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Validation of HPLC Method for Determination of Hydroxychavicol in the
Extract from The Thai Traditional Remedy “Ruean-Mhoon-Nok”

to Treat Psoriasis Disease
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ABSTRACT

Ruean-Mhoon-Nok (RMN) remedy is listed in the National Thai Traditional Medicine Formulary
in Honour of His Majesty the King B.E. 2562. The RMN remedy consists of 9 herbs used for the treatment
of psoriasis disease (the stage characterized by white scars, scaly, raised edges, itching, and spreading all
over the body). Previous research has shown that hydroxychavicol is an active compound of RMN
remedy, but the analytical method was not validated. Therefore, this research aimed to develop and
validate a method for analyzing the amount of hydroxychavicol in RMN remedy extract using high-
performance liquid chromatography (HPLC). The results indicated that standard hydroxychavicol was
eluted at a retention time of 33.927 min. Similar chromatogram was also found in the RMN remedy
extract with the same retention time (33.797 min), confirming that it is hydroxychavicol. Moreover, the
standard calibration curve of hydroxychavicol expressed a good linearity within the range of 25 — 400
pg/mL (R = 0.9996). The LOD and LOQ values were 4.31 and 13.05 pg/mL, respectively. Besides, the
method demonstrated excellent intra-day and inter-day precisions of hydroxychavicol at 50, 100, and
200 pg/mL, with a relative standard deviation (%RSD) of 1.12-1.45% and 1.25-1.42%, respectively. In
addition, the percentage recovery of hydroxychavicol was found to be 94.44 + 0.58, 98.30 + 1.11, and
100.79 + 1.38%, respectively, indicating a high degree of accuracy of the method. Additionally, the
quantification of hydroxychavicol in three different batches of RMN remedy extract was found to be
within the range of 21.24 + 0.16 to 22.80 + 0.80 %w/w of extract. This method, therefore, will be very
useful for standardization and quality control of RMN remedy extract, ensuring its efficiency and safety

for future applications.
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Casearia grewiifolia Vent. Ul Salicaceae TTM-c No. 1000658 ALLVINTN
Crateva religiosa G. Forst. fjuﬁ’l Capparaceae TTM-c No. 1000659 dynsams
Crateva adansonii DC. nuun Capparaceae TTM-c No. 1000660 ‘Ua‘iﬁ
Pouzolzia zeylanica (L.)  U9UYLUNVN Urticaceae TTM-c No. 0005449 AYNTAIAT
Benn.
Gonostegia pentandra VOUYLUNLAY Urticaceae TTM-c No. 1000662 dUnNIdAT
(Roxb.) Mig.
Alpinia galanga (L.) Willd. YA Zingiberaceae  TTM-c No. 0005447 UATUTH
Piper wallichii (Moq.) WA Piperaceae TTM-c No. 1000663 UATUH
Hand. -Mazz.
Datura metal L. alng Solanaceae TTM-c No. 0005448 Wizu@iﬂ%@&gﬁm
Persicaria chinensis (L.) H. GRNRI e Polygonaceae  TTM-c No. 1000664 AYNTAINT
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W158mes (Parameter)

dslansandy1dmea (Hydroxychavicol)

Y29pnududunse (Linearity rang, ug/mL)

AnduUsEaNSandunus (Correlation coefficient, R%)

aun1stdunse (Linear regression equation)

25-400
0.9996

y =149118x - 523177

AUNPINTIVRIITIATIZH (Precision)

Anuuduvesars aeludwfenndu (ntra-day, n = 3) 52%9199U (Inter-day, n = 9)
wasgpuanagef]  ansududuiiiinseild RSD anududuiiiaseild RSD
(ug/mL) (ug/mL) (%) (ug/mL) (%)
50 50.53 + 0.57 1.12 50.53 + 0.69 1.37
100 100.30 + 1.28 1.27 101.14 + 1.27 1.25
200 201.16 + 2.93 1.45 202.74 + 2.87 1.42
AMULLUUGIVBIIDAATIZH (Accuracy)
ANMUTUTUVDIETS n15AUNaU (Recovery, %)
mmgmﬁtamm‘lﬂ N1 N2 N3 Mean (%) RSD (%)
(ug/mL)
50 93.93 94.31 95.07 94.44 + 0.58 0.61
100 98.68 97.05 99.16 98.30 = 1.11 1.12
200 100.22 102.36 99.79 100.79 = 1.38 1.37
U“su'lmﬂmwﬁ'm’fuﬁflqﬂﬁmmsamfmﬁ'ﬂlﬁ (LOD, pg/mL) 4.31
U’%mmmmLﬁuﬁuﬁﬂqﬂmaaaﬁ%aLﬂuﬁaau%'ﬂé' (LOQ, pg/mL) 13.05
A151971 3 U%ﬂﬂmﬁ’ﬁi‘é‘lﬂi@ﬂ%‘ﬁﬁﬂ@ﬁiuﬁﬁﬁﬁ@ﬁﬂ%UEJ’]LLﬁL%@uyjauﬂﬁLm%ﬂm%uﬁ]ﬂﬂm‘iﬁﬂ@’]ﬁ
. SovazvaINANER Usunaanslansenduninea (Yow/w of extract)
arsane (% yield) N1 N2 N3 Mean + SD
RMN-Batch 1 5.41 + 0.35 2.13 2.14 2.11 2.13 £ 0.02°
RMN-Batch 2 6.39 + 0.30 2.36 2.27 2.21 2.28 + 0.08°
RMN-Batch 3 6.81 = 0.20 1.91 2.00 1.99 1.97 + 0.05°
VB FSNs a-c WansrnAsuAnAsTusgeiTuddyvnaadAlagld One-way ANOVA fiszdiuany

Festu 95 (p<0.05)
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