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Abstract

Project Code: MRG6080062

Project Title: Development of novel microemulsion for oral absorption enhancement of all trans
retinoic acid

Investigator: Assistant Professor Dr. Thirapit Subongkot, Faculty of Pharmaceutical Sciences,
Burapha University

E-mail address: titanicto@hotmail.com

Project Period: 2 years

This study aimed to develop a novel microemulsion that contained oleth-5 as a surfactant
to enhance the oral absorption of all-trans retinoic acid (ATRA). The prepared microemulsion was
evaluated for its particle size, shape, zeta potential, in vitro release, in vitro intestinal absorption,
intestinal membrane cytotoxicity and stability. The obtained microemulsion was spherical in shape
with a particle size of less than 200 nm and a negative surface charge. The in vitro release of the
ATRA-loaded microemulsion was best fit with the zero-order model. This microemulsion
significantly improved the intestinal absorption of ATRA. Confocal laser scanning microscopy
analysis using a fluorescent dye-loaded microemulsion also confirmed the intestinal absorption
result. The intestinal membrane cytotoxicity of the ATRA-loaded microemulsion did not differ from
an edible oil (fish oil). Stability testing showed that the ATRA-loaded microemulsion was more

stable at 25 °C than 40 °C.

Keywords: microemulsion, all-trans retinoic acid, oral absorption enhancement, oleth-5
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1. anudagyuaznaizailynd

Tumsasdriusunaihainldiugieuu m‘m‘%m‘mﬂ@Um‘s%'uﬂizmuﬁfuﬁ@Lﬂugmmuﬁ
"L@T‘%’ummﬁsmgaqﬂ asmvliﬁ@rmwu*hqﬂaﬁﬂmaamsﬁnmmﬁamvl,&immmazmﬂﬁﬁ"lﬁu%aa:mzl
v Y =1 1 v & g; o d' d' 1 g; 1l =S v 1
latanann Jsdsnaldidudymlunisaigasdiu ssenfldazarouu ailisunngneaduidng
s1maialilamTiUsefnTng (bioavailability) ALEIWadaNIINEN
a o L = o 1 a :SI dld o YV o 1 g: >
lulasddatwduszuuihguoiienisnInonumaianldhdsmslasnisiudsznu
(oral drug delivery) M0 (parenteral delivery) AT IREUNNIRINIS (transdermal delivery) LLazNIy
. Aa v o & Aa a a 6 (% [
@290 (ocular delivery) lulasddatuiluszuunianuasainanaslalawfing Usznaudasdy
MAEN (oil phase) RIIAALTIAIRILALEITAALIIAIRITIN (surfactant/co-surfactant) LLax’E’Qn’lﬂﬁ’]
a v v A o = L dq/Q/ |
(water phase) lulas8dagulianwmzla (transparent) Huwiaaymaszavinluaas wananidauiu
szuthassnnaunsaedodlaing lasldnslainsaignininsslusiwngunasigmeiduiuss
2K A
NALIIAINT
Al trans retinoic acid (ATRA) daiduiarfintaluzdnia ddedslddmiuinun acute
promyeocytic leukemia launszguliizad leukemia snansnwaw lhwaadaauiole Tudagiiu
° ' . { [% . = %
g1 ATRA ﬁﬁn%mﬂlugmm‘u soft gelatin capsules 1416 10 mg luZan13@1 Vesanoid TINNVAR

A o

MILNRTIAUARASNUIN ATRA ﬁmsgﬂfﬁwﬁ@ﬁ (@i’lm‘é"waas:ﬁumgoq@ﬁa 347+266 ng/ml) uazl
ﬂ’J’l&lLLiJ‘iiJi’mlm_qlﬂﬂaLa mﬁ'uuazsmdwqﬂﬂaﬁqa (high inter-patient and intra-patient variation)
[1]

§n5U8N Vesanoid 164 111 ATRA lustuuussazane (solutions) Twihdudawaas (soybean

v
=

. A o o @ ) 2 o & v A o . A = 2 a A
oil) N1INSIYIF z‘y%:gﬂg@‘mﬂ TORE RSO LR Lol (bile) BILLURITRALIIAININNNTITNDG



2 1
o/

lunsvinlfifa coarse emulsion Aaw agglsiauyIunasihdnnaseanuluudazauniauinsens
luauidaiuddrsainutdaninlaiuuandld mig@%u Vesanoid maomia:qma%w’auﬁmw
] o 1 Y A 0/ A 1 d'
uand1anu snaliiiannuulstnusaszaum ATRA lwdRaauasudazyaaaluige
d' =S v [ 3; o U % o

nIfgnazaaIngnaady ldalaaniiiudeniutu wanandrenazdasazaisludaria
axaneldAua? d281a23867 log partition coefficient ati3x1#i19 1 4 3 a8 IMNAUENTANIIAL
Wandues ATRA wuin ATRA Sdnisazanasinédiuan (0.19 pg/mi) [2] uazi@ log P vy 6.3
[3] duwah ATRA 33inmsgaduiien

laulasddaguiduszuvsirasenafianidunaanasq (colloidal drug delivery system) Usznau
Tddaignmainiu s1saaussdsRauazasaaussiainsa wazigmeai lulesddatuiaduaaa

o A & a [ & 4 o A

asaananasiulawiing Jvwaegniaszauuwiluuas uazaansaussaenifazangladuduas

:’ v A a o A:ll ° a o e | ) 1 1 1 1 o 1
azaneiinlaa St lulasddatuuduszuuiasensziandne g gAY LT STUUNE
g lasnssulsEnu (oral drug delivery system) [4] TUUENRIOTHIBNH IS (transdermal drug
delivery system) [5] #18.@ (parenteral drug delivery) [6] WRZIZLURIFEIBINIHBAIAN (ocular drug
delivery) [7]

g: L= w1 Led 1 1 =S o | U o v .

ludszinalnonu geldfenadmauas ATRA udadisla F9dududasiudn Vesanoid a7n
' A o @ o R AN Aa a o A ' o Y
dsdszmaiioanldinsdian Ml enldianTnsinslinszdilfiegauazdzinadas

a [ o w Aa .

gyFssdsznaldivmathdie i@ nauwanndridszina

;fasmml,mﬁ@ﬁazﬁwm ATRA slugﬂuuu"luim'éﬁafu LﬁaﬁﬂdﬂugﬂLmums‘%'uﬂi:mu

v 1
a A o _ o o o

A oo S o A . . A [y ° a
lagdonldigaiaiduiinnanssswsid fe sdwlan (fish oil) tNaldaursain lulasddatun

v & ° ' o [N ] % A £
wispald ldszgndldnuninisihaslasnsiudsenu (oral route) ldatsiaaadbungsain



2. @1sLaNLaziASaIND

2.1 g9Lad
1) Fish oil
2) Ethoxydiglycol (Transcutol P)
3) Propylene glycol
4) Apricot kernel oil PEG-6 esters (Labrafil® M1944CS)
5) Absolute ethanol (Merck)
6) Oleth-5 (Eumulgin O5)
7) PEG-7 glyceryl cocoate (Cetiol HE)
8) Tween 20
9) Tween 80
10) All trans retinoic acid (Jiangxi Hengxiang Pharmaceutical Technology Co., Ltd.,
Jiangxi, China)
11) All trans retinoic acid (Sigma)
12) Acetonitrile gradient grade for HPLC (Sigma)
13) 2-propanol (isopropyl alcohol) (RCI labscan, Thailand)
14) Glacial acetic acid (Merck)

2.2 1938438

1)

2)

Dynamic Light Scattering particle size analyzer ( Zetasizer Nano-ZS, Malvern
Instrument, Worcestershire, UK)

TEM (Philips Tecnai 20, FEI/Philips Electron Optics, Eindhoven, Netherlands)



Magnetic stirrer (IKA RO 10, IKA®-Werke GmbH & Co. KG, Staufen, Germany)
Centrifuge (Sorvall™ Legend™ XT/XF Centrifuge, Thermo Scientific™, MA, USA)
HPLC (Agilent 1260 infinity 1l LC systems, Agilent Technology, Santa Clara, CA,

USA)
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3. 35A 1L WN15IY

3.1 MIRIAINIAALVDI ATRA

MIANBIAIMTAZAN88 ATRA ‘V‘hLﬁaL§aﬂﬁhuﬂiznauﬁﬁ]ﬂﬂugm@iﬁu lag@nwAINT
8zAN8VDI ATRA 1ui'5]mmfwﬁu fa fish oil LAZENTAALIIAIA ldun apricot kernel oil PEG-6
esters (Labrafil® M1944CS), ethanol, oleth-5, PEG-7 glyceryl cocoate, ethoxydiglycol, propylene
glycol, Tween 20, Tween 80 W&z N1IR1ATNNTAzAN8NlasLANe1USNIMNINAILBENTAINEN?
U 2 ml ﬁussqlu"u’m%m NI IAUGIE magnetic stirrer A1 800 rpm 1lwiaan 24 52lus

Aa v

aunnAvas NuIvha UL IRaznawaIf i e ldwniesn 10,000 pm Liuian 15 wif 7

U

25 °C i]’]ﬂ‘ﬁbg}@LﬂW’]:d’J%U% (supernatant) 11138319678 isopropyl alcohol k823t eA las Ly

HPLC
3.2 maasunlulasauaTn

3.2.1 MILAENENIAALITIAIRILALRITAALITIFIAITIN

(2

d' 2 . d'n:ld n:l' a A v o v d' =S o | v

WWal#le pseudo-ternary phase diagram °nuwuﬂmsm@‘hﬂmaua"mﬂ’qu@ R nduans
A = d' a K A d' n:l' v :’ Lo | . .
ANMIIANBWIUNDRITUAVDIRITIVALIIAINT (surfactant) VIL%&HZN&IY]@?@ I(ﬂﬂl"ﬁ’)gﬂ’]ﬂ%’]&l%Lﬂ% fish oil
LLﬂzl‘ﬁa’ﬁﬂ@LLix‘]a\‘]ﬁTﬁ’J&ILﬂ% ethanol ﬁmu@lﬁé'm']ai’smzmwa’ﬁa@l,mﬁoﬁau,a:msa@mﬁoﬁa

SAWINALY 1:1 §IUNNTE9 Pseudo-ternary phase diagram vinlaald water titration method iia'ler

¥

%ﬁ@maamsa@LLsoﬁaﬁaﬁlﬁﬁuﬁmnﬁa"lﬂm%ﬁa%’ugoz;mLLéh M TRAVBIFNTAALIIAIRIIIN (co-

1 2
=)

surfactant) iliufimuialulasdlatugengadely lasldiinstiduuazimuadandiuszning

RINAUTIAIRILALENTAALTIAIRITIL T n 1:1



3.2.2 MIFN pseudo-ternary phase diagram 284 AT NRTH

< v o o A a ' .
79 surfactant W&z co-surfactant W& AN 22 ldFIuKaNASHAIN surfactant mixture (Sm)
& = . v v o Ao ' . a ., & ' =2
PMNUUIINEY oil phase kaz Sm LAY lasfaasna@Iuvad ol phase Laz Sm AA1aIua 9:1 119
1:9 wiw NNHWIIRBAYINAUAIlUTBINFNAINAINAKIAL magnetic stirrer InBUTIFINAANN]F

o

(transparency) waztiufinUSanainfianniige ndsilivesnaudiailansucly lasvasnauszning

% %

oil phase, Sm wazi Ngslansucly Iadululasdaiatu
3.2.3 MIvAINITacza8vad ATRA T luladuat

187 ATRA ludFunaann adlululasddadu udraulasld magnetic stirer Ngmniinas
Hunan 24 1alud nuudsihansuiuaznawi b ldunissfi 10,000 rpm 1duan 15 Wil 7 25

°C mnﬁfugmqu:d’msla (supernatant) 111383919678 isopropyl alcohol L&d3tazAlasld HPLC
3.2.4 M3@384 ATRA loaded microemulsion

\iia'lé pseudo-ternary phase diagrams fiugasvauwanisiialulasdiatuud? ENCELED
nnalaszunsuiaesonlulasddadu I@ﬂLﬁaﬂgmﬁﬁmm@mgmﬂa%ﬂuma 20-200 nm uag il
mansna nsadoalulasddaturilaonanigaainiu ssaaunsadifnazmnIaausiifiiom
wazein aunsuliidniulasld magnetic stirrer :Mntiudanan ATRA avll audelUawiansazans

6
RUUITH
u
=) wva aa 6 = Aa v o
3.3 mmnmqmawmmaﬂmamwad"l,aﬂmam“ﬁu

3.3.1. ﬂﬁ"ﬁ'@"uu’mmgﬂﬁﬂ (Mean droplet size) ﬂi:gﬁuﬁl’a (surface charge) NINIEINLYVUA

(size distribution) uazdA N5 AN (electrical conductivity)



(2

10 TWINBYNIAYDI ATRA loaded microemulsion 1/5:3NWUR1 (zeta potential) N13NTEANE
2u1a a1 W N vas ATRA loaded microemulsions 1ae'l% Dynamic Light Scattering (DLS)

particle size analyzer 1% 4 mW He—Ne laser ﬁsglu 173°

3.3.2. miggﬂ‘s’waua:i’mm@hﬂl*’ﬁﬂé’aaﬁgaﬂ‘ssﬂﬁ&aﬂmamﬁﬂdaomu (Transmission

electron microscopy)

nea ATRA loaded microemulsion 84U%NIANAILAINLAROUA?Y formvar INTNTHUTUFIWEN
% a dl' [ 1 v A U =3 o 1 U U €A a 1 1 dl'
I@Ulmﬂszmﬁwﬂﬁglma@aaﬂwau%o@uaaaaquﬂaaa@@aUﬂaaogawisﬂuaLaﬂmsaumu@aaowﬁuVI80

kV
3.4 mMsans M IdaatassauuungwanINge (In vitro drug release)

ansnisdanddan ATRA 9 nlulas8datu 1e9gaId13u ME 1 ME 6 uaz ME 8 lasld
Dialysis bag 1 4 molecular weight cut off 3$% 314 6,000-8,000 A18¢ 1 lasii1 ATRA loaded
microemulsion U3unaw 4 mi laadlu dialysis bag wad39Taaiuunuazardlay clamp nnwlaadle
[ v a . = a [y [ .
PIQUND WAILAN release medium TILw 50 % viv ethanol:PBS UTu1mk 80 ml La1ALA2E magnetic
. A A P & A A a < < < <
stirrer 71 300 rpm NigaanAARas MNUMLAATLINN 30 w1fl 1 Talus 2 Talwd 3 Talas 4 Talus 6
139 8 TAla9 10 T2LUILAE 24 T2y F9LAU release medium A58 1 ml LASULAN 50 % viv
ethanol:PBS unufadly 30 release medium e L3103 USN 4 ATRA lag HPLC ann1dd plot
> o ¢ ' . [ 4 '
ATMNANMUFNWUTITHINIIALAE % cumulative drug release lasrnaaneaasnislantaasann

/UNT

Ct = Co — Kyt for zero-order kinetics



LogCt = logCo — K,;1/2.303 for first-order kinetics
Q = Kyt"? for Higuchi diffusion model
e Q AaSunmenfivanyses uaz t faam waz K Aadnasi
3.5 miﬁﬂmﬂ’ﬁ@@%wi’ma‘”]vléﬁl,uum HWANINNNEY (In vitro intestinal absorption study)

miﬁﬂw’mﬁ@@%ﬂ@Umﬁuﬂszmmmumﬂuam"’mmmlaa ATRA-loaded microemulsion
LATFAIAILAN (ATRA in fish oil) inlasld Franz diffusion cells lasfidl#anvasny (ileum) 1iu
o TUNTHAW é‘iﬂéﬂfﬁﬂgﬂﬁ@LLa:éT’mmummsﬁ@mﬁNIm PBS lu&1u receiver compartment
U333678 6.5 ml of 50 % v/v ethanol in PBS (pH 7.4) LazAKeI8 magnetic bar la g diffusion cells
Azdany circulating water bath L‘ﬁ aﬂauquqmﬂgﬁﬁ 37 °C lusiwved donor %:L@Ng@li@‘h%'uﬁ
dasnnasavlulsuim 2 mi ﬁ]’]ﬂ“tf%%(‘lﬁj&l receiver medium 711387 1, 2, 4, 6, 8 uaz 24 Talug Ui
NALNBA28 medium IudSuNmrinnu anududuses ATRA 1%61'3aﬂwa:gn%mm:ﬁﬂ%mmhﬂ

HPLC 1U3u1ms ATRA szauaziin ldwiaaninwifisunuaan waawdn apparent permeability (Ppp)

INMNJFUNIT

P.pp = dQ/dt x [1/(A x Cy)]

(2 ]
=1

|38 dQ/dt A linear appearance rate 183 ATRA 14 receiver compartment, A AaNunfRIvasd lan

sudalulasBladu uaz C, Aannuiduduras ATRA lugasdniu



3.6 MIATRUII a9 ATRA lagld HPLC
3.6.1 ﬂ’]‘iL@ﬁm}ﬂ‘i’]Wm@l‘igﬁumad ATRA (ATRA standard curve)

TIFIININIFINVDI ATRA 13010 25 mg 891 volumetric flask wa2U3UL301a3
¢8 isopropyl alcohol AuATU 25 ml 22lé ATRA aNudutu 1 mg/ml nuusinliZeansan

ldanududuadud 0.05 pg/ml audd 500 pg/ml wazin l3nseians HPLC
3.6.2 MIATIERAL HPLC

14 C18 reversed phase column (Symmetry®, VertiSepTM, Vertical, Nonthaburi,
Thailand) I@Uﬁlﬁumuﬂuﬁﬂma 5 um W19 4.6 x 250 mm &% mobile phase U3sznauae
acetonitrile:water:glacial acetic acid ludaaIn 84.5%:15.0%:0.5% (vIviv) 14 UV detector 7

353 nm 4aA28819AT98E 20 ul 8AINNT ARV mobile phase A8 1.5 mi/min
3.7 maanzsilaslaaia

ik Analysis of variance (one way ANOVA) @1a@28 post hoc test lasfiainfianuuanens

'
Ced a A

pgINNURAYNIFTALND p-value ®BHNT1 0.05



4. Han1INAaaILazanlINYNaNIINAaDI

4.1 NMIRIANIIAALUDI ATRA

13489970 ATRA 1ugnAunuaz liazaisiin 393 uiudasdnendinisazansiivaliang1Iaa

WIIAIRILATRITAALIIRIRITINNEIINTRAzAs ATRA 6@ lasdinnsazarauas ATRA lu fish oil
WinAL 1.63£0.01 mg/ml WaLAINNTAZANEVEI ATRA TUa1TaausIfIRILaTaNTaaALIIRIRITIN Uaad

~
Tuanvan 1

PN ' Y 2K A 0
@173719N 1 AINIREAI8UBY ATRA luﬁ’ﬁa@]LL‘N@]\‘lN’)LLE‘]Z&"I?E‘]@]LL?O@]\‘]N?T}N

Surfactants/co-surfactants Solubility (mg/ml)
Oleth-5 (Eumulgin 05) 18.88+0.18
Transcutol P 18.53+0.08
PEG-7 glyceryl cocoate (Cetiol HE) 11.46%0.03
Tween 20 11.71+0.01
Tween 80 12.67+0.09
Ethanol 7.44+0.02
Apricot kernel oil PEG-6 esters (Labrafil M 1944CS) 6.1110.03
Propylene glycol 0.811+0.002

Each value represents meantSD (n=3).
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4.2 maasoylulasdaiatu

4.2.1 MIRBNEITAALITIAIRILAZFTAAULIIAIRNITIN

A [y . Aa A 2 o & v A =2
WWali e pseudoternary phase diagrams NAYWIANINVIEA I uaa9dn1IANEN

\WWatRanuiia ﬂ\‘iﬁ’]iﬂ@]LLix‘]ﬁ\‘]a’] LLﬂzﬁ?ia@LLix‘ia\‘i RYTINNRNNZEY

FMIUNNILRONTRAVIFNTAALIIAIRINLRANZRN 22T fish oil LTwInATAtiAW 14 ethanol
Wuansaaussdsdnsiauaziin RO wigniain lagimualdannginiznitsamsaanssfianas
2 A . @ = 2 a A =< o @ '
RINALTIAIRNITANNNY 1:1 F9anIaauIfsRInlFluwnsanunazdaslidinisazatavas ATRA lu
$asnin 7 mg/ml 3ldun oleth-5 (Eumulgin O5) Ethoxydiglycol (Transcutol P) PEG-7 Glyceryl

Cocoate (Cetiol HE) Tween 20 Tween 80 L&z ethanol waﬁ"l@”uamlugﬂﬁ 1-5  UILIUFLNN (shed

A a dl a a v L
area) AauSaniiia lulasdaatu

Water
1]

09 o1

08 02

07

06

0.4

0.3

0.2

0.1

0
Fish oil 1 08 0.8 0.7 06 05 0.4 03 0.2 01

Eﬂ‘ﬁ 1 Pseudo-ternary phase diagram of fish oil, oleth-5:ethanol (1:1) and water

0 Qleth 5:ethanol (1:1)
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Water
o

08 o1
08 02
o7 03
05 0.4
05 05
0.4 08
03 o7
0.2 0.8
0.1 oe
o \/\M 1
Fish oil ' 08 08 o7 08 08 04 03 02 01 © Transcutol P:ethanol (1:1)

gﬂ‘ﬁl 2 Pseudo-ternary phase diagram of fish oil, Transcutol P:ethanol (1:1) and water

038 02
o7 03
08 04
05 05
0.4 086
03 07
02 038
0.1 03
| VAVAY N
Fish oil 1 09 08 07 08 05 04 03 02 0.1 0 Cetiol HE:ethanol (1:1)

gﬂﬁ 3 Pseudo-ternary phase diagram of fish oil, Cetiol HE:ethanol (1:1) and water
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Water
o

0.9 0.1

0.8 0.2
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asnulalasddatuisznaudls fish ol Luigniaindu oleth-5 Lua1vaaussfafia
Transcutol P 1J%&1780UII6IRII8 (8031811321319 oleth-5:Transcutol P Y1y 1:1) ez RO
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water {uwignai azgnih luldlunisinmdely lasaziRendandiudslilulasddatunfauwe
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AN 2 gm@‘h%’ﬂﬂmﬁﬁ'@%’u ANIazaNsTad ATRA wazdSunavad ATRA sl,ugm@‘h%'u

laulayduati

Ratio ATRA loaded in
Solubility of
Formulations Surfactant microemulsion
Oil Water ATRA (mg/ml)
mixture (mg/ml)
ME 1 10 75 15 11.06+0.02* 10
ME 2 5 80 15 12.45+1.49* 11
ME 3 15 75 10 15.39+0.49* 14
ME 4 5 90 5 20.71+1.84* 18

aSurfactant:co-surfactant ratio =1:1 w/w

*Each value represents the meantstandard deviation (n=3).

4.2.3 nIansaInIazansuad ATRA lululasdaatu

dmsazanoves ATRA TululasBdadu agszning 11.06 69 20.71 mg/ml GIuaas

T390 2 wudllaNNEAsIUYa4 surfactant mixture (oleth-5:Transcutol P (1:1)) fNANIAZANEVY

ATRA LRNNNT
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2

P Aa4A A ! o Y A v o '
A1 NN 3 “U%’]@@%ﬂ"lﬂ ﬂi:ﬁmwum mimzmwmmLLa:mmimVLW‘V\Iwaﬂuimauamugmma6]

_ _ Zeta potential Conductivity
Particle size (nm) PDI
(mV) (uS/cm)
F
| (:_rm“ Blank | ATRA | Blank | ATRA | Blank | ATRA | Blank | ATRA
ations
ME loaded ME loaded ME loaded ME loaded
ME ME ME ME
102.05 1779+ 0.14+0. - 0.292+ | 0.2840. | 75%2 61+l
ME 1| +38.36 ~= 1 13 ]0.04+0.| 0.057
23.5 21 03
ME 2 38.1+2. 42 18+ 0.10+0. - 0.35+0. | 0.345+ 87+2 701
4 565 06 0.00831LO. 02 005
92.29+ 0.087+ - 0.387+ | 0.318% 5143 4715
ME 3| 15.69 | 1049+ | 0.231 | 0.0075 | 0.074 0107
34.9 +0.370 '
4
39.81+ 0.10+0. - 0.313+ | 0.531+ | 35+1 38+4
ME 4 167.7+ 0.26+0
32.16 30.1 |05 ' 15‘ "10.123 0.034

Each value represents meantSD (n=3).
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= wa aa 6 ) Aa v o
4.3 m‘sﬁnmqmauummaﬂanamwaﬂuimaua?ju

4.3.1 mﬁ‘@ﬁlu’ma%ﬂﬁﬂ (Mean droplet size) ‘ﬂ‘izﬁ;ﬁuﬁ’a (surface charge) N1INILANYVUNA

(size distribution) waza1M¥ IWHN (electrical conductivity)

midnmguautaveslulasddatuiazinmngluladdadun il ATRA (Blank

microemulsion) LLa:vLuIﬂiaﬁafuﬁUﬁﬁ!m ATRA (ATRA loaded microemulsion)
4.3.1.1 “ll%’?@]“llﬁ]dﬂ%ﬂ’]ﬂ

mnnnsdansawalaslinaiia Dynamic Light Scattering (DLS) wudiaynalulasdadiadud

133 ATRA ﬁmm@a%ﬂuma 38.1-102.05 nm luv o= lulasasatuisl ATRA ﬁmm@mgmﬂaglu‘*ﬁ’m

42.18-177.9 nm

nnuamInasassanInagdldinanzlula@dazunlaid ATRA (Blank microemulsion)
1 g: dl n:' a 2K A 1 a v < = dl =3
us AMaANUTnmanIaausiiig swalilulasdlatuiawaaymafiiings uaenmnsigem

1 a v QI/ { IJ ¥ o {
ATRA danalitlulasdinrulamaaymailngiuld dsnsen 3

2

4312 ﬂszﬁ;ﬁﬁuﬁa

(2

Iwlulasddatunlaidnisussy ATRA wuilszaluia (zeta potential) Sididunans udiila
1 ATRA lululasBifatunuieumaitszaiuay iasnn ATRA Tulasaasnaling carboxylic atj
Faflenuidunindau (pKa = 4.2) 8] luanzfidunansvaslulasBaiadu (pH = 7) ny carboxylic

v & o o o A & A
1uimmiwﬁmmﬂmLLazmIV\mgmﬂuﬂizﬁ;muauluﬂq@
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4.3.1.3 NMINITNYIWA

aumazadiulasdlatuilid ATRA inInszaiwawia (PDI) agszning 0.292 - 0.387

]
o o

sauaumavadlulaidiazunill ATRA fimInizansawia (PDI) agszwing 0.28 - 0.53
4.3.1.4 @msh Wi

am v Wi uisnanansathanlsuenissfievaslulasdauatule (ol in water,

. 0 ) . . . .
bicontinuous %38 water in oil microemulsion)

lunsidsimsdszdusfievesslulasdiatuazRansmnansandinsesigniaidueazin
audrssmah Wi Tagwinaandruwvasigmeiduannninvesigniai azlusiie water-in-

oil microemulsion ¥nNaasEIRVIIgAAITNINNITIgMaduLazani Il ddannda

52.5 uS/cm 2z duwdia oil-in-water microemulsion waztduwiia bicontinuous microemulsion 1@
2aTFEIRVBIIYMAIWYIALIPMAENNK WIalladanautaIgMaininInnigaainduuas

farmsvin IWAunnin 52.5 pSicm

fn3ii lWAva9 blank microemulsion a%isl,u‘*}j'w 35 to 87 pS/cm Ve ATRA-loaded
microemulsion atilu13 38 to 70 pSiecm NMINMUITIIGU F9Fullg 1w blank ME 1, ATRA-

loaded ME 1, blank ME 2 1.8y ATRA-loaded ME 2 viJ34 oil-in-water microemulsion

Blank ME 3 a2 ATRA-loaded ME 3 a@a.ilw water-in-oil microemulsion &% Blank ME 4
3atiu bicontinuous microemulsion 1331 ATRA-loaded ME 4 §&a&uua3I)naiyinAuignia
:’ L= [ ﬂl s d. = =1 o = 1 dl v > %) v
W30 LmLuaamﬂummm:mﬂvlmuu@mﬂlugmmiu Lmzwumamgmﬂw"lmumanamamm@"lm

3l TEM (gﬂﬁ 13 d)) @94 ATRA-loaded ME 4 3911 water-in-oil microemulsion
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432 mig]gﬂi"mLLa:i’mmm@I@ﬂl’ﬁnﬁaoqaﬂﬁﬂﬁamnmawﬁmdaomu

nwiny TEM pa4ga3diululasdliadu (ME 1-ME 4) ﬁgﬂs’wnaué’mam’lugﬂﬁ 13 U714
mgmma,ﬁ'w 84 ATRA-loaded ME 1, ATRA-loaded ME 2, ATRA-loaded ME 3 LL8as ATRA-loaded

ME 4 fia 186.55+10.68, 44.73+4.29, 112.3146.46, 165.98+14.56 nm AU/

A1La882897U198%N1AINNTIA287T dynamic light scattering T TEM technique 148l

@ o

ANLANA BT A DY

gﬂﬁ 13 mwn"]mnnﬂﬁmqammﬁﬁLanmawnﬁ@dadN"]wuao ATRA-loaded ME 1, ATRA-loaded

ME 2, ATRA-loaded ME 3 ilaz ATRA-loaded ME 4

24



4.4 msanynsUaalseseuuunewans9ne (In vitro drug release)

IINNIINaFaUN1IIUaaUaas s ATRA 371 ME 1 — ME 4 wu*jﬂgﬂuuumiﬂa@ﬂ&iaﬂm

ATRA 910 ME 1 - ME 4 \Juaauenaaauaugut (zero order kinetic) auaadluaif 4 uaz yuUn

21 wuinaanmsdaataasvas ME 1 Iu1nn31 ME 3 and ME 4 aginddihe

o @

f1ay aaN1TUaelaes

289 ME 1 lauaned19an ME 2 adaiivadan lddanuuandrsadnelinefmansznineansnnis
Uaaddaswad ME 3 uay ME 4
@317 4 auenaasvaimItaatsoss ATRA 910 ME 1, ME 2, ME 3 uaz ME 4

Release kinetics ME 1 ME 2 ME 3 ME 4

Zero order R?

0.9745+0.0268

0.9428+0.0239

0.9893+0.0075

0.9720+0.0006

First order R?

0.7329+0.0987

0.8684+0.0225

0.7416%0.0204

0.823+0.081

Higushi R?

0.8875+0.0921

1.7178+0.4678

0.8817+0.0232

0.8363+0.0018

Zero order release

rate (h™)

0.5123+0.1647

0.3322+0.0947

0.3141+0.0021

0.2817+0.0409
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% Cumulative drug release
18 -

16 -
14 -
12

10

0 4 8 12 16 20 24

Eﬂ‘ﬁ 21 nywusasmstaalsagen (in vitro percent cumulative release profiles) Va4 ATRA 91NgA3
§15U ME 1 (#), ME 2 (®), ME 3 (W), and ME 4 (A)

All data represent the meanzstandard deviation (n = 3).
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3.6 msfinyIMsgaduemuuMeauenseme (In vitro intestinal absorption study)

flasaneinisazaneuas ATRA lu fish oil He1Lvinfiu 1.63+0.01 mg/ml, 39 1dLa388 ATRA

azanlu fish oil NAMMLTNTY 1.4 mg/ml (Fawaz 90 BasdIMIazA) LNalFidugasAILgNATIL

MIANG 61 Py, 189 ATRA 9INFATAILANUAZATRA -loaded microemulsion U&adlua13147 5

=

WUINHLNILA Py, U89 ATRA-oaded ME 4 Lvinuniiidnuinningasaiuquat1siivodna

2

dl & o Q a dl ) Q a w Qs Q & d’d
iasangasniuquidudriusiiaanazais Iummzwgmmmhimammm@Lﬂm:uumgmﬂm
YUIAU LLUAT ﬂavl,ﬂﬁLﬂuvl,ﬂvl,@”l,uﬂm,ﬁwﬂ’ﬁ@@%wﬁamsﬁﬁagmmﬂmwuﬁﬂz&ﬂ@ﬂﬁmmmm
aeRduanIiNun139aTu (absorption enhancer)

laanaluud szuvshasensianeanssq (colloidal drug carriers) SN TOLANNNIRATHVD
o a ~ ' A o = ' A o o a A
ma:msJ"meu@I@ﬂmnwummiazmﬂ@mmmgﬂ@@mmumaqaﬂﬂugﬂmmamzmaauzmﬂ
TErc 1P 813 (drug entrapped in vesicles)

NnMsAnsIMIUaadaassn (in vitro release study) luauaaudl 4.4 ATRA-loaded ME 4 &
danmilanddessfiosiige ﬂﬁiﬁnwﬁﬁ%lﬁLﬁudwnWSQQ%umlugﬂmﬁm:ﬁavmmauﬂuﬂavlﬂ
% n' =3 1 o % [ n' = a o ™ 1 d' £ s
mnlumnwumsg}@mmum"la ﬂavl,ﬂmnlumnwwmsg}@mmaa"luiﬂiauamuuwa:Lﬂmmaaﬂu
miﬁamgmmﬂm:uumm (vesicles as drug carriers) azmvl,sﬁm;ugm@h%’uﬁmmsmﬁwmig@%w
299 ATRA VL@Tmnn’hgmmuquﬁa ATRA-loaded ME 4 @931/Suno489 surfactant mixture mnﬁq@

(% 2/ £ = g o 1 2K a o > Aa o o A o %%
(Fauaz 90 VaIIWIEN) TMaIFasIuTaIaTaaLTIaIR lud U lulasBiatulununianluns

n' = ] ) £ 1 a Aa v ™
Lwwmsg]mumumvlamﬂm'mumaa"LuImawmju,

a U o = d' & a a n' =S n' n'
AUNY BUS? gmmsuﬂLﬂmu@"lmmmmmqumi@@sﬁumvl,@“’Immﬁqumsmm’nw

E‘l@ﬂzju“nadLi‘laﬁ:&lL“Ijaagu,azﬂ’]il,ﬂ&lﬂ’]SLLWiN’IuL"]}aﬁTLLUU transcellular N1311a tight junctions WWald

guWIHIU e N8V EINNTTUaanYad P-glycoprotein LATANTWANANTHIRINIITZLLUAR B4
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(lymphatic drug transport) [9] M3ANEHANAINTZULENSEILLY 8% alasianz lulasdaiatuaunsa

Lﬁllﬂ'ﬁg}@%u’iﬂﬂ%ﬂ'] UﬂﬂvLﬂG]WNﬁvLﬁiJiﬁﬂ’]ﬂ
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5. a@wamﬁ%’u

a o a? =) a v o a |J v A . < o g/ ot a
nuwIspiaunsaedoyluladdatusialniiwanle lasd fish oil tiuipniasiidu § oleth-
& KX a 2K a 1 o L & L ] a v
5 8z Transcutol P LI %a38al9fIRILAsRITAALIIAIRITINAINEIGY TI89 A T8I unIT LT
oleth-5 Tun1Ttasoalulasduatwinnan amgmﬂ‘ﬁL@‘%wvlﬁﬁgﬂiﬂoﬂauLLazﬁﬂJm@iwﬁNqumm
sruv'lulsduatuiaanaizainislaniaas ATRA Lﬂuﬁuﬁuquﬁ mﬂmiﬂ@aaumi@@%mwu

mﬂuaﬂﬁmmUwudﬁwuvlmimaﬁ'a%'uﬁL@‘%wvlﬁﬁmmmLﬁwmi@@%umoﬁﬂﬁmadm ATRA 'l
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Abstract: This study was aimed to develop a novel microemulsion that contained oleth-5 as
a surfactant to enhance the oral absorption of all-trans retinoic acid (ATRA). The prepared
microemulsion was evaluated for its particle size, shape, zeta potential, in vitro release, in vitro
intestinal absorption, intestinal membrane cytotoxicity and stability. The obtained microemul-
sion was spherical in shape with a particle size of <200 nm and a negative surface charge.
The in vitro release of the ATRA-loaded microemulsion was best fit with the zero-order model.
This microemulsion significantly improved the intestinal absorption of ATRA. Confocal laser
scanning microscopy analysis using a fluorescent dye-loaded microemulsion also confirmed
the intestinal absorption result. The intestinal membrane cytotoxicity of the ATRA-loaded
microemulsion did not differ from an edible oil (fish oil). Stability testing showed that the
ATRA-loaded microemulsion was more stable at 25°C than 40°C.

Keywords: microemulsion, all-trans retinoic acid, oral absorption enhancement, oleth-5, fish oil

Introduction

Acute promyelocytic leukemia (APL) is a subtype of the white blood cell cancer,
acute myeloid leukemia. APL is a life-threatening disease that is caused by an arrest
of leukocyte differentiation at the promyelocyte stage. The bleeding abnormality,
intravascular coagulopathy that occurs in APL rapidly leads to a fatal outcome in
the patients.!

All-trans retinoic acid (ATRA) or tretinoin (Figure 1) is a drug of choice for treat-
ment of APL because it induces the differentiation of immature promyeloblasts into
mature granulocytes.? However, the oral bioavailability of ATRA is poor and variable
because of its extremely low water solubility. This limits its therapeutic efficacy in
clinical applications.?

To achieve a therapeutic drug level following oral administration, a drug must be
easily absorbed from gastrointestinal (GI) tract. According to Biopharmaceutics Classi-
fication System (BCS), drugs that are easily absorbed from the GI tract are water soluble
and highly permeable. However, ATRA, which has molecular weight 300 g/mole, is a
water-insoluble drug (0.19 ug/mL)* and has a low permeability (log P=6.3). Therefore,
ATRA is classified as BCS class 4 that exhibits very poor oral absorption.

The effective delivery of ATRA in an oral dosage form is very challenging. One
report showed that the oral bioavailability of ATRA could be improved by using
pegylated ATRA prodrug-based nanomicelles.> However, the application of this
technique for production on a large scale is limited because it requires a complicated
synthesis process. Development of a simple method to improve the solubility and oral
absorption of ATRA to permit industrial manufacturing is necessary.
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Figure | Structure of all-trans retinoic acid.

Microemulsions (ME) are transparent colloidal systems
consisting of oil, surfactant, co-surfactant and water. The
advantages of microemulsions are spontaneous formation,
thermodynamic stability, the simplicity of manufacture
and high-solubilization capacity for both lipophilic and
hydrophilic compounds. Microemulsions have been used to
improve the solubility and bioavailability of various drugs
such as elacridar,® paclitaxel,” cyclosporine,® acyclovir,’
tetramethylpyrazine,'® fexofenadine'' and simvastatin.'?

This study, therefore, selected microemulsion as a deliv-
ery system to improve ATRA solubility and oral absorption.
Novel microemulsion formulations were prepared using
oleth-5 as the surfactant, which had never been published
before. To permit safe administration as an oral dosage
form, fish oil, a dietary source of long-chain omega-3 fatty
acids that can reduce plasma triglycerides, was used as
the oil phase. The physicochemical properties of prepared
microemulsion, including in vitro release, in vitro intestinal
absorption, intestinal membrane cytotoxicity and stability,
were evaluated. In addition, the penetration of a fluorescent
compound-loaded microemulsion through the intestine was
also characterized.

Materials and methods

Materials

ATRA was purchased from Jiangxi Hengxiang Pharmaceutical
Technology Co., Ltd. (Jiangxi, China) and Sigma Aldrich
(St Louis, MO, USA). Fish oil was purchased from Sigma
Aldrich. Oleth-5 (Eumulgin 05) was purchased from BASF
Corporation (Ludwigshafen, Germany). Transcutol P was
purchased from Carlo Erba Reagents (Milan, Italy). Nile red
was purchased from TCI (Tokyo, Japan). All other reagents
were of analytical grade and were commercially available.

Solubility study

The solubility of ATRA in fish oil and various surfactants
was determined by adding an excess amount of ATRA into
2 mL of each vehicle in an amber glass bottle, followed by
mixing with a magnetic stirrer at 25°C for 24 h. The suspen-
sion was centrifuged at 11,180x g for 10 min to remove the

excess ATRA. The supernatant was then, filtered through
0.22 um membrane after which the concentration of ATRA
in the supernatant was measured using high-performance
liquid chromatography (HPLC) after an appropriate dilu-
tion with isopropyl alcohol. The surfactant that provided the
highest solubility of ATRA was chosen as the surfactant for
microemulsion preparation with the goal of increasing the
solubility of ATRA.

Preparation of microemulsion

Screening of co-surfactants

To determine the appropriate pseudo-ternary phase diagram
having the largest microemulsion area, pseudo-ternary phase
diagrams for the various co-surfactants were produced.
Pseudo-ternary phase diagrams were constructed using the
water titration method to obtain the concentration range of
components for microemulsion.

To screen the co-surfactants, a microemulsion system that
consisted of fish oil as oil phase, the surfactant that provided
the highest solubility of ATRA as described in solubility
study section, and oleth-5, Transcutol P, PEG-7 glyceryl
cocoate (Cetiol HE), Tween 20 or 80 as co-surfactants
were combined with distilled water as the water phase. The
surfactant/co-surfactant weight ratio was 1:1. The criterion
for the selection of pseudo-ternary phase diagram had the
largest microemulsion region.

Construction of pseudo-ternary phase diagram of
microemulsion

The surfactant and co-surfactant were weighed to produce
various ratios (1:1, 1:2, 1:3 and 1:4 w/w) in each glass bottle
and were vortexed vigorously for 30 s to produce the sur-
factant mixture (Sm). Afterward, the oil phase and the Sm
were mixed to produce ratios of oil to Sm in the mixtures
that varied from 9:1 to 1:9 (w/w). Distilled water was added
dropwise to each oil/Sm mixture with gentle stirring to allow
equilibration. After the addition of each aliquot of the water
phase, the mixture was visually examined for transparency.
The transparent mixtures were defined as the microemul-
sion region.

Solubility of ATRA in microemulsion

An excess amount of ATRA was added to the microemul-
sion formulations. The samples were continuously stirred for
24 h at 25°C. The suspension was centrifuged at 11,180x g
for 10 min to remove the excess ATRA. The supernatant
was then collected and filtered through 0.22 um membrane.
The ATRA concentrations in the filtered supernatant were
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determined using HPLC after an appropriate dilution with
isopropyl alcohol.

Preparation of ATRA-loaded microemulsion

Based on the microemulsion region in the pseudo-ternary
phase diagrams, a microemulsion system that demonstrated
good physicochemical properties was selected. The desir-
able criteria for choosing the formulations were having a
particle size within 20-200 nm with a polydispersity index
(PDI) <0.4 without signs of phase separation. ATRA was
loaded into the microemulsions at 90% of the respective
solubility as determined from the experiments described in
Solubility of ATRA in microemulsion section. The micro-
emulsion was prepared by mixing the oil, the surfactant/
co-surfactant mixture and water by weight ratio using a
magnetic stirrer at ambient temperature. ATRA was accu-
rately weighed and the appropriate weight was added to
the microemulsion formulations followed by stirring with a
magnetic stirrer at ambient temperature.

Characterization of microemulsion

Mean droplet size, surface charge, size distribution
and electrical conductivity

The droplet size, surface charge (zeta potential), size distri-
bution (PDI) and electrical conductivity of the microemul-
sion formulations with and without ATRA were measured
using a dynamic light scattering (DLS) particle size analyzer
(Zetasizer Nano-ZS; Malvern Instrument, Malvern, UK) with
a4 mW He—Ne laser at a scattering angle of 173°. All the
measurements were carried out under ambient conditions
and in triplicate.

Transmission electron microscopy (TEM)

TEM was used to analyze the particle shape and size of
ATRA-loaded microemulsion. A droplet of the microemul-
sion was placed on a formvar-coated copper grid, and the
excess sample volume was removed with a sheet of filter
paper. After drying, the sample was visualized under the TEM
(Philips Tecnai 20; FEI/Philips Electron Optics, Eindhoven,
the Netherlands). Microscopy was performed at 80 kV.

Rheological behavior

The rheological properties of ATRA-loaded microemul-
sion were evaluated by rheometer (Kinexus Pro; Malvern
Instrument) using peltier cylinder cartridge (cup and bob).
The analysis was carried out with a shear rate ranging from
1 to 97 s7!. All the measurements were carried out at 25°C
and in triplicate.

In vitro drug release

The in vitro release was performed in an airtight glass
container with light protection. The microemulsion formu-
lation (4 mL) was added to a dialysis bag (CelluSep T2,
Membrane Filtration Products Inc., Seguin, TX, USA)
made from regenerated cellulose (molecular weight cut-off
6,000-8,000 Da). The dialysis system was suspended in a
release volume of 80 mL 50% v/v ethanol in phosphate-
buffered saline (PBS, pH 7.4) that was stirred with a
magnetic bar at a rate of 200 rpm at 37°C. A sample of the
receiver medium was removed at 0.5, 1, 2, 3, 4, 6, 8, 10
and 24 h and replaced immediately with the same volume
of fresh medium (preheated at 37°C before replacement) to
maintain a constant volume. The concentration of ATRA
in the samples was assayed using HPLC. The cumulative
amount of drug released was calculated as a function of time
and the release rate was determined. The release kinetics
were analyzed using linear regression equations and were
fit to zero-order, first-order, and Higuchi diffusion models.
The following linear regression equations were used:

Q =Q, — Kt for zero-order kinetics
LogQ = logQ, — K,t/2.303 for first-order kinetics

Q =K, t" for the Higuchi diffusion model

where Q is the amount of drug released per unit area at time
(t), tis time (h), Q, = initial amount of drug, K, = zero order
release rate, K = first order release rate and K, = Higushi
release rate.

In vitro intestinal absorption study

The in vitro oral absorption study of the ATRA-loaded
microemulsion and control (ATRA in fish oil) was performed
using Franz diffusion cells based on reports that indicated
that porcine intestine can be used to predict human intes-
tinal permeability.'>!* Porcine intestines (ileum) provided
by a local slaughterhouse were used as permeability barrier
membrane for this study. The intestines were sectioned and
washed with PBS to remove the lumen contents prior to
the absorption study. The receiver compartment was filled
with 6.5 mL of 50% v/v ethanol in PBS (pH 7.4) and stirred
with a magnetic bar at a rate of 500 rpm. The diffusion
cells were connected to a circulating water bath to maintain
the temperature at 37°C. Samples of the receiver medium
were removed at 1, 2, 4, 6, 8 and 24 h and replaced with
the same volume of fresh medium to maintain a constant
volume. The concentration of ATRA in the samples was
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assayed using HPLC. The cumulative amount of ATRA was
plotted against time and the apparent permeability (P,,,) was
calculated according to the equation given below:

P, =dQ/dtx [1/(AXC)]
where dQ/dt is the linear appearance rate of the ATRA in the
receiver compartment, A is the exposed tissue area and C|
is the donor concentration. All experiments were performed
in triplicate.

Confocal laser scanning microscopy
(CLSM) study

To confirm the in vitro oral absorption study, CLSM was
used to evaluate the penetration into the porcine intestine
using a fluorescent dye. Nile red, a lipophilic red fluorescent
compound that has physicochemical properties (log P=5.0
and molecular weight =318 g/mole)'s similar to those of
ATRA was selected as the fluorescent dye. In this study,
2 formulations, fish oil as control and the microemulsion that
provided the highest P based on the experiments described
in In vitro intestinal absorption study section, were evaluated
using equal concentration of nile red (0.1 mg/mL).

In vitro intestinal absorption study

The penetration test was performed using Franz diffusion
cells as described in In vitro intestinal absorption study sec-
tion except that the receiver medium was omitted. The donor
compartment was filled with 2 mL of nile red in fish oil or
the nile red-loaded microemulsion and treated for 3 h. The
treated ileum was washed twice with PBS before examina-
tion using CLSM.

CLSM evaluation

A piece of the treated ileum described in In vitro intestinal
absorption study section was placed on a 22x50 mm coverslip
(MENZEL-GLASER®, Braunschweig, Germany). Visualiza-
tion was accomplished using the 10X objective lens system
ofaZeiss LSM 510 META inverted microscope (Carl Zeiss,
Jena, Germany) equipped with a He—Ne 1 laser (excitation
wavelength =543 nm, emission wavelength =580 nm). The
tissue was scanned to obtain a series of x—z plane serial
images of the Nile red using the laser to scan through the
tissue to compare the penetration depths and fluorescence
intensity. The fluorescence intensity was determined at
the central horizontal line of each image using Zeiss LSM
5 operating software. The mean fluorescence intensity of each
image was plotted as a function of the penetration depth.

Evaluation of intestinal membrane
cytotoxicity

Lactate dehydrogenase (LDH) cytotoxicity assay

To evaluate the safety of the novel ATRA-loaded micro-
emulsion for oral administration, the intestinal membrane
damage was investigated using the LDH activity test. The
tested formulations of this study were the ATRA-loaded
microemulsion that provided the highest P ,as described in
In vitro intestinal absorption study section, ATRA in fish oil,
the blank microemulsion and blank fish oil. PBS was used
as negative control while 3% w/w Triton X-100 was used
as a positive control as reported by Alama et al.'® This study
was performed using Franz diffusion cells as described in
In vitro intestinal absorption study section with the ileum
sample as the membrane and in the absence of receiver
medium. A total of 2 mL of each formulation was added to
the donor compartment for 2 h. After that, each formulation
in the donor compartment was removed, and the membrane
was washed with 2 mL of PBS. The obtained PBS was then
centrifuged at 1,000x g for 10 min at a temperature of 4°C.
The supernatant was assayed for LDH activity using an LDH
cytotoxicity detection kit (Roche Diagnostics, Mannheim,
Germany). The absorbance was measured in triplicate at
492 nm using a microplate reader (AccuReader M965, Taipei,
Taiwan). The percent cytotoxicity was calculated from the
absorbance according to the equation below:

Cytotoxicity (%)

_ | (Tested formulation — Negative control)
(Positive control — Negative control)

}xlOO

Histological examination

To evaluate the morphological change of the intestinal tissue
after treatment with each formulation, the tissues that had
been treated with the ATRA-loaded microemulsion, ATRA-
loaded fish oil, negative control (PBS) and positive control
(3% w/w Triton X-100) as described in LDH cytotoxicity
assay section were cut and fixed with 10% formaldehyde
in PBS for 2 days before being dehydrated with ethanol,
cleared with chloroform, infiltrated with melted paraffin,
and embedded in paraffin. Each tissue was then sectioned at
5 um and stained with Harris’ hematoxylin and eosin (H&E)
for morphological evaluation. The tissue morphology was
interpreted by pathologist.

Formulation-stability study
The ATRA-loaded microemulsion that provided the highest
P in the experiments described in In vitro intestinal
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absorption study section was stored in light-protected and
sealed containers at 25°C and 40°C for 6 months. Both the
chemical and physical stability of ATRA were evaluated. The
chemical stability was evaluated by determining the remaining
ATRA content in the formulations using HPLC. The percent-
age of the ATRA remaining was compared with the amount
on day 0. The evaluations of physical stability included visual-
ization of clarity and phase separation, including particle size
and surface charge. The particle size and surface charge were
determined by DLS as described in mean droplet size, surface
charge, size distribution and electrical conductivity section.

HPLC analysis

The ATRA was assayed by HPLC (Agilent 1260 infin-
ity II LC systems, Agilent Technology, Santa Clara, CA,
USA) as previously reported by Charoenputtakhun et al'’
using a C18 reversed-phase column (VertiSep UPS C18,
Vertical Chromatography; Nonthaburi, Thailand) with
dimensions of 5 um, 4.6x250 mm. The mobile phase
composed of an 84.5%:15.0%:0.5% v:v:v mixture of
acetonitrile:water:glacial acetic acid. The flow rate was
1.5 mL/min, the injection volume was 20 uL, and the UV
detection wavelength was 353 nm. The quantitative analysis
of ATRA was obtained from the calibration curve, which had
good linearity (#*=0.999) in the range of 0.05-200 ug/mL.
The accuracy of this method was 99.83+0.39. For preci-
sion, the percent relative standard deviation was 1.62.
The limit of detection and limit of quantitation were 0.039
and 0.118 pg/mL, respectively.

Statistical analysis

All data were statistically analyzed using analysis of variance
followed by post hoc testing. Differences of P<<0.05 were
considered statistically significant.

Results and discussion

Solubility study

Thesolubility of ATRA infish oil was 1.63+0.01 mg/mL. ATRA
exhibited the highest solubility in oleth-5 (18.88+0.18 mg/mL)
as shown in Table 1. Oleth-5 was therefore selected as the sur-
factant for microemulsion preparation. The surfactants other
than oleth-5 in which the ATRA solubility was >11 mg/mL
were selected as candidates for co-surfactant screening.

Preparation of the microemulsion
Screening of co-surfactants

To screen the co-surfactants, microemulsion systems com-
posed of fish oil as oil phase, oleth-5 as surfactant and water

Table | Solubility of ATRA in various surfactants/co-surfactants

Surfactants/co-surfactants Solubility (mg/mL)

Oleth-5 (Eumulgin 05) 18.88+0.18
Transcutol P 18.53+0.08
PEG-7 glyceryl cocoate (Cetiol HE) 11.46+0.03
Tween 20 I1.71£0.01
Tween 80 12.67+0.09
Ethanol 7.44+0.02
Apricot kernel oil PEG-6 esters 6.11£0.03
(Labrafil M 1944CS)

Propylene glycol 0.811£0.002

Note: Each value represents the mean + standard deviation (n=3).
Abbreviation: ATRA, all-trans retinoic acid.

as aqueous phase with the addition of various co-surfactants
were studied. The selected co-surfactants for this study
were Transcutol P, Cetiol HE, Tween 20 and 80. As shown
in Figure 2, oleth-5 and Transcutol P as surfactant and
co-surfactant, respectively, provided the largest microemul-
sion region. Hence, the microemulsion system composed
of oleth-5 and Transcutol P as surfactant and co-surfactant,
respectively, was chosen for further study.

Construction of pseudo-ternary phase diagram of
microemulsion

To obtain the concentration range of the microemulsion com-
ponents, pseudo-ternary phase diagrams were constructed.
The optimal microemulsion formulation could be acquired
from the observed microemulsion region. The microemul-
sion systems composed of fish oil as oil phase, water as the
aqueous phase and various ratios of oleth-5 as surfactant and
Transcutol P as co-surfactant were studied. The surfactant/
co-surfactant mixtures were prepared with the following
weight ratios: 1:1,2:1, 3:1 and 4:1. The pseudo-ternary phase
diagrams of microemulsions are shown in Figure 3. In each
diagram, the gray area indicates the microemulsion region
while the remaining area represents the coarse emulsion
region. An increase in the surfactant/co-surfactant mixture
ratio resulted in a decrease in the microemulsion region. Dilu-
tion by GI fluid may affect the physicochemical properties of
amicroemulsion formulation and disturb the drug absorption
process in the GI tract. To maintain the physicochemical
properties of microemulsion throughout the absorption
period, a large area of microemulsion region is necessary for
formulation selection. Thus, the microemulsion with surfac-
tant/co-surfactant mixture ratio at 1:1 was selected for further
study. Four microemulsion formulations that had good stabil-
ity (absence of phase separation) and a particle size of not
more than 200 nm were prepared as shown in Table 2.
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Figure 2 Pseudo-ternary phase diagram composed of fish oil as the oil phase with various surfactant mixtures (A) oleth-5 and Transcutol P (1:1), (B) oleth-5 and Cetiol HE
(I:1), (C) oleth-5 and Tween 20 (I:1) and (D) oleth-5 and Tween 80 (I:1) as surfactant and co-surfactant, respectively. The gray area represents the microemulsion region.

Solubility of ATRA in the microemulsion

The ATRA solubility was in the range of 11.06-20.71 mg/mL
as shown in Table 2. The increase in surfactant/co-surfactant
mixture and oil phase resulted in enhanced ATRA solubility.
Microemulsions can be used to fill soft gelatin capsules for
orally convenient administration, but a high concentration of the
drug is necessary to minimize the capsule size for ease in swal-
lowing. ATRA was, therefore, loaded into the microemulsion
formulations at 90% of their solubility as shown in Table 2.

Characterization of microemulsion

Mean droplet size, surface charge, size distribution
and electrical conductivity

Both the microemulsion with ATRA (ATRA-loaded
microemulsion) and without ATRA (blank microemulsion)
were examined for their particle size, zeta potential, PDI
and conductivity as shown in Table 3. The particle size
of the blank microemulsion was between 38 and 102 nm
whereas the ATRA-loaded microemulsion was between

42 and 178 nm. The average particle size of the ATRA-
loaded microemulsion was significantly higher than that of
the blank microemulsion, which indicated that the addition
of ATRA increased the particle size of the microemulsion.
The zeta potential of blank microemulsion was neutral
whereas the ATRA-loaded microemulsion had a negative
charge because ATRA is an acidic drug (pKa ~4). Under
neutral conditions (pH ~7), the ATRA-loaded microemul-
sion, therefore, had a negative charge. The PDI of the blank
microemulsion was between 0.292 and 0.387 whereas that
of the ATRA-loaded microemulsion was between 0.28 and
0.53. Only for ME 4 did the ATRA-loaded microemulsion
have a significantly greater PDI than the blank microemul-
sion. Since it is highly lipophilic, the addition of a very large
amount ATRA (18 mg/mL) resulted in a change in the oil
phase ratio of microemulsion region. Therefore, the particle
size distribution became broader.

Theoretically, there have been 3 microemulsion types,
which are oil-in-water microemulsion, bicontinuous
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Figure 3 Pseudo-ternary phase diagram composed of fish oil as the oil phase with various surfactant and co-surfactant mixture (oleth-5 and Transcutol P) ratios (A) I:1,

(B) 2:1, (C) 3:1 and (D) 4:1. The gray area represents the microemulsion region.

microemulsion and water-in-oil microemulsion.'®!® The
oil-in-water microemulsion is occurred when the ratio of
oil is lower than water. Conversely, the water-in-oil micro-
emulsion is presented when the ratio of water is lower than
oil. In system in which the ratio of oil and water are similar,
the bicontinuous microemulsion is formed.?® The spherical
nanoparticles can be seen from oil-in-water and water-in-oil
microemulsion whereas non-spherical nanoparticles are the
proposed structure of bicontinuous microemulsion.?® The
electrical conductivity is the useful parameter, which can

be used to evaluate the type of microemulsion. According
to the microemulsion type evaluation using electrical con-
ductivity measurements by Djordjevic et al,”! microemulsion
formulation in which the ratio of oil phase was higher than
water phase having conductivity between 2.9 and 3.8 uS/cm
was water-in-oil microemulsion. For microemulsions in
which the ratio of water phase was higher than oil phase
having conductivity ranging from 10.3 to 52.5 uS/cm were
bicontinuous microemulsion, whereas microemulsions
having conductivity ranging from 80.5 to 94.3 uS/cm were

Table 2 Formulations, component ratio, ATRA solubility and ATRA loaded in microemulsions

Formulations Ratio Solubility of ATRA (mg/mL) ATRA loaded in
Qil Surfactant mixture? Water microemulsion (mg/mL)
ME | 10 75 15 11.06+0.02* 10
ME 2 5 80 15 12.45%1 .49* Il
ME 3 15 75 10 15.39+0.49* 14
ME 4 5 90 5 20.71+1.84* 18
Notes: *Surfactant:co-surfactant ratio =1:1 w/w. *Each value represents the mean + standard deviation (n=3).

Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.
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Table 3 Particle size, zeta potential, PDI and electrical conductivity of MEs without ATRA (blank ME) and ATRA-loaded ME

Formulations Particle size (nm) Zeta potential (mV) PDI Conductivity (LS/cm)
Blank ME ATRA Blank ME ATRA Blank ME ATRA Blank ME ATRA
loaded ME loaded ME loaded ME loaded ME
ME | 102.05+38.36 177.9423.5 0.14£0.13 —0.04+0.21 0.29240.057  0.28+0.03 7512 61xl
ME 2 38.1+2.4 42.18%2.65 0.10£0.06 —0.08+0.03 0.35+0.02 0.345+0.05 87+2 70x1
ME 3 92.29+15.69 104.9+34.9 0.087+0.231  -0.0075+0.3704  0.387+0.074  0.318%0.107 5143 4745
ME 4 39.81+32.16 167.7430.1 0.10+0.05 —0.26+0.15 0.31340.123  0.531£0.034  35+I 38+4

Note: Each value represents the mean + standard deviation (n=3).

Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion; PDI, polydispersity index.

oil-in-water microemulsion. Gundogdu et al'' reported that
the conductivity of water-in-oil microemulsion (the ratio
of oil phase was higher than water phase) was 1.1 uS/cm.
Xing et al?? prepared 3 microemulsion formulations in which
all formulations had the ratio of water phase more than oil
phase. They found that their microemulsion had electrical
conductivity between 65 and 71 uS/cm and concluded that
all microemulsion formulations were oil-in-water microemul-
sion. Since there have been no reports about the cut-off value
of electrical conductivity for microemulsion-type evaluation.
The criteria were, therefore, set based on the previously
described literatures in order to identify microemulsion type
using both the ratio of oil and water phase and electrical
conductivity. The microemulsion-type identification was
considered mainly from the ratio of oil and water phase fol-
lowed by electrical conductivity. If the ratio of oil phase is
more than water phase, it will be water-in-oil microemulsion.
If the ratio of water phase is more than oil phase and the
conductivity is higher than 52.5 uS/cm, it will be oil-in-water
microemulsion. It will be bicontinuous microemulsion, when
the ratio of water phase is equal to oil phase or the ratio of
water phase is more than oil phase with the conductivity not
more than 52.5 uS/cm.

The conductivity of blank microemulsion ranged from
35 to 87 uS/cm whereas that of the ATRA-loaded micro-
emulsion ranged from 38 to 70 uS/cm. According to the
above criteria, this suggested that blank ME 1, ATRA-loaded
ME 1, blank ME 2 and ATRA-loaded ME 2 were oil-in-water
microemulsion. Blank ME 3 and ATRA-loaded ME 3 were
water-in-oil microemulsion. Blank ME 4 was bicontinuous
microemulsion. Although ATRA-loaded ME 4 had the ratio
of water phase equal to oil phase, very large amount of highly
lipophilic drug was added and the spherical particles were
still observed as evaluated by TEM (Figure 4D). Therefore,
ATRA-loaded ME 4 was water-in-oil microemulsion.

ATRA-loaded ME 1 and ATRA-loaded ME 2 had aver-
age conductivities significantly lower than blank ME 1 and

blank ME 2, respectively. The addition of ATRA, which is
highly lipophilic drug, in microemulsion led to the decrease
ofthe conductivity by increasing the ratio of oil phase, espe-
cially in oil-in-water microemulsion. These results agreed
with the result of Djekic et al* that the addition of lipophilic
drug (ibuprofen) resulted in the decrease of the conductiv-
ity of oil-in-water microemulsion when compared with
blank microemulsion. However, the average conductivities
of ATRA-loaded ME 3 and ATRA-loaded ME 4 were not
significantly different compared with blank ME 3 and blank
MEA4, respectively. Since ME 3 and ME 4 were water-in-oil
microemulsion and bicontinuous microemulsion, respec-
tively, containing very low amount of water, the addition of
ATRA, therefore, did not affect their conductivities.

Transmission electron microscopy

The TEM images of all of the microemulsion formula-
tions (ME 1-ME 4) demonstrated nanospheres as shown
in Figure 4. The average sizes of ME 1, ME 2, ME 3
and ME 4 were 186.55+10.68, 44.731£4.29, 112.3146.46,
165.98+14.56 nm, respectively. The average particle sizes
obtained from DLS were not significantly different from
those obtained using the TEM technique.

Rheological behavior

The rheological behaviors of ATRA-loaded ME 1, ATRA-
loaded ME 2, ATRA-loaded ME 3 and ATRA-loaded ME 4
are shown in Figure 5. The rheological profiles revealed that
all ATRA-loaded microemulsion exhibited a linear relation-
ship between shear rate and shear stress, indicating that
ATRA-loaded microemulsion demonstrated a Newtonian
flow behavior.*

In vitro drug release

The in vitro release profiles of ATRA from the various micro-
emulsion formulations are shown in Figure 6. The release
kinetics of ATRA from each microemulsion formulation
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Figure 4 Transmission electron microscopy images of (A) ATRA-loaded ME |, (B) ATRA-loaded ME 2, (C) ATRA-loaded ME 3 and (D) ATRA-loaded ME 4.

Magnification x200.
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

were evaluated by fitting with the zero-order, first-order
and Higushi models. Based on the coefficient of determina-
tion (R?), the zero-order model was found to provide the
best fit for the ATRA release profiles of all microemulsion
formulations as shown in Table 4. The release rate for ME 1

3 4

Shear stress (Pa)

was significantly greater than those for ME 3 and ME 4. The
release rate of ME 1 was not significantly different from
that of ME 2. There were no significant differences in the
release rates between ME 3 and ME 4. Regarding the type
of microemulsion as evaluated by electrical conductivity,

60 80 100 120

Shear rate (1/s)

Figure 5 The rheological behaviors of ATRA-loaded ME | (®), ATRA-loaded ME 2 (4), ATRA-loaded ME 3 (M) and ATRA-loaded ME 4 (®). All data represent the

mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.
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Figure 6 The in vitro percent cumulative release profiles of all-trans retinoic acid from the microemulsion formulations ME | (¢), ME 2 (®), ME 3 (M) and ME 4 (A).

All data represent the mean + standard deviation (n=3).
Abbreviation: ME, microemulsion.

ATRA-loaded ME 1 and ATRA-loaded ME 2 were oil-in-
water microemulsion while ATRA-loaded ME 3 and ATRA-
loaded ME 4 were water-in-oil microemulsion. The ATRA
release rate correlated with the type of microemulsion that
the release rate of oil-in-water microemulsion was higher
than water-in-oil microemulsion.

Djordjevic et al*® investigated the effect of oil-in-water
microemulsion and water-in-oil microemulsion on release
rate of diclofenac diethylamine, a drug that can be solubi-
lized in oil more than in water. Our results agreed with their
findings, which revealed that oil-in-water microemulsion had
drug release rate more than water-in-oil microemulsion.

In vitro intestinal absorption study

Since the solubility of ATRA in fish oil was 1.63+0.01 mg/mL,
fish oil was combined with ATRA at 1.4 mg/mL (90% of
its solubility) for use as the control for this study. The P
values for ATRA in the control and various ATRA-loaded
microemulsion formulations are shown in Table 5. Only the
P for ATRA-loaded ME 4 was significantly higher than that

app

lipid solution whereas the microemulsion formulations were
nanoscale-sized vesicles, the possible absorption enhance-
ment mechanism might involve the vesicles as drug carriers
and surfactants as absorption enhancer.

Generally, colloidal drug carriers increase lipophilic drug
absorption by solubility enhancement, in which drug can be
absorbed through the intestinal membrane as the free drug or
drug entrapped in vesicles. According to the in vitro release
study described in In vitro drug release section, ATRA-
loaded ME 4 had a low release rate. This result indicated
that free drug absorption might not be a major mecha-
nism for the enhanced intestinal absorption. The major
absorption enhancement mechanism for the microemulsions
might involve the vesicles as drug carriers. However, the
formulation, which could increase the absorption of ATRA
was only ATRA-loaded ME 4 that contained the highest
amount of surfactant mixture (90% of total weight). This
suggested that the proportion of surfactant in microemul-
sion formulation played an important role in the intesti-
nal drug absorption enhancement more than the type of

of the control. Since the control formulation was a simple = microemulsion.

Table 4 In vitro release characteristics of ATRA-loaded MEs

Release kinetics ME | ME 2 ME 3 ME 4

Zero order R? 0.9745+0.0268 0.9428+0.0239 0.9893+0.0075 0.9720+0.0006
First order R? 0.7329+0.0987 0.8684+0.0225 0.7416+0.0204 0.823+0.081
Higushi R? 0.8875+0.0921 1.7178+0.4678 0.8817+0.0232 0.8363+0.0018
Zero order release rate (h™) 0.512340.1647 0.3322+0.0947 0.3141+0.0021 0.2817+0.0409

Note: Each value represents the mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.
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Table 5 The apparent permeability (PaPP) of ATRA from each
formulation

Formulations (ATRA concentration, mg/mL) P__(xI 07 cmls)

Fish oil (1.4) 18.11£1.58
ATRA-loaded ME | (10) 16.31%1.41
ATRA-loaded ME 2 (I 1) 13.73+0.89
ATRA-loaded ME 3 (14) 17.294+4.13
ATRA-loaded ME 4 (18) 24.42+1.77

Note: Each value represents the mean * standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

Theoretically, lipid-based formulations can improve drug
absorption by increasing membrane fluidity and facilitating
transcellular absorption, opening tight junctions to allow
drug transport, inhibiting P-glycoprotein-mediated drug
efflux, and enhancing lymphatic drug transport.?® These
studies suggested that the vesicle drug carriers, especially
microemulsion enhanced drug absorption from various
mechanisms as described above.

5
. ,ésum i

A1

30 um 45 ym

70 um

95 um

100 ym

CLSM study

According to the in vitro intestinal absorption study
described in In vitro intestinal absorption study section,
ME 4 provided the highest P values. Therefore, ME 4 was
selected for loading with Nile red to compare the penetration
depths and fluorescent intensity with the control (Nile red
in fish oil).

Figure 7A1 and B1 show the serial x—z plane images
at different penetration depths for nile red in fish oil and
nile red-loaded ME 4. Nile red in fish oil could penetrate
to 50 um while the nile red-loaded ME 4 could penetrate
to 80 um. The fluorescent intensity profiles of Nile red at
various penetration depths for the fish oil control and ME
4 are shown in Figure 8. ME 4 also demonstrated a higher
fluorescent intensity of the nile red than fish oil.

These findings agreed with the in vitro intestinal absorp-
tion study that ME 4 could increase absorption of lipophilic

molecules when compared with control.

3
“

30 ym

—

—
100 pm

Figure 7 Confocal laser scanning microscopy images show x—z plane serial penetration of a porcine intestine treated with (Al) nile red in fish oil and (B1) nile red-loaded
ME 4 at a time of 3 h, scale bar represents 100 um. The (A2) and (B2) images are the intensity projections through the z-axis of (Al) and (B1), respectively. The scale bar

represents 100 um.
Abbreviation: ME, microemulsion.
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Figure 8 Comparison of fluorescence intensity profiles of nile red at various depths into the intestine shown in Figure 7. All data represent the mean * standard deviation.

Abbreviation: AU, arbitrary unit.

Evaluation of intestinal membrane

damage

LDH cytotoxicity assay

To evaluate the safety of the microemulsion for oral admin-
istration, the LDH cytotoxicity assay was applied for com-
parison with the edible oil (fish oil) as a control. The percent
cytotoxicity of the blank fish oil, blank ME 4, ATRA in fish
oil and ATRA-loaded ME 4 are shown in Table 6. The per-
cent cytotoxicity of the blank fish oil was not significantly
different from ATRA in fish oil, and the percent cytotoxicity
of the blank ME 4 was also not significantly different from
the ATRA-loaded ME 4, which indicated that the addition
of ATRA did not affect the cytotoxicity. The percent cyto-
toxicity of the blank fish oil was not significantly different
from the blank ME 4, which indicated that the amount of
the surfactant mixture in microemulsion did not affect the
cytotoxicity. The percent cytotoxicity of the blank ME 4 was

Table 6 The percent cytotoxicity of blank fish oil, blank ME 4,
ATRA in fish oil and ATRA-loaded ME 4

Formulations % cytotoxicity

Blank fish oil 15.18%0.12
Blank ME 4 5.61+6.23

ATRA in fish oil 17.18+7.68
ATRA-loaded ME 4 13.91+2.13

Note: Each value represents the mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

less than that of ATRA in fish oil. There were no significant
differences among the blank fish oil, ATRA in fish oil and
ATRA-loaded ME 4. The percent cytotoxicity was not sig-
nificantly different between the ATRA-loaded ME 4 and
blank fish oil. These findings suggested that the ATRA-
loaded ME 4 was safe for oral administration because the
percent cytotoxicity of the ATRA-loaded ME 4 did not differ
from that of fish oil, an edible oil, which is generally used as
food supplement.

Histological examination

After being treated with each formulation for the LDH cyto-
toxicity assay, the intestinal tissues were stained with H&E
stain to evaluate their morphological changes. The tissues
that were treated with PBS, 3% w/w Triton X-100, ATRA in
fish oil and ATRA-loaded ME 4 are shown in Figure 9A-D,
respectively. Figure 9A shows that in the tissues that were
treated with PBS, the villi were highly intact and the intestinal
glands were viable. The tissue treated with 3% w/w Triton
X-100 showed severe degeneration of the villi, as seen in
Figure 9B; however, the intestinal glands were still viable.
Figure 9C shows tissue that was treated with ATRA in fish
oil in which the villi were intact and villus cells were viable
compared with the tissue that was treated with 3% w/w
Triton X-100 (Figure 9B). Figure 9D shows tissue that was
treated with ATRA-loaded ME 4 in which villi were still
intact, and the villus cells, as well as the intestinal glands,
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Muscularis externa

Figure 9 H&E-stained porcine intestine treated with (A) phosphate-buffered saline, (B) 3% w/w Triton X-100, (C) ATRA in fish oil and (D) ATRA-loaded ME 4.

Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

were viable compared with the tissue that was treated with
3% w/w Triton X-100 (Figure 9B). The villi of the tissue that
had been treated with the ATRA-loaded ME 4 (Figure 9D)
did not differ from the villi of the tissue that had been treated
with ATRA in fish oil (Figure 9C). These morphological
changes agreed with the LDH cytotoxicity evaluation that
the cytotoxicity of the ATRA-loaded ME 4 did not differ
from that of ATRA in fish oil.

Formulation-stability study

Although microemulsion is generally regarded as thermo-
dynamically stable, the increase in the amount of lipophilic
drug loaded in microemulsion resulting in the instability of
microemulsion such as translucent and phase separation.?’
The ATRA-loaded ME 4 was stored at 25°C and 40°C to
evaluate its chemical and physical stability. During storage
at 25°C or 40°C for 6 months, the microemulsion was still
transparent and there was no phase separation or drug pre-
cipitation. The percentages of ATRA remaining at 25°C and
40°C after 1, 2, 3, 4, 5 and 6 months compared with baseline
are shown in Figure 10. At 6 months, the average percentage
of ATRA remaining at 25°C was 64.68+1.84 whereas the
value at 40°C was 57.67+£0.93. The average percentage of
ATRA remaining at 25°C was significantly higher than at

40°C, indicating that the ATRA-loaded ME 4 was more
stable at 25°C than 40°C.

Tables 7 and 8 show the average particle sizes and zeta
potentials for the ATRA-loaded ME 4 at baseline, 1, 2, 3, 4,
5 and 6 months after preparation when stored at 25 or 40°C.
The average particle sizes of the ATRA-loaded ME 4 at 1,
2, 3, 4, 5 and 6 months after preparation at either 25°C or
40°C did not significantly differ from that baseline. These
results indicated that the storage temperature did not affect
the particle size of the ATRA-loaded ME 4.

The average zeta potentials for the ATRA-loaded ME 4 at
1,2, 3,4, 5 and 6 months after preparation at either 25°C or
40°C also did not significantly differ from the value observed
at baseline. These results indicated that the storage tempera-
ture did not affect the zeta potential of the ATRA-loaded
ME 4. There was a report showing that the larger negative
zeta potential of emulsion droplets was an important factor
for emulsion stability.?® According to the microemulsion
stability evaluation by Acharya et al,” their microemulsion
formulations had very low zeta potential (about —0.11 mV)
similar to our result (about —0.26 mV). However, their micro-
emulsion formulations were still stable for long-term storage
(3 months) and accelerated condition (centrifugation). This
indicated that the very low negative charge of particles might
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Figure 10 The percentage of ATRA remaining in ME 4 after storage for 0, |, 2, 3, 4, 5 and 6 months after preparation at 25°C (M) and 40°C ([J). Each value represents the

mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

Table 7 The mean particle size of ATRA-loaded ME 4 at baseline, I, 2, 3, 4, 5 and 6 months after preparation stored at 25°C

and 40°C
Temperature (°C) Size (nm)

Baseline I month 2 months 3 months 4 months 5 months 6 months
25 167.7£30.1 161.43£34.67 174.53£35.45 163.17£38.29 162.53+£68.26 160.77+£36.03 152.67+£27.96
40 167.7£30.1 185.8+35.9 212.27+36.24 160.13+31.58 219.6£79.8 199.7+42.3 181.01£13.86

Note: Each value represents the mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

Table 8 Zeta potential of ATRA-loaded ME 4 at baseline, |, 2, 3, 4, 5 and 6 months after preparation stored at 25°C and 40°C

Temperature (°C) Zeta potential (mV)

Baseline I month 2 months 3 months 4 months 5 months 6 months
25 —0.26+0.15 —0.21+0.05 —0.24+0.08 —0.26+0.17 —0.22+0.11 —0.28+0.03 —0.37+0.06
40 —0.26+0.15 —0.23+0.06 —0.31+0.06 —0.26+0.07 —-0.31+0.27 —0.25+0.08 —0.22+0.08

Note: Each value represents the mean + standard deviation (n=3).
Abbreviations: ATRA, all-trans retinoic acid; ME, microemulsion.

not affect the microemulsion stability. However, the good
stability of ATRA-loaded ME 4 might depend on the high
viscosity of microemulsion formulation because it contained
very low amount of water (5% of total weight).

Conclusions

A novel ATRA-loaded microemulsion containing oleth-5
as the surfactant was successfully prepared. This micro-
emulsion could enhance the intestinal absorption of ATRA.
However, the intestinal absorption enhancement depended on
the amount of surfactant in the microemulsion formulation.
The LDH cytotoxicity test revealed that the cytotoxicity of the

microemulsion containing ATRA to the intestinal membrane
did not differ from that of an edible oil (fish oil). The ATRA-
loaded microemulsion was stable at 25°C. In summary, this
novel microemulsion was an effective and safe delivery
system for the oral administration of ATRA.
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