the end-product of the
catalytic cycle, its reduction to the O, activating ferrous form is
jeopardized by the reaction of O, with reducing agents present
in the medium.

Apart from some photocatalysts,”” recently some reports
have been published that demonstrate different metal
porphyrins that can oxidize cycloalkanes®®™*° and alkenes®'~%°
under homogeneous conditions at high temperature and high
pressure of oxygen with low turnover numbers and no
selectivity. Similarly, synthetic mimics of O, reducing proteins
like cytochrome ¢ oxidase are reported to oxidize organic
phosphines using molecular O,, albeit under single turnover
conditions in organic solvents; i.e., these artificial oxidants are
potent but not catalytic.°*®” Reductive activation of molecular
oxygen to generate high-valent species that could oxidize
organic substrate was demonstrated using a biphasic medium
where Mn porphyrins were dissolved in organic solvent that
also contained the organic substrate, and the reducing
equivalents were provided from ascorbic acid present in the
aqueous phase. Catalytic rates of 0.6 per hour and 0.04 per
hour could be reached for oxidation of styrene to styrene oxide
and cyclohexane to cyclohexanol, respectively.”®

In this manuscript, thiolate bound iron-picket fence
porphyrin (FePf) assembled over self-assembled monolayer
(SAM) is used to create an electrochemical analogue of
cytochrome P450 to generate high-valent oxidants during
heterogeneous electrochemical O, reduction. The rate of
electron transfer from the electrode to the catalyst is
attenuated to enhance the lifetime of these high -valent
species which could, thus, be used to oxidize C—H bonds and
epoxidize alkenes catalytically using O, with turnover numbers
greater than 10%. The sterically hindered distal pocket of the
picket fence porphyrin allows easy access to the sterically less
hindered 2° C—H bonds relative to the 3° C—H bond and
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Figure 1. Graphical representation of (A) the cytochrome P450 reductase system and (B) the electrochemical analogue.

shows no overoxidation of alcohols to ketones for sterically

hindered alcohols.

2. AN ELECTROCHEMICAL MODEL OF CYTOCHROME
P450

The key toward generating high-valent oxidant from oxygen is
retarding the rate of ET from the reductase component to the
catalytic center (Figure 1A) to allow mono-oxygenase activity
in preference to reductase activity (Scheme 2). In fact, several

Scheme 2. Schematic Representation of the Oxidation of
Small Organic Molecules by the High-Valent Iron Species,
Formed during the Reduction of Oxygen by the Synthetic
Iron Porphyrin Complexes
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reactive intermediates are now known to accumulate on the
electrode during heterogeneous electrochemical oxygen
reduction under steady state (Scheme 2). This includes
Fe'"—OOH, Fe!V=0, and in some cases [Fe!'=0]p*". 773
This is because an electrocatalytic O, reduction (reductase
activity) involves the same intermediates (Scheme 2) that are
involved in substrate oxidation (oxidase reactivity) even in
artificial systems as well. The only difference is that during
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electrocatalytic O, reduction the high-valent oxidants are
reduced by ET from the electrode, which acts as a mimic of the
reductase component in the enzymatic systems (Figure 1B).
This raises the possibility of harnessing the oxidase activity of
these high-valent intermediates to oxidize organic molecules if
their rates of formation via O—O heterolysis during O,
activation can be made much faster than their rates of decay
(by electron transfer from the electrode, Figure 1B), offering
them substantial lifetime to oxidize substrates present in the
medium. Recent efforts have demonstrated that the rate of O—
O bond cleavage by an iron porphyrin complex, during
electrocatalytic O, reduction, can be substantially enhanced by
using a thiolate as an axial ligand.”" The strong iron thiolate
bond (Fe—S = 341 cm™ in the surface enhanced resonance
Raman spectroscopy (SERRS) spectra obtained on these
modified electrodes) activates the O—O bond for cleavage by
exerting a “push” effect.”” Similarly, the rate of electron transfer
from the electrode to the electrocatalytic center can be
attenuated by the use of SAM of thiols on electrodes.”*”"°
Combining both, one can envisage an electrochemical
construct where reactive oxidants are produced atop electrodes
during O, reduction and may have substantial lifetime to
oxidize organic molecules present in the solution (Figure 1).
Preliminary data showing successful oxidation of poorly
reactive hydrocarbons and ferrocyanide using high-valent
intermediates produced during electrochemical reduction of
mole$11117a7r O, utilizing this approach were reported a few years
back.””

3. OXIDATION OF THE SUBSTRATES

A thiolate bound iron-picket fence porphyrin (FePf, Figure
2A) has a E,;, = —51 mV vs NHE for the Fe(IIl)/Fe(II) redox
pair at pH 7 and reduces O, at cathodic potentials (Fi%ure S.1)
with a maximum current at —201 mV vs NHE.”" In the
presence of dissolved organic substrates in water, bulk
electrolysis at —100 mV for 15 min yields oxidized products
which are then extracted in an organic solvent and analyzed
using GC-MS. Catalytic hydroxylation of sp> C—H bond of a
cyclohexane and epoxidation of styrene could be achieved
using molecular O, with large turnover numbers (TONs) and
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Figure 2. Catalysts used in the reactions (A) iron-picket fence porphyrin (FePf) and (B) iron-half picket fence porphyrin (FehPf). (C) The

modified electrode with thiolate ligated iron porphyrin.

Table 1. Turnover Numbers (TONs), Turnover Frequencies (TOFs), and the Amount of *0, Incorporation in the Products
Obtained after the Oxidation of Substrates by Thiolate Ligated FePf Complex

Substrate Oxidized Product Turn Over Turn Over 130 inclusion
BDE Number (TON) | frequency (TOF)
(kCal/mole) (sec™)
[~ OH | 21%10° 23 100%
(100)
0 5.7%10° 6 60%
O 5
(o) 24
@—{ 2.17*10*
ND
(1° C-H =98) 8
(2° C-H=185) / 6.9*103
o
C 8.62%10? 1 100%
OH
(89.8) C 6.11*10* 68 0%
\O

high turnover frequencies (TOFs) (Table 1) with a thiolate
bound FePf. Oxidation of cyclohexane leads exclusively to
cyclohexanol with TON > 10* and TOF ~23 s™'. Note that
these are rates averaged over the entire reaction time. Similarly,
styrene is oxidized to styrene oxide with a TON > 10° and
TOF ~6 s™'. Generally, epoxidation by high-valent ferryl
species is faster that C—H hydroxylation. Thus, the slower rate
of epoxidation may reflect lower solubility or steric demand of
the styrene substrate (see section 3.3). Ethylbenzene gets
oxidized to produce a 3:1 mixture of acetophenone and
phenylacetaldehyde, and toluene gets oxidized to benzaldehyde
(Table 1). Oxidation of primary C—H bonds in the presence of
benzylic C—H bonds in ethylbenzene is very uncommon and
reflects steric hindrance in the distal pocket (see section 3.3).
Thus, the thiolate bound iron porphyrin created on top of an
electrode is a functional mimic of the cytP450-reductase
system and can catalyze both hydroxylation and epoxidation of
organic substrates with O, akin to its natural analogue.

3.1. Molecular Oxygen Incorporation. The incorpo-
ration of molecular O, in the product was confirmed by
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labeling experiments using labeled '*0,. Labeling the
molecular O, using 'O, resulted in labeled cyclohexanol
(100%) and styrene oxide (60%) (Table 1, Figure S.2). The
partial labeling of styrene oxide, which is produced at a slower
rate (Table 1), is suggestive of competitive oxygen atom
exchange of a high-valent metal oxo species with unlabeled
water.”” Thus, the oxygen atoms incorporated in the product
are obtained from the O, establishing catalytic mono-
oxygenase activity. None of the aldehyde produced is found
to be labeled with '®O as the rate of exchange of the aldehyde
oxygen with unlabeled water is ~10° M~ s™' in buffered
solutions.”

3.2. Regioselectivity. Upon using a substrate like
adamantane which bears both 2° and 3° aliphatic C—H
bonds with BDEs of 100.2 kcal/mol and 97 kcal/mol,
respectively, the 2° alcohol is observed as the major product,
even after considering the statistical probability,*’ resulting in a
3° and 2° ratio of 0.68 (Table 2). Most known metal oxo
ligands produce the 3° alcohol as a dominant product (3°:2° >
48:1 for cyt P450 and other heme systems®") consistent with
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Table 2. Regioselectivity for Two Different Porphyrins

Substrate Oxidized Product Product Distribution for two different
catalysts
FePf FehPf
OH O Only Cyclohexanol 2.6:1
[T I~ (only
. cyclohexanone on
(C-H=100 longer runs)
kcal/mol )
(o) No 1° oxidation
OH o 31 product. Only
@—\ benzylic C-H
. oxidation
+ : observed.
(1°C-H=98
kcal/mol)
(2°C-H=385
kcal/mol)
HO ) )
OH o 23 4:1
. + (No (ratio of
: Adamantanone) adamantane-2-
(2° C-H=100 oland
kcal/mol) adamantanone
(3°C-H=97 is 1:2)
kcal/mol)
AN O\ Only styrene oxide 62:1
le) (4 .4 times more
. styrene oxide)

the weaker BDE of 3° sp* C—H bonds.* Similarly, upon using
ethylbenzene the 1° C—H bond (BDE = 98 kcal/mol) and the
benzylic C—H (BDE = 85 kcal/mol) bond are oxidized to
yield phenyl acetaldehyde and acetophenone, respectively.
Generally, oxidation of primary C—H in the presence of weak
benzylic C—H is not observed.”> Thus, observation of primary
C—H oxidation in the presence of benzylic C—H is indeed
quite remarkable. Overoxidation of the alcohol to the aldehyde
is observed in the case of the less sterically crowded primary
and benzylic C—H bonds in ethylbenzene and toluene (Table
1, rows 3 and 4). Importantly, in the case of sterically
demanding substrate like cyclohexane or adamantane, no
cyclohexanone or adamantanone is detected. The apparent
disparity with the erstwhile reported synthetic systems
regarding the preferential oxidation of 2° C—H over 3° C—
H and lack of overoxidation of the sterically demanding 2°
alcohol produced all suggest that steric demands of the picket
fence architecture may be responsible for the regioselectivity
observed here.

To ascertain the role of steric demand of the picket fence
architecture in selectivity, an iron-half picket fence porphyrin
(FehPf, Figure 2B) is synthesized, which has two bulky pivaloyl
groups in the distal site in contrast to four in the picket fence
architecture which allows more rotational flexibility to the
pivaloyl groups. Catalysis was performed using the FehPf,
which has a wider substrate access cavity, keeping everything
else the same. The results show that cyclohexanol and
cyclohexanone are produced during the oxidation of cyclo-
hexane with the ratio of 2.6:1 in contrast to only cyclohexanol
with FePf (Table 2, S.I. Figure S.3.A). The cyclohexanone is
the only product when the reaction is run longer to higher
conversion, indicating that the ketone produced was the result
of overoxidation of the alcohol. With ethyl benzene there is no
trace of primary aliphatic C—H hydroxylation, and only
benzylic oxidation is observed as is known to be the case for
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most systems reported to date (Table 2, S.I. Figure S.3.B).
Similarly, the 4:1 ratio of the 3°:2° product for adamantane
hydroxylation along with the production of adamantanone due
to overoxidation of the 2° alcohol (Table 2, S.I. Figure S.3.C)
validates the proposal of steric control of selectivity in FePf.
Moreover, the TOF of styrene epoxidation with FehPf is four
times higher than that obtained with FePf (Table 2, S.I. Figure
S.3.D), suggesting that the sluggish rate of styrene epoxidation
observed with FePf is the consequence of the sterically
demanding architecture of the picket fence providing limited
access of the alkene (side-on) groups of styrene.

The four pivaloyl groups of picket fence around the
porphyrin ring on the distal side (the proximal side is thiolate
bound and faces the SAM) has an opening of ~6 A (Figure
3A), which may restrict the access of sterically demanding 3°
C—H. Access of the tertiary C—H bonds of adamantane to the
high-valent ferryl center buried deep inside the pocket is to be
more demanding (Figure 3B) relative to the access of the 2°
C—H (Figure 3C). This may result in the higher rate of
oxidation of 2° C—H in adamantane relative to the weaker 3°
C—H observed here. Similarly, the picket fence architecture
can allow unabated preferential access to the terminal —CHj,
group of ethylbenzene. As a result, while the benzylic
hydroxylation and aromatic hydroxylation are much more
usual for ethylbenzene oxidation,”® here a substantial amount
of primary aliphatic C—H bond oxidation is observed despite
having a much higher BDE than the benzylic C—H bond. The
a-H of a 2° alcohol generated upon the oxidation of 2° C—H
in cyclohexane and adamantane is effectively a 3° center.
Therefore, no overoxidation is observed in these cases. Thus,
the steric hindrance of the distal pocket of the iron picket fence
porphyrin seems to allow for (a) preferential 2° C—H
hydroxylation in adamantane, (b) primary C—H oxidation in
ethylbenzene, and (c) lack of overoxidation of 2° alcohols. The
FehPf architecture on the other hand is open, allowing easy
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Figure 3. (A) Top view of FePf showing a substrate access cavity with
a diameter of 6 A. (B) The access of 3° H of adamantane demands a
conelike geometry resulting in steric hindrance, (C) secondary C—H
accesses to the cavity with a lesser steric hindrance because of its
trigonal architecture resulting in higher yields of secondary alcohol,
and (D) wider substrate access cavity of iron-half picket fence (FehPf)
depicting the lesser amount of bulky pivaloyl groups in the secondary
geometry.

access to sterically hindered substrates which compromises the
selectivity (Figure 3D).

3.3. Isotope Effect. H/D isotope effects were obtained for
cyclohexane-d,,. The H/D isotope effect for cyclohexane (sp*
C—H) is measured to be 9.9 + 0.3. The values of KIE fall in
the observed range expected for rate determining HAT
reactions (Scheme 3).°*® Several cytP450 are known to
exhibit ky/kp as high as 10 for HAT by compound 1.**7%
These reactions are performed in an aqueous medium,
providing a unique opportunity to explore the H,0/D,0O

Scheme 3. Schematic Representation of the Mono-
oxygenase Activity Depicting Both the Kinetic Solvent
Isotope Effect (KSIE) and Kinetic Isotope Effect (KIE)
during the Oxygenation of C—H Bond

N 0,
OH ~N I \N_
N L NS e
>N LN— NT_LN=
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solvent kinetic isotope effect (KSIE) in these reactions. The
oxidation of cyclohexane by oxygen catalyzed by a thiolate
bound iron porphyrin has a H,O/D,0 isotope effect of 12.8 +
0.1. Since a HAT by a high-valent oxo species is not expected
to have significant KSIEs, the large KSIE observed here is
suggestive of the presence of an exchangeable proton in the
transition state of another chemical step in the catalytic cycle
(Scheme 3). The CytP450 enzymes exhibit both KSIE (from
solvent) and KIE (from substrate) in the same catalytic cycle
as has been observed here. The KSIE in cytochrome P450
originates from the protonation of Fem—peroxide or Fe'll
hydroperoxide species,” and the KIE originates from the C—H
bond abstraction by compound L.** Note that observation of
isotope effects in two different steps in the same catalytic cycle
implies that the rate of O—O bond heterolysis of compound 0
and C—H bond abstraction by compound I are similar (ca.
10000 s7').*” In a previous investigation, a combination of
surface enhanced resonance Raman spectroscopy coupled to
rotating disc electrochemistry (SERRS-RDE) and H/D isotope
effects on rate-determining steps in O, reduction, a KSIE of
~18 was observed for an iron porphyrin complex with a
covalently bound thiolate.”” The large KSIE was associated
with the heterolytic cleavage of the O—O bond in a Fe''—
OOH intermediate owing to a lack of organized proton
transfer channel, which is present in the active site of Cyt P450
comprising of Asp 251 and Thr 252. In fact, large KSIE (~10)
is observed on the protonation of compound 0 (thiolate bound
Fe'"-OOH) intermediate in P450 when the preorganized
prot(9>(1)191transfer channel created by Asp 251 is replaced by
Asn.””

3.4. Faradaic Yield. Apart from obtaining the TON and
TOF, the overall charge dissipated during the electrolysis can
be quantified as well and compared to the amount of oxidized
product allowing estimation of the Faradaic yield (FY) of the
process. The FY helps to quantify the competition between the
chemical oxidation step (mono-oxygenase pathway, Scheme 2)
by the high-valent oxidant and its reduction by ET from the
electrode (reductase pathway, Scheme 2). For example, if the
ET from the electrode is sufficiently slow and all the
compound I produced catalyzes mono-oxygenation (a 2e-
oxidation), one mole of the substrate is oxidized per two moles
of electrons provided from the electrode. This situation is
defined to have a 100% FY, i.e., the maximum substrate
oxidation possible per two electrons from the electrode. The
oxidation of cyclohexane to cyclohexanol has a FY of 72%, and
the oxidation of styrene to styrene oxide has an efficiency of
45% (Table 3). An efficiency less than 100% is expected,
considering the competing reduction of these highly oxidizing
species by electron transfer from the electrode which is poised
at potentials (—100 mV vs NHE) that are much lower than the
reduction potentials of the oxidant compound I species
(generally ~1.3 V vs NHE at pH 6).”>”* Since both these
experiments are performed at the same potential (—100 mV vs
NHE), the rate of ET from the electrode to the oxidant should
be very similar. Thus, the differences in the FY of cyclohexane
and styrene oxidation reflect the relative rates of mono-
oxygenation and ET in both cases. The FY values indicate that
roughly the rate of ET on an octane thiol SAM is the same as
the rate of epoxidation of styrene (FY & 45%) and is ~3 times
slower than the rate of hydroxylation of cyclohexane (FY =
72%).

The rate of electron transfer from an electrode which is
modified with self-assembled monolayers of alkane thiol
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Table 3. FY for Cyclohexane and Styrene Oxidation with the Variation of Rate of Electron Transfer from Electrode

Substrate Product Catalyst FY (%) for different chain length of
the diluent

C10SH CsSH CeSH CsSH

% m\OH FePf 56.4 72 52.1 21.0

©/\ <°| FePf 19.1 45 21.0 12.6

Table 4. FY for Cyclohexane and Styrene Oxidation with the Varying Coverage of the Catalyst

Substrate Product FY (%) for different surface coverage of the catalyst
10% 20% 30%

[ 7 LT 29.7 72 58.4

©/§ @/d’ 8.4 45 26.4

depends on the chain length of the alkane thiols’>”* and the

rate decays exponentially with an increase in chain length.”*
The electrodes used here are modified with linker molecules
(SHC,,SH) and diluent molecules (C;SH) where the standard
rate of electron transfer is 1000 s~'.”*"> An increase in the rate
of ET should reduce the lifetime of high-valent species, which
should result in a decrease in the FY. Indeed, when the diluent
is changed to hexane thiol (C4<SH) and butanethiol (C,SH),
which should have a much larger electron tunneling rate,”* the
FY of cyclohexane oxidation decreases to 52.1% and 219%,
respectively, from 72% in octane thiol (Table 3). Similarly, the
FY of epoxidation decreases from 45% in octane thiol to 21%
and 12.6% in hexane thiol and butanethiol (Table 3),
respectively. The rate of electron transfer can be enhanced
by increasing the driving force of electron transfer by applying
a more cathodic potential. As may be expected, the yield of
oxidized product was reduced dramatically as the applied
potential is made more cathodic (S.I, Figure S.4), which
results in a higher driving force for electron transfer.
Decreasing the rate of ET further by elongating the chain
length by substituting octane thiol by decanethiol leads to a
decrease in FY as well (Table 1), suggesting that the octane
thiol provides an optimal ET rate for the desired mono-
oxygenase activity. The abundance of the active site can be
controlled by varying the mixture of the linker dithiol with the
filler thiol (diluent). The catalytic turnover gradually increases
from 10% to 20% coverage and then decreases as the coverage
is increased to 30% (Table 4). Thus a 20% coverage of the
catalyst is optimal for the reactivity.

During O, reduction, this thiolate bound FePf porphyrin
produces ~10% H,0,°° H,0, is known to produce
compound I upon reacting with ferric porphyrins, albeit not
bound to thiolate. Oxidation of substrates by compound I
produced from the H,O, generated in situ during O, reduction
will result in a maximum FY of 10% and not as high as 71%
observed here. Additionally, the oxidation of cyclohexane by
same construct, i.e., thiolate bound FeP{, is only observed at 50
mM concentration of H,O,. Thus, the likelihood of compound
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I formed from H,0, produced under these conditions (0.2
mM O,) oxidizing substrate is very unlikely.

4. CONCLUSION

In summary, an electrochemical analogue of Cyt P450 is
generated by creating thiolate bound iron porphyrin active
sites on top of self-assembled monolayer covered electrodes. A
highly oxidizing species is produced during the catalytic O,
reduction cycle which can be used to catalytically oxidize
cyclohexane and styrene to cyclohexanol and styrene epoxide,
respectively, with TON > 10* and TOF 6—23 s™". A large KIE
(10) and KSIE (13) indicate that a Fe—OOH species,
generated during O, reduction, undergoes heterolytic O—O
bond cleavage to form a compound I analogue which performs
the hydroxylation via HAT. The design of the distal site of the
porphyrin used here determines the regioselectivity. In fact, by
using a sterically demanding picket fence distal site of the
porphyrin ligand, preferential oxidation of 2° C—H bond
hydroxylation over 3° C—H bond is observed, and over-
oxidation of the alcohol produced could be avoided. The best
yields require optimal ET rates (controlled by chain length of
the SAM and applied potential) and optimal catalyst coverage
(controlled by mole fraction of the ligating dithiol) and TON
of 23000 and FY as high as 70% has been observed for the
oxidation of cyclohexane to cyclohexanol. Overall it is
demonstrated that the reactivity of electrodes bearing thiolate
bound iron porphyrin could be switched between O, reductase
and mono-oxygenase by controlling the rate of electron
transfer from the electrode. The approach demonstrated here
has the potential of being applied to other organic molecules
specifically to water-soluble natural products of their
precursors where such selective hydroxylation has valuable
implications.

5. EXPERIMENTAL PROCEDURES

5.1. Materials. All reagents were of the highest grade
commercially available and were used without further
purification. Octanethiol (C¢SH), butanethiol (C,SH), potas-
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sium hexafluorophosphate (KPFy), benzyl alcohol, benzalde-
hyde, styrene, styrene oxide, adamantane, and phenyl-
acetaldehyde were purchased from Sigma-Aldrich. Disodium
hydrogen phosphate dihydrate (Na,HPO,-2H,0), cyclohex-
ane, and cyclohexanol were purchased from Merck. Triethyl-
amine (Et;N), toluene, ethylbenzene, and acetophenone were
purchased from Spectrochem India Ltd. Au wafers were
purchased from Platypus Technologies (1000 A of Au on 50 A
of Ti adhesion layer on top of a Si(III) surface). The picket
fence iron porphyrin was synthesized and characterized
following past literature reports.””

5.2. Instrumentation. All electrochemical experiments
were done using CH Instruments (model CHI7O00E electro-
chemical analyzer). The bipotentiostat, Ag/AgCIl/KCl (satd.)
reference electrodes, and Teflon plate material evaluating cell
(ALS Japan) were purchased from CH Instruments. All
qualitative and quantitative experiments were done using a gas
chromatography mass spectroscopy (GC-MS) technique in an
Agilent 7890B GC system with 5977A MS detector.

5.3. Construction of the Electrode. 5.3.1. Formation of
Mixed SAM. The Au wafers were cleaned electrochemically by
sweeping several times between 1.7 V to —0.3 V (vs Ag/AgCl
reference electrode) in 0.5 M H,SO,. A SAM solution was
prepared using the proper concentration ratio of the linker
(SHC,;SH) molecules and the diluent molecules (Figure 4).

A H B
D)
H

H

Figure 4. Panel (A) is the linker (SHC,;SH) and (B) represents the
diluent molecules (n = 1, 3, S, 7 respectively for C,SH, C(SH, C4SH,
and C;,SH).

In this SAM solution, the total thiol concentration was
maintained to 3 mM, and the mole fraction of the linker thiol
was maintained at 0.2 (20%) because that is the optimal
concentration for the reactivity. The linker molecule was

prepared using a reported procedure.”’ Octanethiol was used
as the diluent in all the experiments performed except in the
experiments where the rate of electron transfer was either
accelerated by using shorter butanethiol and hexanethiol or
decelerated by using longer decanethiol.” Freshly cleaned Au
wafers were rinsed with triple distilled water and ethanol. After
that, the wafers were purged with dry N, gas and immersed in
the depositing solution for 48 h.

5.3.2. Attachment of the Catalyst to the Electrode. Au
wafers immersed in the deposition solution were taken out
before experiments and rinsed with ethanol followed by triple
distilled deionized water and then dried under N,/Ar gas. The
wafers were then inserted inside a Plate Material Evaluating
Cell (ALS Japan). Primarily, iron porphyrin with a hydro-
phobic distal pocket (iron-picket fence porphyrin, FePf) was
used as catalyst. Along with this, another iron porphyrin with
less sterically demanding architecture, iron-half picket fence,
was also used as the catalyst. Both the catalysts were dissolved
in chloroform for attachment. For the attachment of the iron-
picket fence (FePf) to the SHC,;SH linker, the electrode
surfaces were immersed first in Et;N for 10 min and then in
the iron-picket fence porphyrin solution for 2.5 h (Scheme 4).
After that, the surfaces were thoroughly rinsed with chloro-
form, ethanol, and triple distilled water before the electro-
chemical experiments. A pH 7 buffer solution containing 100
mM Na,HPO, and 100 mM KPFy (supporting electrolyte), Pt
wire as counter electrode, and Ag/AgCl as the reference
electrode were used for all electrochemical experiments. Cyclic
voltammetry (CV) and X-ray photoelectron spectroscopy
(XPS) were performed to characterize the catalyst attached to
the SAM coated gold electrode (S.L, Figure S.5.1 and S.5.2).
Attachment of the FehPf on top the SAM modified gold
electrode was done following the same technique. The
synthetic procedure of Fe-half picket fence is mentioned in
the Supporting Information (S.I, S.6).

5.4. Oxidation of Substrates. Substrates used here were
cyclohexane, styrene, ethylbenzene, toluene, and adamantane.
A pH 7 phosphate buffer solution (deionized water solution
containing 100 mM Na,HPO,-2H,0 and 100 mM electrolyte,
KPF;) was saturated with the above-mentioned substrates by
adding two drops of ethanol to a suspension of these organic
molecules in water followed by vigorous shaking. The mixture
settled until the aqueous and organic phases were clear. The
aqueous layer was separated using a separating flask.
Electrochemical analyses were performed with this aqueous
solution (S.I, Figure S.7.A). Electrolysis was performed at a
constant potential of —0.100 V (vs NHE) (S.L, Figure S.7.C)

Scheme 4. Schematic Representation of the Construction of Bioinspired Electrodes”

Et3N+ chloroform solution of
the catalyst
2.5 hours

ARG\

////////I////\

“Catalyst, iron-picket fence porphyrin (FePf), attached on top of the SAM coated gold electrode.
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with this solution for 15 min. CV data collected after bulk
electrolysis (S.I, Figure S.7.B) indicate the decay of the
catalysts during electrolysis. The resultant aqueous electrolyte
containing reactants and products was extracted with chloro-
form (CHCl,). The CHCl; layer was dried and evaporated,
and the product left behind was subjected to GC-MS analysis
(S.I, Figure S.8). Note that ethanol used here to make the
substrates more soluble in water acts as a competing substrate
in this reaction as acetaldehyde was detected in GC. However,
the amount is low owing to its higher solubility in water and
lower affinity for the hydrophobic electrode surface.

5.5. Labeling with Molecular Oxygen. To calculate the
amount of molecular oxygen inclusion, a labeling experiment
with '®0, was performed. A degassed pH 7 phosphate buffer,
saturated with substrates, was taken and followed by saturating
this buffer with '®0,. Electrocatalysis was performed with the
aqueous layer of this buffer in anaerobic conditions and the
product was analyzed by GC-MS (S.L, Figure S.2). The ratio
of the peak height of '*0 included product and 'O included
product, normalized to 100%, is reported as the percentage of
80 inclusion into the products.

5.6. Estimation of the Turnover Number (TON). The
amount of oxidized product was determined by GC. To do
that, the areas of the peaks of pure samples of different known
concentrations were determined and plotted against the
concentration of these samples. This plot is used as the
calibration plot for that sample (S.I, Figure S.9). The amount
of the oxidized product in the mixture was quantified by using
respective calibration plots. CV experiments, done in anaerobic
conditions, were used to calculate the amount of catalyst on
the electrode surface. The ratio of the number of moles of
product formed and the number of moles of catalyst (obtained
from integration of the area under the CV response) depicts
the turnover number (TON). Turnover frequency (TOF) is
the TON divided by the run time in second (15 min = 900 s).
TOF does not depict the initial rate; rather, it is the rate
averaged over the entire duration of the reaction.

5.7. Estimation of the Faradaic Yield (FY). The moles of
product produced per moles of electron, normalized to 100%,
can be used as a parameter for quantifying the faradaic yield
(FY) of the reaction. Thus, a 100% faradaic efficiency
corresponds to 1 mol of product obtained for two moles of
electron and one mole of oxygen (mono-oxygenase). The
number of moles of electron consumed was quantified by
calculating the total charge during the electrolysis. The
following formula was used to calculate the FY.

_ 100*number of moles of product*2e 96496

amount of charge accumulated

FY

5.8. Estimation of the Kinetic Isotope Effect (KIE) and
Solvent Kinetic Isotope Effect (SKIE). To measure the KIE
for cyclohexane hydroxylation, cyclohexane-d;, was used as the
substrate. The deuterated substrate was dissolved in buffer, and
electrolysis was performed as mentioned above with thiolate
ligated FePf (S.I, Figure S.10.A). For KSIE measurement
instead of pH 7, phosphate buffer pD 7 buffer with the same
concentration of electrolyte was used, and substrates were
saturated in this buffer to perform the electrochemical
experiments with thiolate ligated FePf. In both the cases,
products were quantified by GC-MS, and then the amount was
compared with the product obtained for substrates stated
above (S.I, Figure S.10.B).
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5.9. Safety Statement. No unexpected or unusually high
safety hazards were encountered.
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