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U, HATERREE, PRI, PR, 35 IE s
@/I [4,5] R

R — BT B I 256, HB S &
B A0% LA E, EER N AR, iR
Oy, PR N B R RS, BT
U7 N /172N 1)< N 1 N 71 20 AN 311 S 112 58
WEIMBE . RIS FSRC M, B E R Rk e 2y,
FEDRRTR M B A R AT, 500 M FIR7 Mg
WAMGERAE , BRI 67 B g, g, TP
VORI IS B, H ICEER . KT AR FAGE R
A, ABFEACAR AU L B I IGE R D, AL E SRR
FREAR AR ARG IR RN A, it —d Rk
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1. SERE RS

1.1 EEM#. HHS5YES
pEAS (I ), SRR IR AT 4ifbk, A

fil; —EEE (diE=98%) , L MERRER AR
SHRAT]; 95% L. SEMW. FREE., dTEEA.
A7, THEBESEBRARAR: HiE (BEL) , Byl
THA ( F3) FARAT; HaCaT kA4l f FE s 40 i
RAW264.7 SN 4I N, T ERFEBEAIEE; JaAig. X
i (1x10°U/L 2. 100 mg/L 45252 ) . Dulbecco’s
Modified Eagle Medium ( DMEM ) #% 7% 5, 3% [# Thermo
Fisher 2\ &]; PS, Gibco; DCFH-DA, Solarbio; Hoechst,
Thermo Fisher; #7648 KF], Boyetime; f#ifif, CCK8,
PBS, [ Z2 RSB B A =l NOK Bl &
ELISA KT E, EW IS R G RNATEEUL
&, PCRIXF &, WX EMRIHARAR; HIE
KHA (DEX) | RZHE (LPS) . HAAZIL-1p, LiEs
KRAEVHARAIL AT ; DNAREGH, HZK Takara AF] ;
FLG. LOR. Keratinl, Keratinl0 5%, 34 MAMHA
BAIRAF] .

SR AL, BER R R T RHOR RA LA E]
ARC HPLC, ZE[E waters /A H]; WBI100-1F ALK #3455, OS-
30S T FEML, e R AGE (WD) ARAF]; ST-10
RSB EME A, W T L EEE s MP31001
BHTRY (F42—) . FA2104I TR (T2
—), LEsEFEEREAGEA R AR KQSK5200B Y
B EE S, RERSEAERERAR; UV-19001
BUEEANTT WA e v, B s (5N) AIRAE];
5425R BV IHES REOAL, £8E eppendorf /0 H]; HERAcell
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240i CO, #5724 . Multiskan Skyhigh 1550 % A7/, 251
Thermo Fisher /A i7]; BSC-1304111A2 1 4= ¥ 22 4 (it %
SINT) |, BINGRETHORB R AT SEIMERIL, B
Vilber Bio imaging /A7]; I W%, leica; qTOWER’
PO REEFY AL, FEE Analytikjena A

1.2. 28

L.2.1 AR (MC) [ 457

KAk e, FREC1I0g, fill 7k 300g, 90°C 7Kk ¥ H2 HY
3h, BRGEIIE, B0, BURER, ERES R, BT
HRETE, T8, BURTIE, S0°CHUAR T4 3h, 5%t
AR, AERIERW (MC) , BHEAREEW (MC) %
T50% 13- g, IR e e, kg
W, BCH BRSO 1.5% RBEAIREUE (MCTY) , H
R Sl
1.2.2 BEASGRBUR (MCTY ) AT

HPLC (4 Ak "an s f7: YMC-Triart C18/
S 250x4.6mm, JiE: ImL/min, KU K: 2920m, il
T 30°C, WEhAH: B (A) 17K =2%~95%:98%~5%,
[{F]: 0~90min,,

UV-VIS 3t 45 . MCTY JH 95% & Fit 7 Bk 28 — & Uk
B, HEFTERAN — T ISR, P IEHT 190~600nm
1.2.3 ST (SEM) 437 1

IS SEM A RUBEIEE REASM A . AR M eSS
FEE) MC IR TEONEEAE , U R R BEAR AR I R AR
B MCRE TREG G b, BT AR, H—BESH
SRS, R TS TR Id T 10KV,
TR A5 L 1000x HT 16500 5, 326 #3548 2 1 () 1AL B HE AR
o,

1.2.4 MCTY X4 g s

%45 MCTY %f RAW264.7 41 i) F11 HaCaT 28 i 28 it 1%
FIFGM, JTEIT

B 2 PR B A5 52T 10% 2B I35 PAK 1% BT
(Ix105U/LHIH #2100 mg/LHJGEZ 3L ) 1) DMEM %
FeFerh, 37°C. 5%CO, [WIFFEA I R ARG R
85%~95%; FHVKIEH 0.05% JREGVH LA Z A KR aiE, H
A 10% I3 DMEM B352SR .

FAARMA RO AL, 20 M A %5 2% 10°/mlL,
FERRAEAL 100 L (FLEEIFEERRE] 96 7LAL, 37°C. 5%CO, 357
RIS BRSO 90%~95%, FKERIFIEFRE, A
100 pL &AANFE R MCTY JoIVE R TREE, MR

050 | BN 2026 3B 5H

W3 ANE 1L, ZSHATCAANL, A 200 pL PBS; XfHRZASH
A, TSI HRE 7256100 uL, T-37°C., 5%CO, 577
24 h, £EFLIIA20 L CCK8 ¥R, FEE57E3 h, 7£460 nm |
MEWCEEE, HRAHAIEESE, W

MR (%) = (FERA -2BH4) /1 (IR -=
FZH) *x100%
1.2.5 MCTY % LPS il i RAW264.7 48 it 7 42 NOFl IL-8 %
IREEgE

LPSi% 5 RAW264.7 40 Il 5 9 i S A L, BOx 45 4=
KT RAW264.7 41 il f, DA—3E2.5%10° 3k BRI &6
FLH, 37°C. 5%CO, K= Fi G IRl % Frdifl & =
60% ~70% I, AIAFRFMIRES,, AKZiH55724h, UCHE BIE
W, {5 NOAGINR ] &A1 ELISA 7 &6 NO Fil IL-8
& &, FAM3RELLE, 544, s34, B
. BHPEN RRAFIRE A, = H400 PBSTDMEM, f&i%
200 1pg/mL LPS +DMEM, [0 I ZH 0 1pg/mL LPS +
25mmol/L HiFEKAA +DMEM, FENZHN 1ug/mL LPS + ¥k
90.3125%. 0.625%MCTY+DMEM,,
1.2.6 MCTY *f H,0, #l 3 HaCaT ZHJif1j™ 2 [ 1 % ROS [ 5%
fip el
1.2.6.1 4340

HaCaT 40 I35 72 AT ] 1.2.4, SLE&40 440, XFHR4L.
HaCaTZH Jiid A~ fil1200pumol/L H,O, 1 MCTY; & % 4.
HaCaT4f g 2 il 200umol/L H,0,; F£ i ZH: HaCaT4H Jify
Ji200pmol/L H,0,f10.3125% ., 0.625% 1) MCTY, %4524 5¢
BE R 6 FLBUICEAE CO, K774 (37°C., 5%CO,) H15597
24h, A2 M AL,
1.2.6.2 Kl

DCFH-DA T {E i #% 8 1:1000 LU 1] #5 B, 289k J%
g 10 umol/L, ZFEE:F2EE, PBS 11k 2~31k, SLMA
300 pL 35 10pmol/L [¥] DCFH-DA T./E¥E, 34724605
H30min, fFH LS, PBSTEWE3 K. AL 10pg/mL
hoechst 300pL, HEYEHet 30min, PBS Jf¥E 3 ¥k HUHI L
b, IIIEBEFUR A BT . ZOUEE BAE R
FITC jliiE, ASHIK 525nm, #UEK 448nm,
1.2.7 MCTY % IL-1p i 38 HaCaT 41 if 7 4= £ ] Keratinl ,
Keratin10, FLG 1 LOR mRNA FiAACE 550 1Y
1.2.7.14341

HaCaTZH 5 75T A 1.2.4, SZI64> 440, X IEA.
HaCaT il A~/ 10ng/mL IL-1p 1 MCTY ; #5124 . HaCaT



A S 10ng/mL IL-1; A5 2H: HaCaT 21 JifL /il 10ng/mL
UE R 6 FLBUILEAE CO, B R4
(37°C. 5%CO,) HI%7F 24h, FFHIK2PMESL. KR
aiREFe A B TGS TG PBS 15 ¥E 2 .
1.2.7.2 AR S B 78 BL
RT-PCR JZ |3 #: 1l HaCaT 28 Jitd it i [l F FLG, LOR
Keratinl , Keratinl0 mRNA f{j#ik

IL-1Bf MCTY, %4%455¢

1.2.7.2.1 RNA #2HL

28 RNA SRR & e, BRI 7 6 1L
AL 300 uL ZUfFE, REIET 5~10 YR EEME
il BTSSR G R 2RI, B
TRA) 3~5 Ik, R RAiUERN, 12000 v/min B0 30 s, f2]
FRCERIRAAR, TN 600 pL Wy 1, 12000 ref 250 30 s,
IR, M 600 pL eI 11,
30s, @IFFUCRTIMR, BEEMPEE, KRR, ¥ RNA
Al AR SR RNA Sl A 30 uL Belit
W, ZEWHCE 2~3 min, 12000 t/min 20 30's, FrARATRED
AL RNA, fIAGE & DEPC /K% f# mRNA, &k
IR R e sl R G A P B B e
1.2.7.2.2 J#55 PCR

12000 r/min &[>

% (20uL) : 5xPrimeScript buffer 7y 4 pL; PrimeScript
RT Enzyme Mix 1 >4 1 uL; Random 6 mers A 2 pL; RNA il
ddH,0 3 13uL, i RNA (K5 1000 ng, LM AE(1h 37°C,
15min; 80°C, 5s; 4°C{ifiZf; Total: approx 15min,
1.2.7.2.3 %455 PCR 525 (QPCR )

&% (20uL) : 2xSYBR 10pL, #if (HRA5E11)
cDNA i 10 F/EAMHR ) 2~5 uL, 519 1~2 uL, @4k
MFFIRZRZ20 pLo P T 94°C Smin; JEER 40
W ASPE 94°C 30s, 1B’k 60°C 30s, FEfH 72°C 30 s ( SR
TENAUI) 5 BfRZE 94°C 30's, 60°C 30's, 72°C 1s (FF
IR RSN R ) o

1 NREE RT-PCR 5457571
HEA F1¥7717 G (5737

F AGAGTGGACCAACTGAAGAGT
Keratinl
R ATTCTCTGCATTTGTCCGCTT
F TCCTACTTGGACAAAGTTCGGG
Keratin10

R CCCCTGATGTGAGTTGCCA

F GGACAGGAACAATCATCGGGG
FLG

R CAACCTCTCGGAGTCGTCTG

o F GTCTGCGGAGGTGGTTCCTCT

LOR

R TGCTGGGTCTGGTGGCAGATC

RSN

1.3 R Fit iR
M JH GraghPad prism E], 4558#7~ N MeantSEM,,
SEJH t-test BL one way ANOVA 5514347

2.1 MCTY pa3 a3

R TREGR (MCTY ) #E7 HPLC A1 UV-VIS 7347,
A LE HBESRBGR (MCTY ) MEE S5 S
(O HH g I R g FE W, LA SRRl S HO RN, R HLER
SNRIOERE S SRR A g 2, B
“E R

— ZEGISR
— BWRBERMCTY

SRFEFERELRE
o

u

600
K Hnm

1 MCTY 9 HPLC 0 UV-VISi&E

2.2 SEMS

B2 BoREEA M R . AR E MCHI St 2= 1)
SEM it 1, A KRR N B HIREH, Rl —E— =
BFSRAPORL; EASHREU MC A — SR EH
RO I RRIR R R IR E—IR, B, Hiek
16500x %, & HE—F N IR, 54t
[ SEM—2%, Srikfiast B U,
2.3 MCTY W4HHE DRSS ER

I3 TTEAA Hr, MCTY S 2 Ff2 i A 48 1y J1 52 B
R, WEAE0.625% LA, MCTY % RAW264.7 41 i
T FEEE, FEH MCTY IRFE TR, RAW264.7 40 i 75
TEETEE, HTHEBE, BWEN2.5%, RAW264.7
4V T B ES0% LT, UK S E 5% 10% 1,
RAW264.7 41 JL 15 1 FEARRFE A, T 2 15%~20%;
IG5 0.325% F110.625%MCTY % HaCaT 4 ify 35 /7 JC i %
R, IR 1.25% 0, HaCaT 40 E7E /1T 2 50% LA
T, WEEHEE2.5% DL _ BN, HaCaT 40 J i /7 3L AR A
A, 2R 10%~15%, 254 LA X RAW264.7 41 i 75 71 5%
Wi, JXATRBER MCTY & & il —Etisfax, |
I, JEEESE IR N 0.325% F110.625% 4 Tl .

2026 £3 850 ENEH| 051



FRE B R

2.4 MCTY 3 LPS# i RAW264.7 48 f 7= & NO#0 IL-8
FRIXENFMER

RAW264.7 41 Ifl 7 LPS % 5:24 /NI 5, NOFI IL-8 7k
R BT, B A 38 K A (DEX) AL HE B 2 25
I NOFH IL-8 % &, MERLEE 7 o, K4 %R, 0.3125%
F110.625% 1) B 4< $i2& UK MCTY RE % 1. 25 % {IX LPS ] 31
RAW264.7 i1 S5 NO I IL-8 (&8, HAURIE T
PN R ZE RS (DEX), 16, MCTY A] PABFERAN AU
HSFERRAEN TR, BATIREFEIR, 530k
E—E, WM SCEGE S ] NF-xB i
T AR p38 il INK (RIS R fa i E A 1521,

. FEZRE) (MC) 1000 %

e. _SHBE 1000 x

f. ZE#H182R 16500 x
;SRS one way ANOVA G477, ek p <0.0001 FERh Al G 4 a2 e
2 BESR . BRAEEUW) MCFI” S8 =AY SEM BB

120 120-

- - =
9 a -
< 80 had < s
z . z
Z % Z
] ]
= = =
= 40 . = a0
=
o JEp—— c .
- = — . —
RN R S NS
N I Y R SR R & B P P e TS
-~
MCTY MCTY

T SR ttest 5 one way ANOVA i1 43 HT. ##p<0.01, ###p<0.001 F& /R A5 41 5
TZHZE 57 W%, $p<0.05, $$8$p<0.0001 F&7R PPN ML S HEHU A 2 AR 3 % p <

3 MCTY XJ RAW264.7 4088 ( /- ) 1 HaCaT A8
(f) MEEHEE

052 | ENEE 2026 3B5H

o — E —_ oe
Z | e E] had -
Z ssss ]
3 %
Z 20 haad e = 200
CTR  LPS  DEX 03125% 0635% CTR  LPS  DEX 0311S% 0.625%
MCTY MCTY

VE: SR t—test 5 one way ANOVA Zi il 43 HT. ##p<0.01, ###p<0.001 7% 18 2 534
fRA 22 7 L, $p<0.05, $$8$p<0.0001 /R BH N HRZL 5 BRI 20 25 Al 3 *+% p <
0.001, ***% p < 0.0001 HRFEGHALGH AL 4 BE
4 MCTY X LPS Hli# RAW264.7 HBEF=4 NO (/£ ) FOIL-8
(f) FEXENY
2.5 MCTY % H,O, %l HaCaT 40 i 7= & B A & ROSHY
2R
H,0, i itf Fenton JZ b 7= 4 5 484k I BUAH 5€ /) ROS,
BELZFMNET.; 21 ROS AN R, 2k
RRTE R FL TR AN S TR A R ™ A SR B L P20
X4 ROS 2@ SRS b AR I BB A I 5 | A2 i T, IF:
ERRR . & E B DNAP, A0 DCFH-DA 76645
£ U5 HaCaT 44 5l ROS &, &5 2%, S HRZ1MH
th, BETIZH . H,0,$350 1 HaCaT 4H Jifl N ROS & & 1 T 08
fn, S IAAIR S A AR 5 s 28 0.325% F110.625% (1
MCTY 4b 3 1) H,O, #1384 1) HaCaT 41 il P ROS & & 1] i [%
fI%, HBEH MCTY IRE T, 18R ROSVEMMEEE, il
MCTY A A 2§ H,0, #1135 HaCaT 21§ 5 ROS Vf 4 1Y
FrE, BTSN IR RROR, X al ge e s
At A TE B

d. 0.625%MCTY

¢.0.3125%MCTY

T BTN ROS AL, TR RN ROS &bk

5 MCTY %3 H,0, R HaCaT #BAEA ROS KEHIS/N
26 MCTYM IL-1B %] #HaCaTl M@ &~ & E H
Keratin1. Keratin10. FLGH1LOR mRNA Zix KR
EEEES

IL-1p 2 —Fh BB 2 Fh 002 1 S RE 40 I (1 A1 28 P40
JLE -, RERIBCEA ARG 1 i A, B R R S
AR S o N B A, ATEIE RN ®Y, Keratin |



Keratinl0 3£ S fiZE H, FEAFAERMEMBAE, WHUE
NFRBIEWHFREY), AR SURBHIRINRE . JRAEEETH
a0, RAERN., OGS R IR
12621, FLG 1 LOR &3 B¢ £y U2 Fi A G5 Fr) 2 B2
4y, BN GERA Sy, AR SRR RBIE R 1 P,

ARSZEG LA IL-1B B, 1755 HaCaT 20 7 A= S
K. E6FEH, IL-1BHIHTY HaCaT 4 F 48h i, 41
i Keratinl , Keratinl0, LOR . FLG mRNA Fik /K
BE TR, WSS M. SN 0.1% MCTY, AILL
2 R IL-1p 35541 HaCaT 40 il N Keratinl . Keratinl0,
LOR | FLG mRNA A/, HESRAAGIEE L, I
HACRIL S, Fitk, MCTY Al LGB HE = A & E AR B
R 73R, BRARZONE K 1 IL-1B i A 1Y) HaCaT 41 3 452
5, FEHEBRMFFRIIRE.

4
Keratin 1 20 Keratin 10
. E 3 ok 515 *
£ A 2%
£: Z: A
) Ed #
=& 24 Sz 104 eee
b =0
£z A S =
23 2%
21 eee W 2 0s
e—
T T T 0. T T T
CTR IL-1p 0.1%MCTY CTR IL-1p 0.1%MCTY
2.0 LOR 2.0 FLG .
*k A
£ 154 4 £ 154
£ £
R 4
£t 10 eee £t 10 eee
gc 93 A
5% = e
k] il 3
2 054 2 05+ =y
0. T T T 0 T T T
CTR IL-1p 0.1%MCTY CTR IL-1p 0.1%MCTY

Vi SR ttest ZEiAMHT. Tp<0.05, *p<0.001, *p<0.0001 IR AI L] 5} 1 ZH 25 5 ik

%, p<0.05, “p<0.01 FRA AL T A i

6 MCTY %7 IL—1 P R HaCaT R85 W) Keratinl . Keratin10.
LOR. FLGE[E mRNA HIFAEN

3. SEIR4ER

AT E SR SR B A, R R
Homl T HABEY, HERT RIS RS G 2 LR S
x, Hrh ZE RG22 e TS Ml
ARSCR & T R J7 S A R ER U, HEfT HPLC J¢
UV-VISE P4 BT, SEMEERAE, 45 LI MCHEEA &
PtEE s[RI RS SR BT T AR ARSI A, S5 AR
7R MCTY RERS 2.5 AT LPS 5 5 RAW264.7 L 41 il 7=
A2 NOFTIL-8 &, 32> H,0, M1 3 HaCaT 41 i N ROS 2k

RSN

A, E IL-18 4 3 HaCaT 41 il N Keratinl , Keratin10,
LOR . FLG mRNA FEiA/KF, EAAFERET g, H
TEFRNUR S BARIAE Y. . b ROS AR | gt i [ 7
TMAEARFRIAA R, AR BRI
PR .
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Preparation of Ampelopsis grossedentata Extract and Application in Repairing
Effects Research

Kong Ling-shan’, Cui Lu-lu, Tian Yun-cai
(Shanghai AZ Science and Technology Co., Ltd., Shanghai 201100)

Abstract :

In this study, Ampelopsis grossedentata extract (MC) was prepared by water extraction and crystallization. MC

was qualitatively analysed by HPLC and UV-VIS, and was assassed by SEM for microstructure characterization.
The in vitro tests were carried out to evaluate the effects of MC on RAW264.7 cells and HaCaT cells stimulated
by lipopolysaccharide (LPS), H202 and interleukin IL-1f. The results showed that the main component of MC

was dihydromyricetin, with a regular prismatic structure. The CCK8 assay indicated that MCTY(1.5% MC) at
concentrations above 1.25% significantly affected the cell viability of RAW264.7 cells and HaCaT cells. 0.3125%
and 0.625% MCTY could significantly lower the production of NO and IL-8 in LPS-stimulated RAW264.7 cells,
better than dexamethasone (DEX). 0.3125% and 0.625% MCTY significantly reduced the intracellular ROS
production in H202-stimulated HaCaT cells. 0.1% MCTY could significantly up-regulate the mRNA expression
levels of Keratinl, Keratin10, LOR and FLG in IL-1B-induced HaCaT cells, and the results were statistically

significant and excellent. MC has a soothing and repairing effect, that mechanism of action is related to reducing

inflammatory responses, reducing ROS production, and promoting the expression of barrier factors and keratins. It

can be applied in cosmetics with repairing functions.
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