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Abstract

A rapid high-performance liquid chromatography method with electrospray ionization and
tandem mass spectrometry detection (LC-ESI-MS/MS) was developed and validated for the
simultaneous determination of 7 glucocorticoids (GC) including hydrocortisone acetate (HCA),
cortisone acetate (COA), prednisone (PDS), prednisolone (PDL), methyl prednisolone (MPL),
dexamethasone (DEX) and fluocinolone acetonide (FLA), which may be illegally blended in
transdermal cosmetics. Sample preparation step consists of the extraction with ethyl acetate
followed by centrifugation and filtration. The extract was dried, diluted and cleaned using C18
SPE column. The compounds were separated by reversed-phase chromatography with mobile
phase containing 0.1% formic acid in water and acetonitrile in gradient condition. The method
was validated at the validation level from 0.12 - 6.0 pg/g. The LODs for PDS, PDL and FLA
were 0.3 pg/g and for the others were 0.03 pg/g, and LOQs were 0.6 and 0.12 pg/g, respectively.
The reproducibility was satisfied with the relative standard deviation below 23% and the recoveries
were in the range of 74.3 - 106.7% meeting the AOAC International requirements. The studied
glucocorticoids were detected in about 20% of tested samples collected in Hanoi with the level
contents in the range from 0.18 - 16.2 pg/g.

Keywords: Glucocorticoids, cosmetics, LC-MS/MS, hydrocortisone acetate, cortisone
acetate, prednisone, prednisolone, methyl prednisolone, dexamethasone, fluocinolone acetonide.

1. INTRODUCTION

Glucocorticoids are known to be highly effective drugs which have been widely used for
the treatment of inflammatory diseases. In dermatology, they have been used for the treatment
of skin disorders such as psoriasis, dermatoses. They reduce inflammation and can temporarily
relieve the symptoms of inflammatory skin problems of severe plaque psoriasis [1-2]. For topical
use, they are available in the forms of creams, gels, and ointments with different potency and
efficacy.

Unfortunately, the use glucocorticoids may cause a number of side effects on human.
Prolonged therapy with glucocorticoids preparations will result in adverse effects like skin
atrophy, cutaneous reactivity and some systematic side effects, hypertension, diabetes mellitus,
osteoporosis, allergic contact dermatitis, Cushing’s syndrome, and so forth [6-7].

For this reason, cosmetic products should not contain glucocorticoids. The agreement on
the ASEAN harmonized system in cosmetic management states that glucocorticoids are among
the prohibited substances used in cosmetics [8]. Therefore, there is a need for an analytical
method for rapid screening of cosmetic products such as creams, ointments, and gels, which
may illegally contain glucocorticoids for whitening purpose of cosmetics.
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Earlier studies reported a number of different LC methods for these steroids in biological
matrices or pharmaceutical formulations. In the ASEAN agreement, substances of the
glucocorticoids group in cosmetic products determined by HPLC-DAD obtain LOD values of
20-50 pg/g; LOQ from 70-160 pg/g [8]. The study of Jelena B. Golubovi¢ et al. used the liquid
chromatograph-mass spectrometry method for the determination of undeclared glucocorticoids
in cosmetic creams. Eleven glucocorticoids including prednisolone, methylprednisolone,
prednisolone-21-acetate, fluocinolone acetonide, fluocinolone acetonide-21-acetate, hydrocor-
tisone-21-acetate, dexamethasone, betamethasone, betamethasone dipropionate, clobetasol
propionate and triamcinolone were examined. Good separation by using a gradient-elution
LC-MS/MS method with run time of 25 min enabled the use of a segmented detection method
and consecutive decrease in detection limits. The proposed method has been validated in the
linearity range of 10 - 1000 ng/mL with coefficients of determination higher than 0.990. The
method LOQs ranged from 0.75 - 3.0 ng/mL [10]. In 2018, Nguyen Quoc Tuan and Chau Minh
Vinh Tho developed method to detect 4 glucocorticoids including dexamethasone, betamethasone,
prednisolone and triamcinolone in cosmetics [4]. In 20 products collected in Tra Vinh, Vietnam,
there was 35% of those containing glucocorticoids adulterated with glucocorticoids. Chau Minh
Vinh Tho has published method to determine 4 glucocorticoids (HCA, DEX, BM and PSL) in
cosmetics with LOD: 0.013 - 0.07 pg/g, LOQ: 0.04 - 0.22 pg/g). On preliminary practical
application, these four adulterant glucocorticoids in 34 cosmetic products using in treating acnes
and whitening skin collected at Can Tho city were investigated. Of these, 11.7 % (4/34) of the
ones were detected to be adulterated with corticosteroids [4]. Le Thi Huong Hoa analyzed 12
glucocorticoids adulterated in cosmetics in 2013, there is 3/11 samples positive with glucocorticoids
[5]. Because of high sensitivity and selectivity, LC-MS/MS was employed to detect and quantify
glucocorticoids in cosmetics.

ASEAN harmonized method for glucocorticoids using TLC or HPLC may results in fault
positive because of the limited specificity. In this study, seven common substances which was
detected from previous studies have been selected for the simultaneous detection and quantification
using LC-MS/MS [11].

2. MATERIALS AND METHODS
2.1. Standards and Chemicals

Glucocorticoids standards, with higher than 95% purity, including hydrocortisone acetate
(HCA), cortisone acetate (COA), prednisone (PDS), prednisolone (PDL), methylprednisolone
(MPL), dexamethasone (DXM)) and fluocinolone acetonide (FLA) were purchased from TRC,
Germany.

Ethyl acetate, diethyl ether, chloroform, dichloromethane, methanol, acetonitrile and
formic acid 99.9% were purchased from Merck, Germany. Oasis HLB (60 mg, 3 mL) and SPE
- C18 (500 mg, 3 mL) were obtained from Waters. Distilled water was produced by an Aquatron
system (ST15 OSA, UK).

2.2. Chromatographic conditions

The analytical method used Shimadzu 20AD liquid chromatography combined with triple
quadrupole mass spectrometry SCIEX 5500 QQQ. Chromatographic separation was obtained
employing Acquity UPLC BEH C18 column (2.1 x 50 mm, 1.7 pm). The LC eluents were

acetonitrile (A) and 0.1% formic acid in water (B). The gradient was initiated with 10% eluent
A and 90% eluent B for 1.5 min, continued with linear variation to 90% A and 10% B in 2.5
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min. This condition was maintained for 2.5 min and returned to 10% A and 90% B. Total analysis
time for one injection was 7 mins. The flow rate was 0.3 mL/min and the injection volume was
S uL.

2.3. MS condition

Each group of analytes which belonged to a specific segment was dissolved in methanol
at concentration of 1.0 pg/mL and infused into the ESI source and then MS parameters were
optimized using the MRM optimization option. Optimization for the yield from collision energy
was automatically performed by the instrument control software. ESI in positive ion mode was
selected for the mass spectral analysis. ESI parameters optimized were as follows: lonspray
Voltage (IS) 5.500V; temperature 550°C; Curtain Gas (CUR) 25 psi; Collision gas (CAD) 8 psi;
Ion source gas 1 (GS1) 45 psi; lon source gas 2 (GS2) 45 psi.

2.4. Sample preparation

A homogenized sample portion of 1.0 g was accurately weighed into a S0 mL extraction
tube. The sample was extracted with 5 mL of water and 10 mL of ethyl acetate by mixing for
30s using vortex mixer and shaking for 1 minute using rotary shaker. The solution was then
centrifuged for 5min at 6.000 rpm. Collect the ethyl acetate layer into 20 mL volumetric flask.
Repeat the extraction one more time with 10 mL ethyl acetate and the combined extract was
made up to 20 mL. 1 mL extract was then dried under nitrogen stream and the residue was
reconstituted in 1 mL of acetonitrile. Oil-based excipients in cream extract are removed with
0.5 mL n-hexane. 1 mL of gel and cream extract was diluted with 10 mL waters before clean up
via solid phase extraction (SPE) step. SPE procedure was followed 3.0 mL methanol and 3.0
mL water for activation. Extract was then loaded into C18 column before washed with methanol
30%. The analytes were eluted with methanol before being analyzed by LC-MS/MS.

2.5. Method validation

The method was then validated for specificity, linearity, matrix effect, limit of detection
(LOD) and limit of quantification (LOQ), repeatability and recovery according to the EU
requirements in EC/657/2002. The specificity was investigated by analyzing blank, spiked
sample and standard. The matrix-matched calibration solutions were from 10 to 200 ng/mL equal
from 0.12 - 6,0 pg/g. The matrix effect was evaluated by comparing slopes of matrix - matched
calibration curve to those of solvent calibration curve and expressed in percentage. The LOD
and LOQ were attained by signal to noise ratio (S/N) methodology. The LOD and LOQ were
determined by blank-spiked samples at low concentrations which gave S/N equal to 3 and 10,
respectively. All the samples were performed in triplicates. The recovery and repeatability were
assessed at three concentration levels (10, 100 and 200 ng/mL) according to EC/657-2002 for
method validation.

2.6. Application for screening of glucocorticoids in cosmetics

The validated method was applied for the determination of studied glucocorticoids in 20
cosmetics samples which were randomly purchased from local markets in Hanoi.

3. RESULTS AND DISCUSSION
3.1. MS/MS condition optimization

The mass transitions and optimum collision energy parameters, which are automatically
optimized by Analyst 1.7 Software, are given in Table 1.
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Table 1. Parameters for ESI source and MRM acquisition of the glucocorticoids in cosmetics

Glucocorticoid Precursor ion Product ion Collision energy Application
(m/z) (m/z) (eV)

co4A 403 343 27 Quantitative
163 33 Qualitative

DEX 393 355 17 Quantitative
373 17 Qualitative

HAD 405 327 31 Quantitative
309 29 Qualitative

FLA 453 413 17 Quantitative
433 15 Qualitative

PDN 359 341 17 Quantitative
147 35 Qualitative

PDL 361 343 15 Quantitative
147 31 Qualitative

MPL 375 253 15 Quantitative
161 30 Qualitative

Chromatograms of seven glucocorticoids were shown in Figure 1. Each analyte has been
optimized with one precursor and two product ions. Precursor ion is selected from molecular mass,
in the form of [M+H]". One transition was for quantitation and the other was for confirmation.
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Figure 1. Chromatograms of 07 glucocorticoids of 100 ng/mL in methanol

3.2. Investigation of extraction step

Ethyl acetate, diethyl ether, dichloromethane and chloroform were chosen to investigate
extraction efficiency of glucocorticoids in gel and cream matrices. 1.0 g of homogenous sample
was weighted into a 50 mL extraction tube and spiked with 100 pg/kg glucocorticoids. After
extraction, 1.0 mL extract was evaporated and reconstituted with 1mL acetonitrile. Then 10 uL
extract was injected in to LC-MS/MS without clean-up. The extraction efficiency results of gel
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matrix are shown in Figure 2.
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Figure 2. Extraction efficiency of different solvents in gel matrix

For gel matrix, ethyl acetate and chloroform show higher extraction efficiency compared
to diethyl ether and dichloromethane. In contrast, no glucocorticoids have been detected in cream
because of oil-based skeleton. Therefore, adding 5.0 mL water and shaking vigorously to break
its bones and extract active compounds. Figure 3 showed results of using different solvents when
extract glucocorticoids in cream matrix with the aid of water in extraction step.
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Figure 3. Extraction efficiency of different solvents for cream matrix

Extraction efficiencies data obtained from dichloromethane and dichloromethane were
less than 10%, which do not meet requirement for extraction. Using ethyl acetate was better
than diethyl ether, as a result, ethyl acetate was chosen as the optimum solvent for extraction of
seven glucocorticoids in cream matrix. Therefore, ethyl acetate was employed for extraction in
both gel and cream matrix.

3.3. Investigation of solid phase extraction (SPE)

After extraction, 1.0 mL of ethyl acetate extract was evaporated and reconstituted in 1.0
mL acetonitrile. The extract was then diluted with water and cleaned-up through solid phase

extraction step. C18 (500 mg, 3 mL) and HLB (60 mg, 3 mL) cartridges were evaluated through
extraction efficiency shown in Figure 4.
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Results showed no difference between extraction efficiencies of HLB and C18 cartridge.
SPE-C18 column was chosen for further steps based on its availability and its lower cost.

To investigate the influence of methanol percentage on the elution of glucocorticoids from
SPE-C18 cartridge, 1 mL of methanol in water in concentration from 0 to 100% used after elution.
Chromatograms in Figure 5 indicated the effect of methanol concentration on elution of pred-
nisolone on cartridge.
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Figure 5. Chromatograms of elution of prednisolone by different concentration of methanol

Based on chromatograms in Figure 5, analyte signal appeared from 1.0 mL of methanol
50% elution. Signal of glucocorticoids in 100% methanol was highest. Therefore, 30% and 100%
methanol were chosen as washing and eluting solvent for SPE step, respectively.

To investigate volume of washing and eluting solvent, each 1.0 mL of 30% and 100%
methanol was added on cartridge containing 100 ng each glucocorticoid and then analyzed by
LC-MS/MS. There was no signal of glucocorticoids in all 3.0 mL of washing solvent, meanwhile
glucocorticoids have been eluted from C18 cartridge completely after 3.0 mL of methanol. There-
fore, 3.0 mL of 30% and 100% methanol was chosen as optimum volume for washing and eluting
solvents of SPE.

The sample preparation was optimized by adding 5.0 mL water and duplicate extraction
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with 10 mL of ethyl acetate each time. 1 mL of extract was them evaporated and reconstituted
by acetonitrile and diluted 10 times with water. The extraction was then loaded on SPE C18 cartridge
and the analytes were washed with 3.0 mL of 30% methanol and eluted with 3.0 mL methanol
before being analyzed by LC-MS/MS.

3.4. Method validation

The method specificity was investigated by the chromatograms illustrated in Figure 6,
obtained from the blank, standard solution and the spiked sample.
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Figure 6. Chromatogram of dexamethasone in the blank, standard in a 10 ug/L solution
and the spiked sample at 10 ug/L

No interfering peaks at the retention time of the analytes were found in blank sample, standard
solution and blank-spiked samples show Gaussian signal with the same retention time.
Besides, one compound was determined by one quantitative parent/product ion and one
confirmation parent/product ion, which gave 4.0 identification points for each compound
satisfying EC/657/2002.

In Figure 7, Linearity was investigated within a concentration range from 10 - 200 pg/mL.
Good linearity was obtained from 10 to 200 ng/mL for all analytes with coefficients of
determination (R?) higher than 0.99.
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Figure 7. Calibration curve of hydrocortisone acetate in methanol and

on matrix-matched extract

Matrix effect data has been obtained by ratio of slopes of matrix-matched calibration
curves to those in methanol. The results were expressed in Figure 8.
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Figure 8. Matrix effects on glucocorticoids

Gel matrices had little effect on calibration curve of HCA, CAX, PRS and FLA meanwhile
had great influence on slope of calibration curve of PSL, MPL and DEX. Cream has impact on
slopes of HCA, DEX and FLA. Therefore, matrices-matched calibration curve is recommended
for glucocorticoids quantitation in cosmetics.

Limit of detection (LOD) and limit of quantitation (LOQ) were estimated as 0.03 - 0.3
pg/g and 0.12 - 0.6 ng/g in cream and gel for HCA COA, DEX and PDS, PDL, MPL and FLA,
respectively. The sensitivity was low enough to determine GC in transdermal cosmetics whose
concentration is normally more than 1.0 pg/g [11].
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Figure 9. Chromatogram at LOQ of HCA cream at 0.12 ng/g and
PDS gel samples at 0.6 ng/g

Result of recovery and repeatability of each glucocorticoid presented in Table 2
Table 2. Recovery and repeatability of glucocorticoid

Analytes Spk10 Spk100 Spk200
Recovery (%) RSD (%) Recovery (%) RSD (%) Recovery (%) RSD (%)

HCA 81.4 8.4 99.3 6.2 89.1 6.1
CAX 81.3 8.8 101.1 6.6 90.7 6.7
MPL 106.7 10.1 79.1 16.5 74.3 19.0
DEX 90.4 13.9 104.3 5.4 93.7 6.0
FLA 89.9 17.0 104.7 6.6 934 7.6
PRS 94.4 14.4 92.7 9.7 95.9 9.8
PSL 101.2 15.5 87.1 7.4 93.5 8.1

The repeatability was below 23% and recovery was in 74.3 - 106.7%, met requirements
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in EC/657/2002. These results indicated that the method had an appropriate accuracy for quantitation
of glucocorticoids in gel and cream cosmetics

3.5. Analysis of cosmetic samples

Twenty cosmetic products, intended for the treatment of atopic dermatitis or very dry skin,
were analyzed using the developed and validated method. There are 04/16 cream samples were
positive for glucocorticoids, 04 gel samples were not detected GC with LOD of 0.03 - 0.3 pg/g,
which are presented in Table 3. The result indicated that there is about 20% of tested products
positive to glucocorticoids.

Table 3. Glucocorticoids content in detected cream samples

S.
Samples  HCA (ugle) ~ COA(ugle)  DEX (ugle) FLA(ugle) ZZ)
u
K04 ] 0.18 5.23 ] 5.41
K08 4.44 3.27 ; ; 7.71
K12 <LOQ ; ; 16.2 <163
K13 ; ; <LOQ - <0.12

4. CONCLUSIONS

An LC-MS/MS method for the simultaneous determination of low levels of seven topical
glucocorticoids in cream and gel has been developed and validated. The proposed method
enables analysis of seven glucocorticoids in cosmetic creams and gels. The method was carried
out by liquid-liquid extraction with ethyl acetate and water (20/5) followed by cleaning up with
solid phase extraction on C18 cartridge. All the requirements in EC-657/2002 for method
validation have successfully met. LOD and LOQ of this method were enough to determine
glucocorticoids in cosmetics. Consequently, the LC-MS/MS method was successfully applied
in screening, confirmation and quantitation of glucocorticoid illegally blended in cosmetics for
enhancing whitening effect. The results indicated that 20% of tested products detected gluco-
corticoids illegally blended.
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Xac dinh ﬂfil]!] thoi mot sﬁ"glucqocortigoid trong myj pham bang
sac ky long khdi pho hai 1an (LC-MS/MS)
Bui Quang Pong', Vii Thi Phwong?, Tran Thi Van Anh? Trin Cao Son'
Vién Kiém nghiém an todn vé sinh thuc pham Quéc gia
’Hoc Vién Y Duoc Hoc co truyén Viet Nam
Tom tit

Phuong phap sic ky long hiéu ning cao két hop v6i dau do khéi phd ba tir cuc sir dung
ky thuat ion héa phun dién tir (LC-ESI-MS/MS) dé xac dinh va dinh lugng dong thoi 07
glucocorticoids gdm hydrocortisone acetate (HCA), cortisone acetate (COA), prednison (PDS),
prednisolone (PDL), methylpredmsolone (MPL), dexamethasone (DEX)) va fluocinolone acetonid
(FLA) d3 dugc xdy dung va tham dinh. Phuong phép c6 thé duoc sir dung dé xac dinh cac
glucocorticoid tron trai phép trong my pham dang kem va dang gel boi. Cac chat phén tich trong
mau duoc chiét 1ap véi ethyl acetate, 1am sach béng cot chiét pha ran C18 va phan tich trén sdc
ky long khoi phd hai lan. Cac hop chat duoc phén tach bang sic ky 1ong pha dao két hop vai
rira giai gradient ndng do6: 0,1% acid formic trong nudc va acetonitril. Gii han phat hién va
gii han dinh lugng cho PDS, PDL va FLA 1an luot 14 0,3 pg/g va 0,6 ug/g va dbi voi nhimg
chat khac la 0,03 va 0,12 pg/g. Do lap lai dudi 23% va do6 thu hoi trong khoang 80 - 110% dép
ng yéu cau Chau Au theo EC-657/2002. Phu’orng phap duoc g dung thanh cong de phén tich
20 miu my pham tren thi truong Viét Nam. Két qua cho thdy c6 khoang 20% mau thir chira

glucocorticoid véi ndng d6 dao dong tir 0,175 dén 16,2 pg/g.

Tir khéa: Glucocorticoids, my pham, LC-MS/MS, hydrocortisone acetate, cortisone
acetate, prednisone, prednisolone, methyl prednisolone, dexamethasone, fluocinolone acetonide.
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