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Abstract: Oakmoss absolute, a solvent extract from Evernia prunastri, is a valuable fragrance ingredient
widely used in fine fragrance for almost two centuries. Some minor components of oakmoss absolute,
such as atranol and chloroatranol, are attested contact allergens and their presence in fragrance and
cosmetic products should be as low as possible. In this context, we have developed an enzyme-based
protocol upon which these undesirable molecules are converted in a hydrosoluble dimeric material,
and thus easily separated from the absolute by liquid-liquid extraction. Analytical and sensory
analyses were performed to confirm the specificity of the process, the absence of alteration of the
olfactory quality of the absolute, and the final titles of atranol and chloroatranol, which eventually
were observed in the ppm range. This highly sustainable process is a viable alternative to conventional
time-, energy-, and manpower-consuming techniques to produce very low-atranol oakmoss absolute.

Keywords: lichen extract; perfumery; peroxidase; IFRA compliance; sustainable chemistry;
fragrance ingredients

1. Introduction

Oakmoss is a lichen of the species Evernia prunastri, and is different to tree moss, which is mostly
obtained from lichens belonging to Evernia furfuracea [1,2]. Dry oakmoss can be extracted by organic
solvents such as hexane to yield an odorant resinoid. Upon treatment with hot ethanol and further
cooling, insoluble waxes precipitate, and an absolute is obtained after filtration and ethanol removal
by distillation. The use of oakmoss absolute in perfumery was popularized by the fragrance Chypre
(Guerlain, Paris, France, 1840), and has become one the main ingredients constitutive of the ‘chypre’
and ‘fougere” accords. Symbiotic organisms, such as lichens, develop secondary metabolites for which
the biosynthetic origin is not always known with accuracy [3]. Common metabolites include mono-
and polyphenolics [4], dibenzofurans [5], quinones/anthraquinones, and xanthones. The chemical
composition of oakmoss absolute has been the subject of several analytical studies [6,7]. It is mostly
constituted of monoaromatic compounds and their dimers, called depsides. These are typically formed
by an ester link between two monoaromatic units. Depsides are not supposed to confer an odor
to the extract, but monoaromatic compounds such as methyl atratate 1, formed upon hydrolysis or
transesterification by EtOH of some depsides, are considered odor impact constituents of oakmoss
absolute (Figure 1). Unfortunately, toxic atranol 2 and chloroatranol 3, responsible for allergic contact
dermatitis, are also formed upon solvolytic cleavage of depsides [8].
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Figure 1. Evernin and atranorin solvolysis to monoaromatic compounds.

Complex natural products obtained by extraction techniques are mixtures of dozens of individual
compounds encompassing a relatively large number of chemical families. Evernia prunastri (L.) extracts
may thus contain more than 170 individual chemicals [2] including 14 depsides, such as atranorin
and evernic acid; 18 monoaromatic compounds, such as methyl atratate 1, atranol 2, and ethyl
orsellinate; 9 chlorinated monoaromatic compounds, such as chloroatranol 3 and methyl chloroatratate;
25 triterpenes, or steroids, such as hopanoid derivatives [9]; and usnic acid, which is characteristic
of Evernia prunastri (L.) [5]. However, being insoluble in EtOH, usnic acid is generally present in
the resinoid but not in the absolute. Volatile compounds, including those formed upon depsides’
degradation, are also present [10].

Although oakmoss absolute has been used for decades, it is known to contain undesirable
molecules such as atranol 2 and chloroatranol 3, which are severe allergens by contact [11-15].
Sensitization and elicitation in allergic contact dermatitis are complicated cellular and molecular
processes [16], and the issue of skin irritation has been taken very seriously by perfume manufacturers
and regulatory bodies. In 1999, the Scientific Committee on Consumer Safety (SCCS) of the European
Community issued a list of 26 allergens. Manufacturers were thus required to identify these ingredients
individually in cosmetic and fragrance products containing them in more 0.01% in rinsed products
and 0.001% in non-rinsed products [17]. The list was expanded to 82 allergens in 2012 [18]. In the
particular case of atranol 2 and chloroatranol 3, which are not simple allergens but severe irritation
elicitors, IFRA recommendations require their presence to be limited to 100 ppm in oakmoss extracts
used in perfumery [19], and SCCS recommends banning these compounds for cosmetic products.
Various studies on the frequency of oakmoss absolute contact allergy in large panels in European
countries show, on average, 1% frequency in the general population and 2% in unselected dermatitis
patients, upon exposure to 2% oakmoss absolute solutions in petrolatum [20]. The European Union
(EU) published Commission Regulation 2017/1410 on 2 August 2017 prohibiting the use of atranol
and chloroatranol in cosmetic products. From 23 August 2019, cosmetic products containing these
substances shall not be placed on the Union market, and from 23 August 2021, cosmetic products
containing these substances shall not be made available on the Union market.

Considering both the importance of oakmoss absolute in fine perfumery and the deleterious effect
of atranols, various processes, of varying efficacies, have been evaluated to remove them, resulting
in low-atranol or atranol-free products that could eventually be used in formulas compliant with the
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latest regulation. However, the body of knowledge on the subject available in the scientific literature
and in patent databases is very limited, possibly because it can be more profitable for knowledge to
remain confidential than for patented technology to be made public. There are two broad approaches
to the removal of atranol and related compounds from a natural complex mixture such as oakmoss
absolute. The first is based on specific physicochemical interactions, while the second involves the
reactivity of aromatic aldehydes. Thus, combined preparative chromatographic methods (including
column chromatography, GPC, HPTLC, and HPLC) [21], are known methods used to remove atranol
from oakmoss absolute. Distillation techniques, in particular molecular distillation, which is already
used for discoloration purposes in the case of oakmoss absolute [2], might also be considered for
atranol removal, but to the best of our knowledge, this is not documented in the literature. Techniques
based on molecular approaches are mostly aimed at converting aromatic aldehyde moieties into
their corresponding benzyl alcohols. This limits their ability to form imines with skin proteins,
which triggers the immune response [22]. Protocols involving catalytic hydrogenation [21]; reaction
with hydrides, such as sodium and lithium borohydrides [23]; or alkaline treatment (mostly for
hematommates and atranorin) [21], have thus been used. Imination reactions with water-soluble
amino acids, such as leucine or lysine, have also been used to facilitate the removal of atranol and
other aldehydes by liquid-liquid extraction [24,25]. The trapping of allergens contained in natural
complex substances using aminoalkyl resins has been reported, but was not applied to atranol nor
other oakmoss absolute allergens [26,27]. Selective filtration through molecular imprinting polymers
has been developed to remove safrole from nutmeg oil, but this approach has not been applied to
oakmoss extracts neither [28].

These methodologies generally suffer from a lack of selectivity, resulting in an alteration of the
olfactory quality of the modified extract; excessive consumption of energy, resources and manpower;
or weak practical applicability.

We have recently been using enzymatic approaches to specifically modify the chemical
composition of natural complex mixtures, such as essential oils, in order to improve their
properties [29-33]. In particular, we have described a procedure which involves use of horseradish
peroxidase (HRP) to selectively convert 2-methoxy-4-(2-propenyl)-phenol (eugenol) into insoluble
dimeric material, followed by simple separation of the mixture by filtration [34]. Regardless of the
allergenic potentials of atranorin, evernic acid, perlatolic acid, divaricatic acid, and fumarprotocetraric
acid, we have been interested in developing an enzymatic procedure based on peroxidases to selectively
remove atranol 2 and chloroatranol 3 from oakmoss extracts, considering that they remain strong
contact allergens and that only these two compounds are formally targeted by health agencies’
decisions and IFRA recommendations. Our strategy consisted of the use of HRP (EC 1.11.1.7) in
the presence of H,O; to catalyze the dimerization of atranols and facilitate their separation from
the absolute.

2. Results and Discussion

Atranol 2 was synthesised by formylation of commercially available orcinol 4. Our initial attempts
to perform the direct formylation by the action of POCl; and DMF following the standard procedure
led to a regioisomer of 2 by formylation in ortho position relative to the methyl group. However, upon
protection of the hydroxyl functions by methoxymethyl groups, ortho-lithiation could be performed
efficiently, and the target atranol 2 was obtained in 85% isolated yield (39% in four steps from 4) [35].
Alternate synthesis should be performed upon methylation/formylation/demethylation by BBrs [36].
With this starting material, we started our study by testing HRP on pure 2 at pH 7 and 8, with and
without cosolvent, to ensure substrate solubilisation (Table 1) [34,37,38]. The use of a cosolvent miscible
with water was likely to modify the conformation of the enzyme, and therefore aspects of its activity,
such as how it accommodated substrates. However, at a low 2% v/v, we considered this effect limited.
The purpose of the solvent was to ensure substrate solubilisation.



Cosmetics 2018, 5, 69 40f12

Table 1. Tentative dimerisation of 2 in various reaction conditions 2.

Entry pH Cosolvent Reaction Time  Product (Isolated Yield)

1 7 - 2h - (97%)
2 7 Acetone 2h - (95%)
3 7 DMF 2h - (89%)
4 7 Acetonitrile 2h - (93%)
5 7 - 6h - (96%)
6 7 Acetone 6h - (85%)
7 7 DMF 6h - (90%)
8 7 Acetonitrile 6h - (91%)
9 7 - 14h - (86%)
10 7 Acetone 14 h - (88%)
11 7 DMF 14h - (90%)
12 7 Acetonitrile 14 h - (96%)
13 8 - 2h - (87%)
14 8 Acetone 2h - (95%)
15 8 DMF 2h - (94%)
16 8 Acetonitrile 2h - (89%)
17 8 - 6h - (88%)
18 8 Acetone 6h - (91%)
19 8 DMF 6h - (95%)
20 8 Acetonitrile 6h - (90%)
21 8 - 14 h - (85%)
22 8 Acetone 14h - (88%)
23 8 DMF 14h - (90%)
24 8 Acetonitrile 14 h -(93%)

2 Atranol 2 (1 mmol) in the chosen solvent system (pH 7 or pH 8, phosphate buffer (20 mM in 80 mL), and cosolvent
2% v/v) at room temperature, HRP (1% wt ratio) and 2 equiv. of HyO, (30% w/w aqueous solution) at a 0.1 mL/h
flow rate. Recovery of starting material.

None of these conditions allowed the conversion of 2, which was recovered quantitatively in
almost all cases. In order to activate the phenolic functions of 2, the enzymatic reaction was performed
in carbonate buffer at pH 9 (20 mM). Surprisingly, 5-methylpyrogallol 5 was the only observed product,
albeit in low yields (Table 2).

Table 2. Tentative dimerization of atranol at pH 9 2

Entry  Reaction Time  Product (Isolated Yield)

1 2h 5-methylpyrogallol 5 (21%)
2 4h 5-methylpyrogallol 5 (3%)
3 6h 5-methylpyrogallol 5 (2%)
4 14h 5-methylpyrogallol 5 (2%)

2 Atranol 2 (1 mmol) in a carbonate buffer (20mM in 80 mL) at pH 9, at room temperature, HRP (1% wt ratio) and
2 equiv. of HyO, (30% w/w aqueous solution) at a 0.1 mL/h flow rate. ? Yields are determined by dividing the
isolated mass of 5 by the maximum mass of 5 that could be formed, in this case 140 mg.

The product 5 was characterised by 'H and '>*C NMR as well as MS (see supplementary materials).
It is likely that at such basic pH, the aromatic aldehyde substrate underwent a Dakin oxidation by
H,0O; to the corresponding phenol. A series of control experiments was performed to confirm this
result (Table 3).

In the absence of HyO,, 2 was recovered unchanged upon extraction with AcOEt, either with or
without HRP, used in 1% w/w (entries 1, 2). In the presence of H,O, but without HRP, 5 was obtained
in 84% isolated yield upon extraction with AcOEt (entry 3). Surprisingly, in the presence of HRP
(1% w/w) and HyO, (2 equiv.), only 2% of 5 was isolated by extraction with AcOEt. Evaporation of the
aqueous phase, however, led to the isolation of a hydrosoluble dimer 6 isolated in 75% yield.
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Table 3. Control experiments for the formation of 5 and 6 2.

CHO HRP (2% wiw) OH
) HO OH H20; (2 equiv.) X HO OH
Carbonate buffer
pH9, 20 °C
OH COOH
2 5 6
Product, Organic Phase Product, Aqueous Phase
Entry  H20; HRP (Isolated Yield) (Isolated Yield)

1 - - 2 (95%) P -
2 - 1% (w/w) 2 (92%) P -
3 2 equiv. - 5 (84%) -
4 2 equiv. 1% (w/w) 5 (2%) 6 (75%)

@ Atranol (0.66 mmol) in 20 mM pH 9 carbonate buffer (50 mL) at room temperature, HRP (1% wt ratio) and 2 equiv.
of HyO; (30% w/w aqueous solution) at a 0.1 mL/h flow rate. b Recovery of starting material.

Upon optimisation of the amounts of H,O, and HRP, the isolated yield of 6 could be increased to
82%. When 5, prepared independently, was submitted to the same reaction conditions, the dimer 6 was
formed similarly (Scheme 1). A mechanistic rationale to account for this unusual product formation
has been described in a separate publication [35]. It was thus established that 5 could be converted
into a water-soluble dimeric product 6 in an unprecedented and surprising way. The structure of
this original product was determined by 'H and '>*C NMR spectroscopy, and in particular COSY,
HMBC, and HMQC, and MS. It was further confirmed by formation of its triacetylated product,
which occurred together with a lactonization of the 3-hydroxyacid moiety, acetylation of the two
hydroxyl groups, and acetylation of the dienol form of the «,3-unsaturated ketone through enolisation
on the methyl group. Additional NMR analysis and HRMS on the triacetylated product 7 confirmed
the proposed structure.

OH HRP (2% w/w) Ac,0 (1.5 equiv.)
HO OH H20; (2 equiv.) EtsN (2 equiv.)
2 Py
Carbonate buffer CH,Cl,, 20 °C
pHY, 20 °C
OH COOH
5 6

Scheme 1. Optimized conditions for the formation of the dimer 6 and its acetylated derivative 7 [35].

Following a Dakin oxidation of 2 to 5 occurring in the presence of HyO, at pH 9, an additional
oxidation step led to an ortho-quinone intermediate, possibly dependent on HRP catalysis since in
the absence of the enzyme, 5 was isolated in good yield. This activated species then engaged in a fast
reaction with a second molecule of 5 in a 1,6-conjugate addition/enol addition to an oxocarbenium
ion intermediate, to yield a bicyclo[2.2.2]octane core fused with a cyclohexadiene. This dimeric
adduct then underwent an epoxidation of the double bond by peroxylate ions, easily formed in the
reaction medium. Upon internal nucleophilic attack of the enol towards the epoxide, and subsequent
transannulation reaction, the final product 6 was formed.

Following our results on pure 2, we next turned our attention to crude oakmoss absolute for the
HRP-based enzymatic treatment. Oakmoss absolute (100 mg) was dissolved in a carbonate buffer at pH
9 (20 mM, 110 mL) under sonication for 2 h. The reaction was initiated with the addition of HRP (1 mg)
and HyO; (as a concentrated aqueous solution; several equivalents were tested). After two different
reaction times, the reaction mixture was extracted with AcOEt, the modified absolute was analysed
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by HPLC-UYV, and residual 2 was specifically titrated by HPLC-MS (external calibration method) and
compared with the title in the untreated oakmoss absolute used in this study (43,000 ppm) [14,39].
The results are summarized in Table 4.

Table 4. Testing of reaction conditions for the HRP-based treatment of oakmoss absolute.

Entry H,0, ? Reaction Time (h) Atranol Title (ppm) b

1 1 equiv. 2 141
2 2 equiv. 2 65
3 3 equiv. 2 32
4 4 equiv. 2 12
5 1 equiv. 4 130
6 2 equiv. 4 62
7 3 equiv. 4 28
8 4 equiv. 4 7

2 Equivalent with respect for atranol and chloroatranol contents (no more than 5% wt of oakmoss absolute each).
b Chloroatranol was not detected in the modified oakmoss samples.

Residual 2 below the regulatory threshold value of 100 ppm could be obtained when more than
2 equivalents of HyO, were used. With 4 equivalents of H,O,, and upon 4 h of reaction, a residual title
as low as 7 ppm was measured. The reaction could be performed at the gram scale and yielded, after 2 h
of reaction, a modified oakmoss absolute containing 60 ppm of atranol and in which chloroatranol
was not detected (HPLC-MS, SIM mode). To assess the overall effect of the enzymatic reaction on the
entire oakmoss absolute, HPLC-UV remained useful. The chemical composition globally remained the
same, even if some compounds showed slight variation; by comparing chromatograms before and
after enzymatic treatment, no significant mass losses were observed (Figure 2). For example, orsellinic
acid (10.8 min) and everninic acid (18.7 min) were simply washed out by liquid-liquid extraction
during the work-up. The most odorant compound, methyl atratate, eluting at 21.2 min (confirmed by
injection of an authentic sample), was unchanged under our conditions.

The olfactory quality of the modified oakmoss absolute was assessed by sensory analysis following
the triangular testing methodology. Three identical vials containing two samples of oakmoss absolute
(samples 1 and 2) and one sample of modified oakmoss absolute (sample 3), as solutions in EtOH
(0.5% w/w), were submitted to a panel of 56 persons who were separately asked to identify the
modified sample within the three samples. Statistical distribution will therefore be 33% for each
sample, and a test should be used to determine whether our results fall in this statistical distribution or
not. The following formulas were used, with 7n11_3 being the value one should exceed to be sure that the
result is not the statistical distribution for a given level of confidence, and N the number of panelists:

For 95% of confidence For 98% of confidence For 99.9% of confidence
nl=077v/N+ 228 105 n2 = 1.10v/N + 23 + 0.6 n3 =146VN+ 243 4 0.8

For a panel of 56 persons, 11 = 25.9, np = 28.0, and n3 = 30.9. Scores obtained during the triangular
testing for samples 1, 2, and 3 were 18, 16, and 22, respectively. A score of 22 means that even at the
lowest level of confidence, the panel was not able to identify the modified sample.
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Figure 2. HPLC-UV chromatogram of an oakmoss absolute before (top) and after (bottom) HRP
treatment (atranol and chloroatranol are eluting at 17.0 and 20.5 min, respectively).

3. Materials and Methods

'H NMR and 13C NMR spectra were recorded on Bruker (Billerica, MA, USA) AC Avance
spectrometers (200 and 400 MHz). 'H NMR spectra are reported as follows: chemical shifts in ppm
(8) relative to the chemical shift of TMS at 0 ppm, multiplicities (s = singlet, d = doublet, t = triplet,
q = quartet, m = multiplet and br = broad), coupling constants (Hz), and integration. '>*C NMR spectra
chemical shifts are reported in ppm (8) relative to CDCl3 at 77.16 ppm. Identity was assessed by
comparison with data from authentic samples or literature data.

Column chromatography was carried out on silica gel (spherical, neutral, 63-200 um, Geduran Si
60, Merck KGaA, Darmstadt, Germany).
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GC/MS analyses were carried out using a Shimadzu QP2010 gas chromatograph (conditions:
carrier gas, He; injector and detector temperatures, 250 °C; injected volume, 0.5 uL; split ratio, 1/100;
pressure, 180 kPa; SLB-5ms capillary column (thickness: 0.25 mm, length: 30 m, inside diameter: 0.25
mm); temperature program, 60-315 °C at 10 °C-min~! and 10 min at 315 °C) coupled to a mass selective
detector. Mass spectra were obtained by electron ionization at 70 eV, m/z 35—400, source temperature
250 °C; only the most abundant ions are given.

HPLC analyses were carried out using an Agilent 1100 chromatograph equipped with a UV
photodiode array (PDA) detector (Agilent, Santa Clara, CA, USA) and a mass analyzer Thermo LCQ
advantage (Thermo, Waltham, MA, USA), ionization by electrospray, and a quadrupole mass detector.
Chromatographic conditions: water/ACN 85/15 for 5 min, then 100% ACN for 45 min and 5 min
at0/100 at a 0.3 mL/min flow rate, column Marcherey—-Nagel Nucleodur C18, 150 x 2.0 mm, 3 pm
particle size, 10 uL injection volume.

High resolution mass spectrometry (HRMS) was performed at ERINI platform (Grasse, France)
using a Waters UPLC coupled with a Waters Xevo G2 QTOF spectrometer (Waters, Milford, MA, USA).

Enantioselective SFC was performed on a Jasco Extrema apparatus equipped with Daicel
ChiralPak IA (Daicel, Osaka, Japan) column, coupled with a dual wavelength 190 to 600 nm
UV-4070/75 detector. Pressure: 150 bars; flow: 4 mL/min; MeOH: 15%; wavelength: 245 nm.

Polarimetry was performed on an Anton Paar MCP150 (Anton Paar, Graz, Austria) polarimeter at
20 °C in MeOH/H,0 10:6 v/v. Wavelength: 589 nm.

Materials: Dimethylformamide (DMF), tetrahydrofuran (THF), methanol (MeOH), ethanol
(EtOH), and cyclohexane (CHX) were purchased from Sigma-Aldrich and dried and/or distilled
according to conventional procedures. Orcinol, POCl;, MOMCI, NaH, n-BuLi, AcCl, NayCOs3,
NaHCO3, HyO; (30% w/w in water), and HRP (peroxidase from horseradish, EC 1.11.1.7) were
purchased from Sigma-Aldrich (Saint-Louis, MO, USA) and used as received. Oakmoss absolute was a
kind gift from IFF-LMR naturals (Grasse, France).

Synthesis of 1,3-di(methoxymethoxy)-5-methylbenzene: Orcinol 4 (0.8 g, 6.5 mmol) was dissolved
in freshly dried and distilled DMF (40 mL). To this solution was added NaH (0.58 g as a 60%
dispersion in mineral oil, 14.5 mmol). The mixture was stirred under a nitrogen atmosphere at
0 °C in a round-bottomed flask equipped with a condenser and a bubbler, allowing us to monitor Hp
evolution. After 15 min, MOM-CI (1.10 mL, 14.5 mmol) was added and the mixture stirred over 18 h.
Water was then carefully added (30 mL) and the resulting mixture extracted with Et,O (5 x 30 mL).
Organic layers were then pooled and washed with a 2 M aqueous NaOH solution (3 x 20 mL) and
brine (20 mL). After drying over MgSQy, filtration, and solvent removal, a yellow oil was obtained,
which was submitted to column chromatography over silica gel (petroleum ether/EtOAc 9:1) to
yield the MOM-protected orcinol as a colorless liquid (1.13 g, 95%). Rf 0.7 (petroleum ether/EtOAc
8:2). 'H NMR (CDCl3, 200 MHz): § ppm 6.6-6.5 (m, 3H, ArH), 5.15 (s, 4H), 3.48 (s, 6H), 2.32 (s, 3H).
13C NMR (CDCl3, 50 MHz): § ppm 158.2 (C), 140.3 (C), 110.4 (CH), 102.1 (CH), 94.4 (CH), 55.9 (OCH3),
21.7 (CHgz). MS (EI) m/z: 212 (8), 182 (1), 152 (3), 136 (2), 123 (1), 108 (2), 91 (1), 77 (2), 45 (100).

Synthesis of 1,3-di(methoxymethoxy)-4-methylbenzaldehyde: 1,3-di(methoxymethoxy)-5-
methylbenzene (0.95 g, 4.5 mmol) was dissolved in freshly distilled THF (50 mL) and stirred under a
nitrogen atmosphere at 0 °C while n-butyllithium was added dropwise (3.4 mL as a 1.6 M solution in
hexane, 5.4 mmol). The mixture was stirred over 1.5 h and allowed to warm to room temperature, and
the reaction was quenched with DMF (0.7 mL, 9 mmol). The resulting mixture was washed with water
(50 mL) and extracted with Et,O (4 x 30 mL). Organic layers were pooled and washed with water
(40 mL) and brine (40 mL), dried over MgSQj, filtrated, and concentrated in vacuo. The resulting
yellow oil was submitted to column chromatography over silica gel (petroleum ether/EtOAc 95:5) to
yield a yellow solid (0.81 g, 75%). 'H NMR (CDCl3, 200 MHz): § ppm 10.40 (s, 1H, CHO), 6.58 (s, 2H,
ArH), 5.17 (s, 4H), 3.42 (s, 6H) 2.26 (s, 3H). 13C NMR: (CDCls, 50 MHz): & ppm 188.7 (CHO), 159.4 (C),
147.3 (C), 113.7 (CH), 109.3 (CH), 94.6 (CH), 56.3 (OCH3), 22.5 (CH3). MS (EI) m/z: 240 (2), 209 (2),
195 (3), 179 (4), 178 (10), 165 (3), 164 (4), 136 (2), 77 (2), 46 (3), 45 (100).
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Synthesis of atranol 2: 1,3-di(methoxymethoxy)-4-methylbenzaldehyde (0.315 g, 1.3 mmol) was
dissolved in 30 mL of MeOH at room temperature under a nitrogen atmosphere. Acetyl chloride was
then added dropwise (60 pL, 0.9 mmol). The mixture was stirred for 20 h and concentrated in vacuo.
An aqueous HCl solution was then added (30 mL at 0.1 M) and the resulting mixture extracted with
EtOAc (3 x 150 mL). Organic layers were pooled and dried over MgSQy, filtrated, and concentrated
in vacuo. The resulting light yellow oil was submitted to column chromatography over silica gel
(petroleum ether/EtOAc 8:2), and atranol 2 was obtained as a light yellow oil (0.164 g, 90%). 'H NMR
(acetone-dg, 200 MHz): & ppm 10.71 (s, 2H, OH), 10.26 (s, 1H, CHO), 6.25 (s, 2H, ArH), 2.23 (s, 3H).
13C NMR (acetone-dg, 50 MHz): § ppm 194.2 (CHO), 163.1 (C), 151.6 (C), 109.3 (C), 108.4 (CH), 22.4
(CH3). MS (EI) m/z: 152 (84), 151 (100), 134 (6), 123 (4), 106 (16), 95 (9), 77 (14), 69 (6), 67 (11), 55 (12).

Synthesis of 5-methylpyrogallol 5: Atranol 2 (0.152 g, 1 mmol) and sodium percarbonate (0.236 g,
1.5 mmol) were dissolved in THF/water 3:7 mixture (5 mL). The reaction mixture was then stirred
at room temperature for 2 h. After completion of the reaction, aqueous 0.1 M HCl solution was
added (5 mL) and the mixture extracted with EtOAc (2 x 10 mL). Organic layers were pooled and
dried over MgSQy, filtrated, and concentrated in vacuo. An orange solid was obtained (0.119 g, 85%).
'H NMR (acetone-dg, 200 MHz): § ppm 7.64 (s, 2H, OH), 7.02 (s, 1H, OH), 6.20 (s, 2H, ArH), 2.10 (s, 3H).
13C NMR (acetone-dg, 50 MHz): & ppm 146.3 (C), 131.0 (C), 129.2 (C), 108.5 (CH), 20.9 (CH3). MS m/z:
140 (100), 139 (34), 134 (6), 123 (11), 122 (19), 121 (9), 94 (35), 77 (4), 66 (37), 65 (21), 55 (6), 53 (17).

Dimerization of atranol into 6: HRP (124 U/mg, 4 mg) was dissolved in 65 mL of pH 9 carbonate
buffer (20 mM) containing atranol (200 mg, 1.32 mmol). The reaction flask was covered with aluminum
foil to avoid peroxide decomposition. Reaction was initiated by the slow addition of a 30% aqueous
H;,0O; solution at 0.1 mL/h to ensure the final addition of 2 equivalents of hydrogen peroxide (0.264 mL)
with respect to atranol. After 6 h at room temperature, an aqueous HCI solution (0.1 M) was added
until pH 4 was reached. This aqueous layer was extracted with ethyl acetate (3 x 70 mL). The aqueous
phases were concentrated by rotary evaporation to give 6 as a white powder (305 mg, 75%). 'H NMR
(D,0, 400 MHz): 5 ppm 6.37 (t, 1H), 3.97 (d, 1H), 3.37 (s, H), 2.68 (s, 2H), 2.62 (s, H), 2.14 (s, 3H), 1.79 (s,
3H). 3C RMN (D,0, 100 MHz): § ppm 197.2 (C), 178.0 (C), 171.5 (C), 164.1 (C), 127.1 (CH), 88.7 (C),
87.1(C), 85.7 (C), 77.7 (C), 60.1 (CH), 54.4 (CH), 52.9 (CH), 25.7 (CH3), 23.6 (CH3). MS (ESI): [M — H]~
ion was observed at m/z 309, [2M — H]* at m/z 619, [2M — 2H + Na]* at m/z 641. «(20 °C, 589 nm) =
—0.002° £ 0.000 (triplicates).

Acetylated dimer 7: To a solution of dimer 6 (0.100 g, 0.32 mmol) in freshly distilled
dichloromethane (2 mL) were added Et;N (0.28 mL, 2.1 mmol) and Ac;O (0.2 mL, 2.1 mmol).
The mixture was stirred overnight at room temperature under a nitrogen atmosphere.
After concentration in vacuo, water was added (10 mL) and the resulting solution extracted with
EtOAc (2 x 10 mL). The organic layers were pooled, dried over MgSQy, filtrated, and concentrated in
vacuo. A colorless oil was obtained (0.12 g, 90%). 'H NMR (CDCl3, 400 MHz): & ppm 6.12 (s, 1H), 5.26
(s, 1H), 5.16 (s, 1H), 3.88 (s, 1H), 3.86 (s, 1H), 3.62 (s, 1H), 2.23 (s, 3H), 2.10 (s, 3H), 2.05 (s, 3H), 1.67 (s,
3H). 3C NMR (CDCl3, 100 MHz): § ppm 170.9 (CO), 169.8 (CO), 169.7 (CO), 169.5 (CO), 169.1 (CO),
140.6 (C), 134.3 (C), 120.9 (C), 88.6 (C), 87.3 (C), 80.9 (C), 77.7 (C), 58.6 (CH), 55.5 (CH), 50.6 (CH), 23.2
(CHj3), 20.9 (CH3), 20.7 (CHs), 20.7 (CH3), 20,5 (CH3). MS (EI) m/z: 418 (1), 376 (20), 334 (7), 290 (2), 273
(3), 266 (1), 246 (2), 231 (3), 214 (6), 182 (23), 175 (3), 162 (6), 141 (28), 140 (100), 91 (1), 77 (2), 69 (2), 43
(100). HRMS 419.0950, calculated for [M.H]* CpoH19O19 419.0978, A = —6.7 ppm; 377.0859, calculated
for [M(— CH3CO + H).H]* C1gH;709 377.0873, A = —3.7 ppm; 335.0754, calculated for [M(— 2CH3CO
+ 2H)H]+ C16H1508 335.0767, A = -39 ppm.

HRP-catalyzed removal of atranol 2 (4.3%) and chloroatranol 3 (2.3%) from oakmoss absolute
at the milligram scale: Oakmoss absolute (250 mg) was dissolved in 270 mL of pH 9 carbonate
buffer (20 mM). After sonication of the reaction mixture over 2 h, HRP (124 U/mg, 2 mg) was added.
The reaction flask was covered with an aluminum foil, and 2 equivalents of 30% aqueous H,O; solution
(20 pL) were added. The agitation was maintained for 2 h at room temperature. Extraction by ethyl
acetate allowed the recovery of the modified absolute (231 mg, 92%) after drying over magnesium
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sulfate, filtration, and solvent removal by rotary evaporation. HPLC-UV-MS and GC-MS analysis of
the modified oakmoss absolute confirmed the disappearance of atranol 2 and chloroatranol 3.

HRP-catalyzed removal of atranol 2 (4.3%) and chloroatranol 3 (2.3%) from oakmoss absolute at
the gram scale: Oakmoss absolute (1.2 g) was dissolved in 1.3 L of pH 9 carbonate buffer (20 mM).
After sonication of the reaction mixture during 2 h, HRP (124 U/mg, 10 mg) was added. The reaction
flask was covered with an aluminum foil, and 2 equivalents of 30% aqueous H,O; solution (97 uL)
were added. The agitation was maintained for 2 h at room temperature. Extraction by ethyl acetate
allowed the recovery of the modified absolute (1.1 g, 91%) after drying over magnesium sulfate,
filtration, and solvent removal by rotary evaporation. HPLC-UV-MS and GC-MS analysis of the
modified oakmoss absolute confirmed the disappearance of atranol 2 and chloroatranol 3.

4. Conclusions

An enzymatic method was developed to selectively remove atranol and chloroatranol from
oakmoss absolute. It was based on the HRP-catalysed oxidation of these phenolics in the presence
of HyO,, which leads to the formation of hydrosoluble dimers simply eliminated by liquid-liquid
extraction with water and AcOEt. The modified oakmoss absolute was analysed by HPLC-UV and
HPLC-MS and was shown to contain as few as 7 ppm of atranol and non-detectable amounts of
chloroatranol. Even if some other monoaromatics were slightly consumed, the modified absolute
remained similar in terms of olfactory quality, as evidenced by triangular testing with a panel of
56 persons. This method is suitable up to the gram scale to provide low-atranol oakmoss absolute,
a highly priced fragrance ingredient, compliant with current IFRA recommendations, and is potentially
useful for compliance with latest the European Regulation on use of oakmoss extracts.

Supplementary Materials: 'H and '3C-NMR spectra of compounds 2-7. The following are available online at
http:/ /www.mdpi.com/2079-9284/5/4/69/s1.

Author Contributions: Conceptualization, S.A.; methodology, S.A.; investigation, H.B., AM. and S.A.;
resources, S.A.; writing—original draft preparation S.A.; writing—review and editing, S.A.; supervision, S.A.;
project administration, S.A.; funding acquisition, S.A.

Funding: Région Provence-Alpes-Cote d’Azur, APRF 2014.

Acknowledgments: This work was supported by Université Nice Sophia Antipolis, CNRS, SATT Sud-Est,
and Région Provence-Alpes-Cote d’Azur. We are grateful to Mr. A. Dupeux and Prof. V. Michelet for the
enantioselective-SFC analysis of 6, and to Mr. D. Bonhomme for measuring the optical activity of 6.

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

References

1. Joulain, D.; Tabacchi, R. Lichen extracts as raw materials in perfumery. Part 2: Treemoss. Flavour Frag. |.
2009, 24, 105-116. [CrossRef]

2. Joulain, D.; Tabacchi, R. Lichen extracts as raw materials in perfumery. Part 1: Oakmoss. Flavour Frag. ].
2009, 24, 49-61. [CrossRef]

3.  Stocker-Worgotter, E. Metabolic diversity of lichen-forming ascomycetous fungi: Culturing, polyketide and
shikimatemetabolite production, and PKS genes. Nat. Prod. Rep. 2008, 25, 188-200. [CrossRef] [PubMed]

4. Vu, TH,; Le Lamer, A.-C,; Lalli, C.; Boustie, J.; Samson, M.; Lohézic-Le Dévéhat, F.; Le Seyec, J. Depsides:
Lichen Metabolites Active against Hepatitis C Virus. PLoS ONE 2015, 10, e0120405. [CrossRef] [PubMed]

5. Ingolfsdéttir, K. Usnic acid. Phytochemistry 2002, 61, 729-736. [CrossRef]

6.  Gavin, J.; Tabacchi, R. Isolement et identification de composés phénoliques et monoterpéniques de la mousse
de chéne (Evernia prunastri (L.) Ach.). Helv. Chim. Acta 1975, 58, 190-194. [CrossRef]

7. Nicollier, G.; Rebetez, M.; Tabacchi, R. Identification et syntheése de nouveaux depsides isolés de la mousse
de chéne (Evernia prunastri (L.) ACH.). 4e Communication. Helv. Chim. Acta 1979, 62, 711-717. [CrossRef]

8.  Nicollier, G.; Tabacchi, R. Isolement et identification de 1’évernine dans la «mousse de chéne» (Evernia
prunastri (L.) Ach.). 2e Communication. Helv. Chim. Acta 1976, 59, 2979-2983. [CrossRef]


http://www.mdpi.com/2079-9284/5/4/69/s1
http://dx.doi.org/10.1002/ffj.1923
http://dx.doi.org/10.1002/ffj.1916
http://dx.doi.org/10.1039/B606983P
http://www.ncbi.nlm.nih.gov/pubmed/18250902
http://dx.doi.org/10.1371/journal.pone.0120405
http://www.ncbi.nlm.nih.gov/pubmed/25793970
http://dx.doi.org/10.1016/S0031-9422(02)00383-7
http://dx.doi.org/10.1002/hlca.19750580125
http://dx.doi.org/10.1002/hlca.19790620310
http://dx.doi.org/10.1002/hlca.19760590836

Cosmetics 2018, 5, 69 11 of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Lutnaes, B.F; Bruun, T.; Kjesen, H. (225)-6-O acetyl-21 3H-hopane-3f3,63,22,29-tetrol from oakmoss (Evernia
prunastri). Nat. Prod. Res. 2004, 18, 379-385. [CrossRef] [PubMed]

Gavin, J.; Nicollier, G.; Tabacchi, R. Composants volatils de la «mousse de chéne» (Evernia Prunastri (L.)
ACH.) 3e communication. Helv. Chim. Acta 1978, 61, 352-357. [CrossRef]

Andersen, F.; Andersen, K.H.; Bernois, A.; Brault, C.; Bruze, M.; Eudes, H.; Gadras, C.; Signoret, A.-C.J.;
Mose, K.F; Miiller, B.P; et al. Reduced content of chloroatranol and atranol in oak moss absolute significantly
reduces the elicitation potential of this fragrance material. Contact Dermat. 2015, 72, 75-83. [CrossRef]
[PubMed]

Johansen, ].D.; Bernard, G.; Gimenez-Arnau, E.; Lepoittevin, J.-P.; Bruze, M.; Andersen, K.E. Comparison of
elicitation potential of chloroatranol and atranol—2 allergens in oak moss absolute. Contact Dermat. 2006, 54,
192-195. [CrossRef] [PubMed]

Nardelli, A.; Giménez-Arnau, E.; Bernard, G.; Lepoittevin, J.-P.; Goossens, A. Is a low content in
atranol/chloroatranol safe in oak moss-sensitized individuals? Contact Dermat. 2009, 60, 91-95. [CrossRef]
[PubMed]

Rastogi, S.C.; Bossi, R.; Johansen, ].D.; Menné, T; Bernard, G.; Giménez-Arnau, E.; Lepoittevin, J.-P. Content
of oak moss allergens atranol and chloroatranol in perfumes and similar products. Contact Dermat. 2004, 50,
367-370. [CrossRef] [PubMed]

Rastogi, S.C.; Johansen, ].D.; Bossi, R. Selected important fragrance sensitizers in perfumes—Current
exposures. Contact Dermat. 2007, 56, 201-204. [CrossRef] [PubMed]

Xu, H.; Bjarnason, B.; Elmets, C.A. Sensitization versus elicitation in allergic contact dermatitis: Potential
differences at cellular and molecular levels. Am. J. Contact Dermat. 2000, 11, 228-234. [CrossRef] [PubMed]
International Fragrance Association (IFRA). Available online: http://www.ifraorg.org/en-us/standards-
library/s/oakmoss (accessed on 2 November 2018).

Scientific Committee on Consumer Safety (SCCS). Opinion on Fragrance Allergens in Cosmetic Products.
Available online: http:/ /ec.europa.eu/health/scientific_committees/consumer_safety/docs/sccs_o_102.pdf
(accessed on 15 September 2017).

International Fragrance Association (IFRA). Available online: http://www.ifraorg.org/en-us/standards-
library/s/moss (accessed on 15 September 2017).

Mowitz, M. Contact Allergy to Fragrances with a Focus on Oak Moss Absolute. Ph.D. Thesis, Lund University,
Lund, Sweden, 2014.

Terajima, Y.; Tokuda, K.; Nakamura, S.; Uehara, K.; Ichikawa, H.; Iwakami, S. Hypo-Allergenic Moss Oil and
Production Process Thereof. U.S. Patent 4,663,080, 5 May 1987.

Natsch, A.; Gfeller, H.; Haupt, T.; Brunner, G. Chemical Reactivity and Skin Sensitization Potential for
Benzaldehydes: Can Schiff Base Formation Explain Everything? Chem. Res. Toxicol. 2012, 25, 2203-2215.
[CrossRef] [PubMed]

Ehret, C.; Petrzilka, M. Essential Oil. U.S. Patent 5,510,325, 23 April 1996.

Ehret, C.; Maupetit, P.; Petrzilka, M.; Klecak, G. Preparation of an oakmoss absolute with reduced allergenic
potential. Int. J. Cosmet. Sci. 1992, 14, 121-130. [CrossRef] [PubMed]

Clement, G.; Ehret, C.; Petrzilka, M. Hypoallergenic Moss Oils. U.S. Patent 5,118,504, 29 January 1992.
Cheminat, A.; Benezra, C.; Farrall, M.].; Frechet, ].M.]. Use of polymeric nucleophiles for the selective binding
and removal of x-methylene-y-butyrolactone allergens from complex mixtures. Tetrahedron Lett. 1980, 21,
617-618. [CrossRef]

Cheminat, A.; Benezra, C.; Farrall, M.].; Fréchet, ].M.]. Removal of allergens from natural oils by selective
binding to polymer supports. II. Application of aminated resins to isoalantolactone and costus oil.
Can. J. Chem. 1981, 59, 1405-1414. [CrossRef]

Pertsovich, S. Method to Selectively Remove Safrole from Nutmeg Oil. U.S. Patent 7,985,818, 26 July 2011.
Antoniotti, S.; Fernandez, X.; Dufiach, E. Reaction design for evaluation of the substrate range of hydrolases.
Biocatal. Biotransform. 2008, 26, 228-234. [CrossRef]

Groussin, A.-L.; Antoniotti, S. Valuable chemicals by the enzymatic modification of molecules of natural
origin: Terpenoids, steroids, phenolics and related compounds. Bioresour. Technol. 2012, 115, 237-243.
[CrossRef] [PubMed]


http://dx.doi.org/10.1080/14786410310001630537
http://www.ncbi.nlm.nih.gov/pubmed/15214492
http://dx.doi.org/10.1002/hlca.19780610131
http://dx.doi.org/10.1111/cod.12312
http://www.ncbi.nlm.nih.gov/pubmed/25395354
http://dx.doi.org/10.1111/j.0105-1873.2006.00814.x
http://www.ncbi.nlm.nih.gov/pubmed/16650093
http://dx.doi.org/10.1111/j.1600-0536.2008.01478.x
http://www.ncbi.nlm.nih.gov/pubmed/19207379
http://dx.doi.org/10.1111/j.0105-1873.2004.00379.x
http://www.ncbi.nlm.nih.gov/pubmed/15274728
http://dx.doi.org/10.1111/j.1600-0536.2007.01067.x
http://www.ncbi.nlm.nih.gov/pubmed/17343619
http://dx.doi.org/10.1053/ajcd.2000.8009
http://www.ncbi.nlm.nih.gov/pubmed/11123416
http://www.ifraorg.org/en-us/standards-library/s/oakmoss
http://www.ifraorg.org/en-us/standards-library/s/oakmoss
http://ec.europa.eu/health/scientific_committees/consumer_safety/docs/sccs_o_102.pdf
http://www.ifraorg.org/en-us/standards-library/s/moss
http://www.ifraorg.org/en-us/standards-library/s/moss
http://dx.doi.org/10.1021/tx300278t
http://www.ncbi.nlm.nih.gov/pubmed/22950880
http://dx.doi.org/10.1111/j.1467-2494.1992.tb00047.x
http://www.ncbi.nlm.nih.gov/pubmed/19272096
http://dx.doi.org/10.1016/S0040-4039(01)85572-6
http://dx.doi.org/10.1139/v81-207
http://dx.doi.org/10.1080/10242420701668938
http://dx.doi.org/10.1016/j.biortech.2011.10.050
http://www.ncbi.nlm.nih.gov/pubmed/22074904

Cosmetics 2018, 5, 69 12 of 12

31.

32.

33.

34.

35.

36.

37.

38.

39.

Ramilijaona, J.; Raynaud, E.; Bouhlel, C.; Sarrazin, E.; Fernandez, X.; Antoniotti, S. Enzymatic modification
of palmarosa essential oil: Chemical analysis and olfactory evaluation of acylated products. Chem. Biodivers.
2013, 10, 2291-2301. [CrossRef] [PubMed]

Antoniotti, S. Tuning of essential oils properties by enzymatic treatment: Towards sustainable processes for
the generation of new fragrant ingredients. Molecules 2014, 19, 9203-9214. [CrossRef] [PubMed]

Francesco, I.N.; Filippi, ].-J.; Antoniotti, S. Sustainable Manufacture of a Valuable Fragrance Ingredient:
Lipase-Catalyzed Acylation of Vetiver Essential Oil and Chemoselectivity between Sesquiterpene Alcohols.
ChemPlusChem 2017, 82, 407—415. [CrossRef]

Boubhlel, C.; Dolhem, G.A.; Fernandez, X.; Antoniotti, S. Model Study of the Enzymatic Modification of
Natural Extracts: Peroxidase-based Removal of Eugenol from Rose Essential Oil. J. Agric. Food Chem. 2012,
60, 1052-1058. [CrossRef] [PubMed]

Bouges, H.; Calabro, K.; Thomas, O.P.; Antoniotti, S. Unusual polycyclic fused product by oxidative
enzymatic dimerisation of 5-methylpyrogallol catalyzed by horseradish peroxidase/HyO,. Molecules 2018,
23,2619. [CrossRef] [PubMed]

Bernard, G.; Giménez-Arnau, E.; Rastogi, S.C.; Heydorn, S.; Johansen, J.D.; Menné, T.; Goossens, A.;
Andersen, K.; Lepoittevin, J.-P. Contact allergy to oak moss: Search for sensitizing molecules using combined
bioassay-guided chemical fractionation, GC-MS, and structure-activity relationship analysis. Arch. Dermatol.
Res. 2003, 295, 229-235. [CrossRef] [PubMed]

Antoniotti, S.; Dordick, J.S. Peroxidase-catalyzed coupling of solid-supported ortho-methoxyphenols.
Adv. Synth. Catal. 2005, 347, 1119-1124. [CrossRef]

Antoniotti, S.; Santhanam, L.; Ahuja, D.; Hogg Michael, G.; Dordick, J.S. Structural diversity of
peroxidase-catalyzed oxidation products of o-methoxyphenols. Org. Lett. 2004, 6, 1975-1978. [CrossRef]
[PubMed]

Bossi, R.; Rastogi, S.C.; Bernard, G.; Gimenez-Arnau, E.; Johansen, ].D.; Lepoittevin, J.-P.; Menné, T. A liquid
chromatography-mass spectrometric method for the determination of oak moss allergens atranol and
chloroatranol in perfumes. J. Sep. Sci. 2004, 27, 537-540. [CrossRef] [PubMed]

@ © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1002/cbdv.201300241
http://www.ncbi.nlm.nih.gov/pubmed/24327448
http://dx.doi.org/10.3390/molecules19079203
http://www.ncbi.nlm.nih.gov/pubmed/24988189
http://dx.doi.org/10.1002/cplu.201600617
http://dx.doi.org/10.1021/jf205194v
http://www.ncbi.nlm.nih.gov/pubmed/22224510
http://dx.doi.org/10.3390/molecules23102619
http://www.ncbi.nlm.nih.gov/pubmed/30322056
http://dx.doi.org/10.1007/s00403-003-0426-3
http://www.ncbi.nlm.nih.gov/pubmed/13680271
http://dx.doi.org/10.1002/adsc.200505036
http://dx.doi.org/10.1021/ol049448l
http://www.ncbi.nlm.nih.gov/pubmed/15176797
http://dx.doi.org/10.1002/jssc.200301696
http://www.ncbi.nlm.nih.gov/pubmed/15335036
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Materials and Methods 
	Conclusions 
	References

