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TR
|
=29 CARON Solution PIEE2H)
Lot No 191218AS
a4 Ot &2 22 a5
pH 5.2
ol S oW H/A20AM 243
&lotd Hydrophilic
M= 20194 12 & 18¢
=gt 2020 06 & 17 &
BaxA HE (2~8TC, HS)
He Al F=2AAE DArZED MEXO S Ilof YHE A2
HEA 22
INEEIN;
g3 JtE26H0I1 L&)
FA NESEA dg+ o522 628 HREE 13
SOHAIE=SE S Xl H D
=P
=329 HFDPC (Human Hair Follicle Dermal Papilla cell Growth)Media
SaxA d&
S[EON; N ZH0l2, 8=
2 XHS2 24
SN
ANE22I KO HiESeh M (100%) 0.1 mL Ol RSEME L2 Z20 vortex mixer 2
S &0t 10%2| stock solution = Z= K|t R Ct.
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<N EZ=HEAIE>

A M= Stock solution 2 S MIZ HHSIAGHH & 72 (10, 5, 2.5, 1.25, 0.625,
0.3125,0.15625 %) 22 =Ml = AtESot L

<=2 AlE>

NMESSAIE 2000 et 2 Al

3 S
2= ZM=S2 AZE0 ™Melotdl HAE0l =X oA L

> 10

24 AEAH
241 HNZEF=Z Human Hair Follicle Dermal Papilla cells
242  AMMTH Y F2AUXH N ZH0l2, 8=
243 HNIEF SE80l=®

Human Hair Follicle Dermal Papilla cell NI 3= invitro HAAIE N E2l AIEE 1D
UM HIWE AHIZXNZI SRS S ESHALH

25 NIZHHSH X HIEFS| =l

OteHel Ho 228 =422 Basal medium 2 50 mL & Supplements 5 ml, Penicillin-

Streptomycin 0.5 ml

2.5.1

2.5.2

Basal medium
oz 24 (mL)
Supplements (Media kit) 5
Penicillin-Streptomycin (Media kit) 0.5
HFDPC Growth Media 50
Total volume 55.5

NI S HH 2F

HFDPC Al E Basal medium (Growth Media, CB-HDP-003, CEFO Co., Ltd, Korea)
BHXIOI 37 °C, 5 % CO2 incubator (MCO-20AIC, Sanyo, Japan)Xl A 3 20l &b HHA
HICH BH2FGHACE.
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26 =274 ¥ XMelsk
261 o4
2.6.1.1 Cytotoxicity assay
= = = XNeloHet
= 1X AMlE Helsk (%
(%) (mL/well)
ANE=SE 10, 5, 2.5, 1.25, 0.625, 0.3125, 0.15625, 0 0.1
2.6.1.2 Efficacy test
= = = XNeloHet
= 2 A" MelsT (%
(%) (mL/well)
ANE=SE 0.15, 0.05, 0.017% 0.1

262 HXosE=&£E

Cytotoxicity assay sT= MU M2 == 210 s5E JIELZ SH 122
2 [¢)

SFHGtD 1X AES Z0 20t AMEESES =55 &%
X

Efficacy test =% = cytotoxicity assay Ol A 2 O{ & Z 00l [+t 0.15, 0.05, 0.017% 2

NEBSEC 58 SFoHAUL

2.7 Cytotoxicity test

2.7.1 96 well plate 0l 6x10° cells/well S22 AEZERMES 2+ well Off 2F5t0 37 °C,
vy

5% CO, incubator Ol Al 24 Al 2t HH & SHSICH.

272 MHIE BHZHS HIHotd AE=Z(10, 5 2.5, 1.25, 0.625, 0.3125, 0.15625, 0 %)O0|

OH
_ =
sTtEz &

24 Al2F BH 2GR

FE BHFBHAIE 100 pL 2 X 2IStCt. 37 °C, 5 % CO, incubator Off Al

2.7.3 CCK-8 (Lot No. NQ605 Dojindo, Japan) 10 uL £ #&JI5t0 37°C incubator Off A

1 A2 =D B ot AL

274 Microplate reader (Victor TMx3, PerkinElmer, USA)E O|&0otH 450 nm Ol A

H

275 &Ho HE22 MEMEE U 2 sT8 NMEZYESS ot

Ol

Survival Rate (%)
= (1 - Absorbance of test substance group/ Absorbance of normal group) x 100
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2.8 Efficacy test (RT-qPCR)

2.8.1

2.8.2

2.8.3

2.8.4

6 well plate 0il 1x10° cells/plate SE2 MZERMS 2} plate 0l £3F5t0 37 °C,
5% CO, incubator Ol Al 24 Al 2t HH & SHSICH.

ol
n

NE BHZHS WNAHStD AIESZ(0.15 0.05 0017 %0l =sE£E=2 ZEE
BHBH KIS 2ml % X2l 5t AL 37 °C, 5% CO, incubator 0l A 24 Al2 BH S
NEZHHEMS HOHSHLD, ME= RNeasy Mini kit (Lot No. 157031929, Qiagen,
Germany)2l 0= 0l el RNAE FE6tRACH == RNA = Infinite® 200 Pro
(TECAN, Switzerland)E Ol =5t 260 nm X 280 nm A SZ2EE =EFoIH
Aot ALt

Sa-reductase II, VEGF, FGF-7 ¥ FGF-10 & XAE RT-gPCR 2 (210 &2
Aoz 2H0HULH

RT-QPCR Z4&E =

RS 24 (ub)
iTag universal SYBR Green reaction mix(2x) 8.0
iScript reverse transcriptase 0.2
Forward primer (3 umole) 1.0
Reverse primer (3 pmole) 1.0
RNA(20ng/uL) 5
SN 0.8
Total 16.0

-Primer information

Gene Sequence for Primers (5'-3")
Sa-reductase 11 Forward TGAATACCCTGATGGGTGGT
Reverse GGAAATTGGCTCCAGAAACATA
VEGF Forward CCCACTGAGGAGTCCAACAT
Reverse AAATGCTTTCTCCGCTCTGA
FGF-7 Forward CCTGAGCGACACACAAGAAG
Reverse GCCACTGTCGCTTCCTTATT
FGF-10 Forward GCATGTGCGGAGCTACAATCA
Reverse ACGGCAACAACTCCGATTTCTAC
GAPDH Forward CATCCAGCAAAGATCAGCCTC
Reverse GAAGGTGAAGGTCGGAGTCAA
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285 RT-gPCR 2 iTaq"™ Universal SYBR® Green one-Step kit (Lot No. 64336708 BIO-RAD,

CA, US.A)E AtEH 2 Real time PCR machine (CFX384 Real Time System, BIO-
RAD, CA, US.A)E AIE0tH OIS =H2x AAIEULH

-RT-gPCR X2

Step Temperature (0C) Time Cycle
Reverse Transcription 50 10 min 1 cycle
Pre-denaturation 95 1 min 1 cycle
Denaturation 95 15sec
44 cycle
Annealing 60 30 sec
286 ZUZ L0& C(t) 2t= GAPDH 2| C(t) &2 E&FotH &= UHl S&X
LeEgE H4UHEE otUL.

29 XN=z2 SAHKe

NESHAMNES SHEAEZ AAMGHA 2=C RT-gPCR Z2 = SPSS program (version
20.0, IBM Corp., US.A)2 0I5t SH M2l StAULCE
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3. 2
3.1 Cytotoxicity (Figure 1, Tables 1, 6)
= ANEU AEEg ANEg=Eo skE /éooDl ol NMESHEIE A AlIGHULH

ANEZ2 S22 HE MES0 10002 @M AIE=Z0l 0.15% OlotolA
NEZ=ds UEIWHA  ZUACH AIg2H0 Ot = A2 sk=  015%2
FNE8ECZ &F6t] 1 0loF 0.05%,0.017% € s € Ns==2 2FoIALL

100 ~

80
60
40
20 i i
04

0.156 0.313 0.625 10 (%)

Cytotoxicity (%)

Figure 1. cytotoxicity of CARON solution

Each data expressed mean + S.D.
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3.2 RT-gPCR

So-reductase? = Testosterone = DHT & & &A= 242 M E20 20 olH, VEGF
SUHINEZLEAHORNZ EMUEEZS JIAMGIH 2O HEIN ZDZ2AHES 23
=XAIZICHD 2ed™d UL GF7 ¥ FGF10 2 fibroblast 82 QIXIZA 2 A X
=26t d&D|E KL

ANeg=2&2 &2 2 E2UIX s =4otJ)] fol HFDPC 0l AlEE sEkE
(0.017~0.15%)= Xclottd &2 2 L 2dH KA LSHHS RT-gPCR=Z SEHOHUL
NEz2 dodiia2d AIE=2(0.017%, 0.05%, 0.15%) Xcl2LE =FotUL.
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<5a-reductase2> (Figure 2, Tables 2,7)

=2 JlE2=z2 ot AE=2E ML  So-reductase2 FEA LSS

ANE=& 0017, 005 ¥ 0.15% XMl 25 So-reductase2 2 =& LESU SIS

OIXIAl gL SHSHC R2/d2 LIELEAL 2RUTH

Su-Reductase2

1
0.8 A
0.6 A
0.4 -
0.2 A

0 -

0.017 0.05
CARON Solution (%)

Relative mRNA level

Figure 2. The 5a-reductase2 mRNA level in HFDPC

N=3, Each data expressed mean + S.D.

No statistically significant differences were noted in the substance groups from 0% treated group
(p>0.05, ANOVA)

15/44



BTT Study No. : B20008
Report

<VEGF> (Figure 3, Tables 3,8)

ddlixz2s JI=2=2 ot AME=E2XMelz28 VECGF S8 A LaEsS A&t
ANE=& 0.017, 005 & 015% H™Mel= 25 VEGF |&A L& IS 01X
HRUALH SHSHL FofdE LIEILIAl HRUCH

VEGF
1.2 -
—_ 1 A
v
5
« 0.8 f1
7
Py
= 0.6 -
o
=
< 0.4 -
o
0.2 A
0 .
0.017 0.05

CARON Solution (%)

Figure 3. The VEGF mRNA level in HFDPC
N=3, Each data expressed mean + S.D.

No statistically significant differences were noted in the substance groups from 0% treated group
(p>0.05, ANOVA)
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<FGF7> (Figure 4, Tables 4,9)

o EZS JIELE ot Alg=SE X222 FGF7 & A EEES A

o
22
[m)

FGF7 2 Z&2 sToEHCIZ Sithls JFEgS UEBEUHUL2M 015% Xl ollA
t

FGF7

1.8 -

1.6 A ok
O J
E 1.4
< 1.2 -
=
719
2 0.8 A
= 0.6 -
o

0.4 -

0.2 -

0 = T T T
0 0.017 0.05 0.15

CARON Solution (%)

Figure 4. The FGF7 mRNA level in HFDPC
N=3, Each data expressed mean + S.D.

™ p<0.01, Significant difference from the 0% treated group by Dunnett's t-test.
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<FGF10> (Figure 5, Tables 5,10)
Ho4UETE JIE22 ot AME=E2 a8 FGF10 R&8 XA E S HAHHALH

FGF10 2 2e2 sZo&dHe=z Sithde &= UEIUHRU2MH 0.15% X2l=Z0lA
PHXZ0 HlotH SHSHC=Z R2otH SOt}

0.5 A

Relative mRNA level
[aw] — : 2

0 0.017 0.05 0.15
CARON Solution (%o)

Figure 5. The FGF10 mRNA level in HFDPC
N=3, Each data expressed mean + S.D.

" p<0.05, Significant difference from the 0% treated group by Dunnett's t-test
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Z2E
= AMEE 0180t AIZ=Z& 2 CARON solution 2 in vitro €2 SsEIIE <I6tN
HFDPCC 2| MIEZ=EAIES Soll AIg=22 0 EE= 2 &0t

Oﬁm
el
I

NES Sd= LB %= 015%E %1 s&==2 &

0.017%E AME=s==2 &&FoIULE.

O Z0 AIE22 HMelZ20lA FGF7 It FGF10 o 28] =Dtotls S &0lst L.

ot XI@F Sa-reductase2 @F VEGF 2 £& 0= 2 F&k2 DXIA LUCH

Z2EXHOZ A|lE8=Z0 CARON Solution & HFDPC FGF &&= =XAI|=

mechanism 2 & /é'= ooz 2tal £ QOLt, FGF7 2 FGF10 2 22 =D
N

NEZAIE M 22 48 A0 == US A2 BHEELCH

"'DQ_
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=
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Table 1. Mean Data of CARON solution Cytotoxicity
Cytotoxicity (%)
Test No. CARON sol (%)
0 0.156 0.313 0.625 1.25 2.5 5 10
1 100.0 95.4 84.8 67.2 50.9 26.5 2.2 11
2 100.0 87.7 79.2 69.8 55.5 31.0 154 2.8
3 100.0 93.6 88.3 75.8 60.3 44.5 23.0 7.1
Mean 100.0 92.2 84.1 70.9 55.6 34.0 13.5 3.7
S.D. 0.0 4.1 4.6 4.4 4.7 9.3 10.5 3.1
N 3 3 3 3 3 3 3 3

S.D.: Standard deviation
N: Number of test
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Table 2. Mean Data of 5a-reductase gene expression by CARON solution

Concentration Sa-reductase
(%) fold change
Test Substance Mean 1
0 S.D. 0

N 3
Test Substance Mean 0.97
0.017 S.D. 0.34

N 3
Test Substance Mean 0.98
0.05 S.D. 0.29

N 3
Test Substance Mean 0.91
0.15 S.D. 0.29

N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Table 3. Mean Data of VEGF gene expression by CARON solution
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Concentration VEGF
(%) fold change
Test Substance Mean 1
0 S.D. 0
N 3
Test Substance Mean 0.91
0.017 S.D. 0.21
N 3
Test Substance Mean 0.93
0.05 S.D. 0.10
N 3
Test Substance Mean 0.86
0.15 S.D. 0.12
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Concentration FGF7
(%) fold change
Test Substance Mean 1
0 S.D. 0
N 3
Test Substance Mean 0.96
0.017 S.D. 0.07
N 3
Test Substance Mean 1.12
0.05 S.D. 0.22
N 3
Test Substance Mean 1.46
0.15 S.D. 0.15
N 3

**

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test

" p<0.01, Significant difference from the 0% group by Dunnett's t-test
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Table 5. Mean Data of FGF10 gene expression by CARON solution
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Concentration FGF10
(%) fold change
Test Substance Mean 1
0 S.D. 0
N 3
Test Substance Mean 0.78
0.017 S.D. 0.44
N 3
Test Substance Mean 1.35
0.05 S.D. 0.64
N 3
Test Substance Mean 0.39
0.15 S.D. 0.68
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test

* p<0.05, Significant difference from the 0% group by Dunnett's t-test
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Appendix I. Individual Data
Table 6. Individual Data of Cytotoxicity by CARON solution
Cytotoxicity (%)
Test No. CARON solution (%)

0 0.156 0.313 0.625 1.25 2.5 5 10

1-1 107 91 84 72 53 38 9 1
1-2 85 99 89 72 55 39 0 1
1-3 102 98 82 68 51 29 0 1
1-4 106 95 85 57 45 0 0 2
Mean 100 95 85 67 51 27 2 1
S.D. 10 4 3 7 4 18 5 0
2-1 104 91 84 69 59 34 15 2
2-2 102 85 80 67 60 31 17 3
2-3 94 87 81 71 54 28 16 3
2-4 99 88 72 72 49 31 13 3
Mean 100 88 79 70 56 31 15 3
S.D. 4 2 5 2 5 2 2 0
3-1 109 102 89 75 54 45 22 7
3-2 87 80 87 78 61 44 22 7
3-3 96 97 89 77 64 43 24 7
3-4 108 96 88 73 63 46 24 8
Mean 100 94 88 76 60 44 23 7
S.D. 11 10 1 2 5 1 1 1

S.D. : Standard deviation
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Table 7. Individual Data of 5a-reductase gene expression by CARON solution

Concentration l(;lfu_lr_ré Zfr Sa-reductase
(%) fold change
Test Substance 1 1
0 2 1
3 1
Mean 1
S.D. 0
N 3
Test Substance 1 1.12
0.017 2 0.58
3 1.21
Mean 0.97
S.D. 0.34
N 3
Test Substance 1 1.00
0.05 2 1.26
3 0.68
Mean 0.98
S.D. 0.29
N 3
Test Substance 1 1.21
0.15 2 0.62
3 0.90
Mean 0.91
S.D. 0.29
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Table 8. Individual Data of VEGF gene expression by CARON solution

Concentration l(;lfu_lr_ré Efr VEGF
(%) fold change
Test Substance 1 1
0 2 1
3 1
Mean 1
S.D. 0
N 3
Test Substance 1 0.67
0.017 2 1.03
3 1.04
Mean 0.91
S.D. 0.21
N 3
Test Substance 1 0.92
0.05 2 0.83
3 1.04
Mean 0.93
S.D. 0.10
N 3
Test Substance 1 0.98
0.15 2 0.73
3 0.86
Mean 0.86
S.D. 0.12
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Table 9. Individual Data of FGF7 gene expression by CARON solution

Concentration l(;lfu_lr_ré Zfr FGF7
(%) fold change
Test Substance 1 1
0 2 1
3 1
Mean 1
S.D. 0
N 3
Test Substance 1 1.04
0.017 2 0.90
3 0.94
Mean 0.96
S.D. 0.07
N 3
Test Substance 1 0.97
0.05 2 1.37
3 1.01
Mean 1.12
S.D. 0.22
N 3
Test Substance 1 1.46
0.15 2 1.60
3 1.31
Mean 1.46
S.D. 0.15
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Table 10. Individual Data of FGF10 gene expression by CARON solution

Concentration l(;lfu_lr_ré Efr FGF10
(%) fold change
Test Substance 1 1
0 2 1
3 1
Mean 1
S.D. 0
N 3
Test Substance 1 1.31
0.017 2 0.62
3 1.27
Mean 1.07
S.D. 0.39
N 3
Test Substance 1 1.71
0.05 2 0.80
3 1.12
Mean 1.21
S.D. 0.46
N 3
Test Substance 1 2.04
0.15 2 1.31
3 2.00
Mean 1.78
S.D. 0.41
N 3

Test substance: CARON solution
S.D. : Standard deviation
N : Number of test
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Appendix 1. Experiment Protocol

O

Biotoxtech

AMEAH=A

"CARON solution"0fl TSt invitro B2, 252 SSAIE

AEHS: B20008

@I LS AE

228115 SESE EFA EE8F 2F¥E A7HIZE 53
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BTT Study No. : B20008
Protocol

ANEHE ML &S X 52

AMBEIS : “CARON solution"0ll CHEt inviro 2, 22 SSAE

ABEHE : B20008

A& |2 @0l 2 |AE
R0 2020 ¥ 02 8 /7]«
_F A
2e=
EPe o0 & 528 17) ¢
57‘&?@
EEp
=EERY IIEUI0I2E
TEE HE
2UE Ouo2 g £l
W
A2/ I8E
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2/9

Jo
_>'-|_|

BTT Study No. : B20008

1. AlE&AIR] IR

1.1
1.2
1.3
1.4
1.5
1.6
1.7
1.8
1.9

2. AENE 2 gy

2.1
22
23
2.4
25
2.6
2.7
28
29

NELE .

AMEA2IH S AEHELAHS] M

SaVA

S

MIEUp2ed S8 oA

1

CYLOLOMICTEY BEEL. ..ottt
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BTT Study No. : B20008
Protocol

1. AE4HAIS He

L1 NESH

2 AME2 ME ZRFAHEZQ HFDPC (Human Follicle Dermal Papilla Cells) HIZFE
0|25t0] AIE2Z¢ CARON soltion 0 220 &0 U=sX FIsH| 50
A AIGHIALY

12 #HO28

1.2.1 Choi JH et al. Effects of Black Soybean and Fermented Black Soybean Extracts on
Proliferation of Human Follicle Dermal Papilla Cells. J Korean Soc Food Sci Nutr. 2017,
46(6):671~680

1.2.2 K. Matsushima et al. Primary cilia-mediated intercellular signaling in hair follicles. Integr
Mol Med. 2016, 3(3):669-702

1.2.3 M. Reiter et al. Gene Expression in Hair Follicle Dermal Papilla Cells after Treatment with
Stanozolol. Biomarker Insights. 2009, 4:1-8.

1.3 AKX

& JIEBI0ILE

=S AESEA 2H7 SS2 628 HoLd 15

TEL + 82-02-547-0206 FAX + 82-02-547-0207
1.4 AEIH

3l EHol 2 S A

F=A F28115 SHSE EFA HAAF 288 ARHAEZE 53

TEL + 82-43-210-7777 FAX + 82-43-210-7778
1.5 AIEMYN

49 2Ae=2

Az SEREE
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BIT Study No. : B20008

Protocol
L6 ANEeE
AME AL 20208 2& 17
HEIMAIL 20208 2@ 17
Cytotoxicity assay 20204 2& 172 ~33 6<
Efficacy test 202048 3&@8 74 ~53& 3¢
dEE=Y 20208 58 3
EDA (0H RIEY 20201 58 22
1.7 ANEAHEA % AEHEAY HE
AEHEAL £0 Z0 AMEHEAHAL HES BHIE =2, HIAUE, HIAR &
HAATIE A AIEHEM BMAIEHE Z45l0 AIEAZITH0HA SSRELL
1.8 21A
B M= figure, table & appendixE EE 3N ZAESIH, B2 SHIOISAHNA
S5
L9 JI§ & AEY 2
1.9.1 B2t
ANEsz 3 4
Ol=2 222 A=At galotod Z &S
192 HaAA
HaE HHOIXSAE T2z
T $£363-883 SHSEE FFA HFEF S AFHIZE 53
193 22§ & =29 EF
ANEHEAN, E0A, JIZXE & 1O 2 IS, SN2 A, #0228, JIE
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2. NENZ & 2Y

21 NEsSZE

2.1.10

2.1.11

221

222

223

224

HI =R

ZHEE

BTT Study No

BTT Study No. : B20008
Protocol

CARON Solution (IE£Z &)

191218AS
OlF Ee Mo Eeto
52

AZ/UH/AS0M 24
Hydrophilic

20194 12€ 18¢
2020 68 17¢

HE 2-8C, HZ)

e =T
HESZA 287 4S2 628 B2uy 15

H Il

HFDPC (Human Hair Follicle Dermal Papilla cell Growth) Media

W%

HIZ HtOI 2, Republic of Korea

2[RIt MBS FENE JUZ ASED

AE2= At HISE A

(100%) 0.1 mL Ol FEHE L2 Z N vortex mixer 2

S86HH 10%2] stock solution & ZEH|SHC}.
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“HIZSHAIE-

ZHIE Stock solution 2 FHHZE HHEHGIH & 72 (10, 5, 2.5, 1.25, 0.625,
0.3125.0.13625 %) 22 Z=Hl = AIEEHC}

<EAIE>
HESHAE 2000 T2 2 AES & 3552 S350 ABAl ZHEC.
Qs ZHES MZo H2lsl DEo EH .

2.4 ANEH
241 HEFYH Human Hair Follicle Dermal Papilla cells
242 HaAF 2 AEH HIZHHO|2, 8t=

243

HEZF HJ80|R

Human Hair Follicle Dermal Papilla cell Ml Z 3=
ISH HIWE AMEINEZTZEI EF0H0 A

= inviro HEAEN E2l IS
EXSHCE.

25 HIZH S S AIEZFS F|

Orchal =g 22 =422 50 mL & Supplements, Penicillin-Streptomycin 2 HFDPC
Growth Media® Z& 310 AEEHCL

2.5.1

252

Basal medium

g3 Z4 (mL)

Supplements (Media kit) 5

Penicillin-Streptomycin (Media kit) 0.5

Total volume 35.5
HIZHH

HFDPC HIEZE Basal medium (Growth Media, CB-HDP-003, CEFO Co., Ltd. Korea)
HHXI Ol 37 °C, 5 % CO, incubator (MCO-20AIC, Sanyo, Japan)JlA 3 20| & &
HICH HH2FStCt
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Protocol

26 =34 ¥ Has=
261 =34
2.6.1.1 Cytotoxicity assay
= 1Z A8 HElsE (%) el (mLiwell)
ANE=E 10, 5, 2.5, 1.25, 0.625, 0.3125, 0.15625, 0 0.1

2.6.1.2 Efficacy test

e 27 AlE HElsk (%) HelHE (mLiwell)

NE=Z Cylotoxicity assay ZH0| IIE 3 s= £3 0.1

262 Hels:=4F
Cytotoxicity assay s== SEHIN ASI 5= 210 58 JE22 ZH 122
SH8L 1X AES 230 2H50 AlE2Ee =58

=
Efficacy test === cylotoxicity assay Ol 2 0{& 200 Tet AIEE2Z22 =&
S EB

2.7 Cytotoxicity test
2.7.1 96 well plate Ol 6x10° cellsiwell SE2 HEREFHES 2 well 0§l EFSHH 37 °C,
5 % CO, incubator 0f| M 24 AlZH HH 2FSHCH

272 HIE HBILHS HIHBD AIZESE(10, 5, 2.5, 1.25, 0.625, 0.3125, 0.15625 & 0 %)0
SCE2 ZTEE HAHAIS 100 uL M H2ISHCE 37 °C. 5 % CO, incubator Ol A
24 A2t H 2FEHCH

273 CCK-8 (Dojindo, Japan) 10 pl. £ FHIISIH 37°C incubator MlA 1 AlZt FI}

HH ef st

2.7.4  Microplate reader (Victor TMx3, PerkinElmer, USA)E 0I23tH 450nm A S2EE
EH S

275 H& 2o YEE (Hl 2 =&Y YEES P&
Survival Rate (%)

(1 - Absorbance of test substance group/ Absorbance of normal group) = 100

2.8 Efficacy test (RT-qPCR)
281 60 mm plate fl 2.5x 10° cells/plate SE=2 HIERFRHUES 2 plate Ofl 2FH0 37 °C,
5 % CO, incubator Ul A 24 Al2t HHSHCE

282 HIE = HHSID AlE=2E(Cytotoxicity assay 2 3 SZ)0| sEE=2
IS HIZHTIE 4 ml % MH2ISCH 37 °C, 5 % CO, incubator UlA 24 AlZE
HH 2t
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2.8.6
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Protocol

HIZUigHe HAHSIL, HIZE easy-Blue (Intron biotechnology, Korea)2l Of 5 & Ol
02t total RNA 2 FE&0. ==& total RNA = Infinite® 200 Pro (TECAN,
Switzerland)& O|Z5t0 260nm % 280nm KN SZEE &S0 S

Sa-reductase I, VEGE, FGF-7 & FGF-10 R & A& RT-qPCR Y o= Z4 5L

RT-qPCR 2 iTaq™ Universal SYBR® Green one-Step kit (BiO-RAD, CA, U.S.A)S
AE3t0 Real time PCR machine (CFX384 Real Time System, BIO-RAD, CA, U.S.A)2
0l £ 3t Reverse transcription reaction: 10 min at 50 °C, polymerase activation and DNA
denaturation: 1 min at 95 °C, amplification (denaturation: 15 sec at 95 °C, annealing and
extension: 30 sec at 60 °C, 40 cycle) 2 =2 2Z & AISHC.

22 AR C1) S GAPDH 9 Cu) USE BHHH =
SHX wHTS ANFY O

0x

== il

29 A=z9 SHAC

HESHAE2 SHEAE AAotA Z=Ch RI-gPCRZ = SPSS program (version
20.0, IBM Corp., US.A)2 OS5t SH 2 Stk
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Appendix I11. Protocol Amendments

NEHS :
NEHS
HAS .
BELLL -
N8I -

MEYZIXL -

A& &2 T}

e AZEh

ME 22 Tt
(EE= 2UE)

ANEAHE A HEIIEA

Protocol Amendment

"CARON solution"0fl CHE in vine B2, 2T SEAIE
B20008

1

2020/3/6

FHIO| 25 A8

$28115 EESEL A HER QEF HIAUNZ 53
JHEL0I2E)

HESEA 2HT 852 s HeUL 15

uEu 2x
,%K }07"7. e % p{
S8 2x

=13 -
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"CARON solution" 0l CHE} in vitro

L BAAR : AlE2zXe gastd AlE
Aol Cish 2t LHES 9
Page 8

26 234 % Helsk

2.6.1. &#94
2.6.1.1. Efficacy test

BTT Study No. : B20008
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BTT Study No.: B20008
Protocol Amendment

20, 43 SSAIE

o

Hel s&=

=)

AT 23 AE HEsE (%) HEIHEE (mL/well)
NE2E ) ) 0.1
0.15. 0.05, 0.017%
262 Helse 44
Cytotoxicity assay =&i= PEHH A2 S= 20 sE82 JE2EZ
SHl 12 2 EF5t2 1 A& AMEY ZW0 2HSIH AMEEZY =k
& &5t AL
Efficacy test == cyto ouctty assay Ol A EOE Z 00 0.15. 0.05.
0.017%E AIE2E =2 #F5HRICHL
2.8 Efficacy test (RT-qPCR)
2.8.1. 60—mm 6 well plate Ofl 25x30° 1x10° cellsiplate SE2 AIZREFKHS 2+ plate Ol
23510 37°C, 5% CO, incubator A 24 Al 2t HH &FSHCE
282 HIT HISUES RIHGID AlEESE (Cyotoxicity—assay—2 2 =L 0.15. 0.05

0.017 %)0| s=2=2 ZE HHSHHA S

incubator 0l Al 24 Al2F HHFSHCE
HZHHs HHat )\'||

=

-

=

2.8.3.

42 ml# HEISCE 37 °C, 5 % CO,

sasy- Blue [I“:ZI ]:-:ﬁiillltlﬂg" KBF!E)O

RNeasy Mini kit (Lot No. 157031929

Q_gen. Germany)Sl DS W Tl R_\A E FE0I%LL F=E total RNA &

Infinite®

E2CE =ZHOO HZEH

2.8.4.

-RT-gPCR. &~&lE 424

Sa-reductase II, VEGF, FGF-7 ¥ FGF-10 R&E T2

' 200 Pro (TECAN, Switzerland)E 0| ZE5tH 260 nm £ 280 nm 0l M

RT-qPCR 2tHeo=2 43I0

Ha

o
O

! (uL)

1Taq universal SYBR Green reaction mix{2x)

-2/3-
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Protocol Amendment
13cript reverse transcriptase 02
Forward primer (3 pmole) 1.0
Reverse primer (3 pmole) 1.0
RNA(20ng/ul) 5
3INEFS 0.8
Total 16.0
-Primer information
Gene Sequence for Primers (5'-3")
Sa-reductase I Forward TGAATACCCTGATGGGTGGT
Reverse GGAAATTGGCTCCAGAAACATA
VEGF Forward CCCACTGAGGAGTCCAACAT
Reverse AAATGCTTTCTICCGCTICTGA
FGF-7 Forward CCTGAGCGACACACAAGAAG
Reverse GCCACTGTCGCTTCCTTATT
FGF-10 Forward GCATGTGCGGAGCTACAATCA
Reverse ACGGCAACAACTCCGATTTCTAC
GAPDH Forward CATCCAGCAAAGATCAGCCTC
Reverse GAAGGTGAAGGTCGGAGTCAA

RT-gPCR £ iTagTM Universal SYBR(R) Green one-St

RAD. CA. US.ANE AIEZHS

kit (Lot No. 64336708 BIO-

H Real time PCR machine (CFX384 Real Time System

BIO-RAD. CA US.A)E MESIH TS

=22 SAEACE

-RT-qPCR EA

Step Temperature (°C) Time Cycle
Reverse Transcription 50 10 min 1 cyele
Pre-denaturation 95 1 min 1 cyele
Denaturation 95 15sec
44 cycle
Annealing 60 30 sec
-3/3-
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Appendix IV. Certificate of Analysis

Certificate of Analysis

Product Name CARON Solution

INCI Name Morus Alba Root Extract, Ficus Carica (Fig) Fruit Extract,

Camellia Sinensis Leaf Extract

LOT 191218AS

Analytical Tests Specifications Results
Appearance Liquid Pass
Color Brown to dark brown Pass
QOdor Characteristics Pass
pH (25°C) 4.00 7.00 5.49
Relative density at 25°C 0.990 - 1.040 1.014
Heavy Metals (as Pb) < 20ppm Pass
Arsenic < 2Z2ppm Pass
Microbiclogical (cfu/ml}
Total bacterial count Less than 100 cfu/ml Pass
Yeast & Molds Less than 10 cfu/ml Pass
Preservatives NONE
Storage In original package, closed and protected from
Heat and light for 2 years.

S22 BomaxEs D3l)EEE SHEES
Issue date 2019, 12. 21

Checked by Dae Han Kim Approved by Dong Sig Choi

/’

>

#

TEN.CO.LTD
ACE Dongbaek Tower 2-603, 16-4, Dongbaekjungang-ro, 16beon-gil,

Eternal -

Giheung-gu, Yongin-si, Gyeonggi-do, Korea TPl o
s ryre

Tel : +82.(0)31.8013.6882 / Fax : +82.(0)31.8060.7336

44/44



	요 약
	1.  시험실시의 개요
	1.1 시험목적
	1.2 참고문헌
	1.3 시험의뢰자
	1.4 시험기관
	1.5 시험책임자
	1.6  시험일정
	1.7 분담책임자
	1.8 기록 및 자료의 보관

	2.  시험재료 및 방법
	2.1 시험물질
	2.2 부형제
	2.3 조제 및 조제물의 분석
	2.4 시험계
	2.5 세포배양액 및 세포주의 준비
	2.6  군구성 및 처리농도
	2.7 Cytotoxicity test
	2.8  Efficacy test (RT-qPCR)
	2.9 자료의 통계처리

	3.  결과
	3.1 Cytotoxicity (Figure 1, Tables 1, 6)
	3.2  RT-qPCR

	4.  결론
	SUMMARY TABLES
	Table 1. Mean Data of CARON solution Cytotoxicity
	Table 2. Mean Data of 5α-reductase gene expression by CARON solution
	Table 3. Mean Data of VEGF gene expression by CARON solution
	Table 4. Mean Data of FGF7 gene expression by CARON solution
	Table 5. Mean Data of FGF10 gene expression by CARON solution

	APPENDICES
	Appendix I. Individual Data
	Table 6. Individual Data of Cytotoxicity by CARON solution
	Table 7. Individual Data of 5α-reductase gene expression by CARON solution
	Table 8. Individual Data of VEGF gene expression by CARON solution
	Table 9. Individual Data of FGF7 gene expression by CARON solution
	Table 10. Individual Data of FGF10 gene expression by CARON solution

	Appendix II. Experiment Protocol
	Appendix III. Protocol Amendments
	Appendix IV. Certificate of Analysis


