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[FE] a 44331 % k% F (Zizhu Ointment, ZZ0 ) i@ i 4 ) ik B 45 2 52 B2 B 4(PAD4) A~ 3 89 14
A 4w je fEL S 4 B (neutrophil extracellular traps, NETs) A do 42 3 ¥ & gs s 0 @& P o4EAILH . 5k
KR kR e & s RAE R ¥ 48 R CS57/BLET MM s AL 4 A 440, 636 JE % &) & 20 48 R % &) & 41 . ZZ0
BB NEFETA,FMI2A, ERRNEE0.3.7F14d) 4B FA GESHE I, oM E&ue |
wEFEMEF, RAHSERE ATl @ X E MR ERF L Lk KA @ NETs 4 A ; Western blot 44
m 4] & CittH3/H3 ¥ 4] ; % 9% 48 4L ik # ml PAD4 . NOD # % & & B % 3% P3(NLRP3) = & @@ fe A~ %-18
(IL-18)# & & % ik ; RT-qPCR 4] PAD4 NLRP3 #= IL-13 mRNA # K F . #% £ . 45 /s 4) @ 204) & &
S EPEART EFA@E(P<0.01),2Z0 % F M0 GAESERRE S TH AR @HE(P<0.01), LEF TR
WAEARMKT N ELF G977 A(P<<0.05), ZZO T 37 4] ¥3 fga > R A & 3 20 fo R 5 (P<<0.01) A NETs ) %
& (P<<0.01), %1% PAD4 . NL RPB;FVII,*IB\{I{J/Q\?I%L(P<O 01)# mRNA # K -F(P<<0.01), ##:ZZ0
At 38 3 ¥4 PADA A~ 09 NETs % s A & K 2 B T NLRP3 A= [L-103 69 B 2%, A f AL 3t 48 Jkom / SA) d i b

(@A BRBRER G FARKR T, PREEMICIINE B (NETSs) ; Ik A 45 288 BLABE 4(PAD4) ;
NOD # % 4k & B £ #% P3(NLRP3) ; & @0 fe A% 13(1L-1p)
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[Abstract] Objective: To investigate the mechanism by which Zizhu Ointment (ZZO) promotes wound healing in diabetic
mice by inhibiting neutrophil extracellular traps (NETs) mediated by peptidyl arginine deiminase 4 (PAD4). Methods: A diabetic
wound mouse model was used, and 48 male C57/BL6J mice were randomly divided into 4 groups: the normal wound group, the
diabetic wound group, the ZZO treatment group, and the Beifuji treatment group, with 12 mice in each group. Wound healing was
recorded by photography at different time points (0, 3, 7, and 14 days), and the differences in wound healing rates among the

groups were analyzed. H&.E staining was used to analyze the aggregation of inflammatory cells in the wound. Immunofluorescence
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was used to analyze the distribution of NETs in the wound. Western blot was used to detect the Cit-H3/H3 ratio in the wound. Im-

munohistochemistry was used to detect the protein expression of PAD4, NOD-like receptor family pyrin domain containing 3(NL-
RP3), and Interleukin-18(1L-18). RT-qPCR was used to detect the mRNA expression levels of PAD4, NLRP3, and IL-13. Re-

sults: The wound healing rate of the diabetic wound group was significantly lower than that of the normal wound group (P<C

0.01). The wound healing rate of the ZZO treatment group was significantly higher than that of the diabetic wound group (P<C

0.01), and the healing effect was better than that of the Beifuji treatment group on day 7 (P<C0.05). ZZO could inhibit the aggrega-

tion of inflammatory cells (P<C0.01) and the formation of NETs (P<C0.01) in the wounds of diabetic mice, and reduce the protein
expression (P<C0.01) and mRNA levels (P<C0.01) of PAD4, NLRP3, and IL-18. Conclusion: ZZO may promote wound heal-
ing in diabetic mice by inhibiting PAD4-mediated NETs formation and the release of inflammatory factors NLRP3 and IL-18.

[Key words] Diabetic foot ulcer; Zizhu Ointment; Neutrophil extracellar traps (NETs) ; Peptidyl arginine deiminase 4
(PAD4) ; NOD-like receptor family pyrin domain containing 3(NLRP3) ; Interleukin-18(1L.-13)

B IR % JE 75t 97 (diabetic foot ulcers, DFU){E A
W PRI DL — B ™ 508 1 O RORE S W IR R
ook BB R T B FEE - HRIT
Hre ROME R B2 Y 1 Pk R E S B0 A T A SE R
WL R AT T R, b R AE R A B B
(neutrophil extracellular traps, NETs) i B 7= A= 5
PR FE 15t 977 B 1T 4% AE 1) 4 4 T 28 45 i A7 A % V) R
B, RS AE S E R EERH 2 —T

R RS =02 e W & il 4 (peptidyl arginine deimi-
nase 4, PAD4) J& —Fl' 2 5 & 11 it JI 22 1R 1k 18 i 1Y
it , W] TE 5% B A7 AR I 0T K AR BORG ZR ik R
Ak Ry NG TR 5% 5L, 178 22 Fh Ak 2R g B aok 2 v K
EZEAEM . B R, PADASE NETs i) i it
PR RIER LHEAERY . PADA B BGJG , ol {2 ot
2 RNA R AL, 5 B0 B AR SR e 8 BT 454
P, SE 142 DNA 5 41 8 1155 1l 40 B i 21 240 A
ShEIRNETs” o AR50 K B, i PAD4 ) % 35 51
T PR AT LAWY 0 el 48 RE S N R A B A o A IR
o /N BRBE A Hp ] PADA 35 M © 8l E S ] L0
NETs (I i, i A E G i i 51 .

TE P BE e b, B8 PR 2 Bt 9 S T I R
CHIE T AFE IO, HAR YT RN 35 S A 5 T R R T
i A S A RE B AR WLAE o SR O (Zizhu Oint-
ment, ZZO) & I i & 25 K A7 Bl & B O = B A
MW AP R 22 50 07, BT i B KR A LA
DAL, I TEIR T A DR A2 15t 97 55 1% 1R B IH )y T A
TR ARG RYT 8L R IIEOE R SRR CE
AE % W b 45 J W DR 9 2 15t 7 1Y A8 T 9T, B AR A T
NETs #l 4 4iE B F /K F, F e g m i &, 78t
Bl b, AW 57 SR OB PR B T /D B AL, B AE
Bl K V- BE— 25 48 7R 5 AR OE IR TR PR 15t 9%
B VE HIBIL , Ay e PR FH 4 (b B R N B B8 34 o
1 #REFE
1.1 bR
114 W ARBFSEEE T 48 28 ik i) SPF 4¢

C57/BL6J Mt /N, A 23~28 ¢, W B b 35 #%
SEU S FR A BRS FD L A T 1 R 2 K AR L
55 Y0 1 SPEF AR IR = 0 i SR AR F IR IR
FE(23£2) °C, # X B 550 £5%, 12 h IR 5
12 h B EE A 6 . e iR 3R], /NBR AT [ el 3 BBCAR) e
FK OB 3 R T e 10k, LA 4 5 1] 352 28 58 10
o EIERXTEIFGEHT, N7 T R 1S
JO7 P A %, AR £ JFL A 5 bR 190 - B8R IR B 455 A bk 512
5 S5 BT AE S W o BT R SE g AR AR RS A 1R 5K
e It v B 2 R S0 Sl v 0 1 B i Al A R
e, L5 F RE RS Lig b EZy K%L s
& B 2 By 4 i A A e (f8 B 4% 5 . PZSHUT
CM2212140011),
1.1.2 45N SEARMCE (it'S . 130301) )2 |
Vg T B 2 A B TR I ' = B 1 e PN AR e T i
T 25 M B R e 0y A BR A R A= 7 o HE R A A4 B
FE(1.5%) REP(3.5%) B (2.5%) L H(1.5%) .
Je M (3%) KR (0.5%), KL I LMK R ERS%
Bkt DUSEUE (A EE AL A 6P B 2T 4 4 i A K A
¥, recombinant bovine basic fibroblast growth factor
for external use,bF GF) fl BRI 2 &) A= 72, [ 2
F o S10980077, KL% A 21 000 U/ . 5 B T #f (4%
5 :FB-D12451) W A EigNIRAEY AR ARA A
g Wk 4E W #E (Streptozotocin, STZ, #® 5 .
ST1668-1g) MW [ | 35 = K AE W AR By A R
YN8

AW 55 o T 4 9 B A, L PADA it i (4%
5 :17373-1-AP) it E AL W HE (MPO) Hi ik (585 .
66177-1-Ig) . NLRP3 it & (1% & : 19771-1-AP) .
IL-1B HiMk (575 :26048-1-AP) Histone H3 Hi{A& (1%
5 :17168-1-AP) \GAPDH HL M (5245 : 10494-1-AP)
DL e HRP #rid F 40 90 (525 : SA00001-2) , ¥
[IEEES Proteintech 28 &) o It 4 , 2 T A
citrulline-Histone H3-R2/R8/R17 (CitH3) # 4 ( 4%
5 A18298) NI F kI 1 4% v A W) B A BR A
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7] (ABclonal Technology) .

SRR -PHEL(HEE) B @57 & (175 : M020)
W H BB RS A . st g
H &, AL FE B/ B Alexa Fluor 488 (4% 5 . P0188) Al
PR Alexa Fluor 555( 985 : P0179) , ¥ 1l H L ifg 58
ZREVEARARA A . g d R & (5.
D601037) 1 H b4 T A TREABRAE . sk,
RNA 2 BU& ) & (5255 : DP451) \Quant cDNA %5 —
B4 AR F A (585 . KR103) DL K 98 5 7 TR ik
R (525 . FP205) ¥ [ RARAALFHE (dbat) A7 .
1.1.3  FEAULE  Centrifuge5810 R i 3 ¥ I 5 .0
ML, 18 E Eppendorf 2y 7] ; IX71 5¢ 0% . i 85 , H A
Olympus A @ ; Mini- PROTEAN®Tetra # £ Hi, 7k 1X
J Trans-BlotSD 2§ T #% Y , 3¢ [E Bio-Rad 2 &) ;
Tanon 4600 16 2% & 6 AR 73 BT AL, Tl R AERHA
MR 2 W 5 ABI7500 0 € & PCRAY , 35 [ Applied
Biosystems 2 #) .
12 ZhPEm
1.2 /NEBERE A AR NRE S IR E
MEFR IS >R 1.5% F) STZ % W (Fi 7 168 R AN T 468 TR
FNEC R, 7R & 40 mg/kg) AT IE B B, % 22 5
5do TESTZESS L5, & /s BLAY BE AL il % 7K
o 2 0f % 1K F 16.7 mmol/L PL b H 4k H5Fa e 1
A IE P RS 0 Bl AL o W, LR DA R R Y RS E
Bifi J5 L 25 BRI B BB A B &, IR S sl IR (
fE 2 5 AR W H R A BR 2 w) S 4 ) R AT R AR . 7R
AN BRE R B2 IR B AR — AN EAR N 1.5 em B [HE IX.
BB ARG YT BR B ik 42 )2 .
1.2.2 /N EUCHE G O AL AL X BEZH /N B 4 A2
R FE L, R B2 STZ AN . 5k Rl B, 4% IR
“1.2.17T A 25 SR AL N B S R TR A
1.3 ¥ dl kg

INERBEML AT Ry 4 21, B 12 2o 43 411 B n
2 1E % A i (normal wounds, NW ) 40, /% fii JiJ 4 5
LR K A B R R 21 1 (diabetic wounds, DW )4, X
it ] A B ER 7K Ak B 5 4 PR B TR 28 R BR0CF 16 9T (dia-
betic wounds—Zizhu Ointment, DWZ) 41 , Ja %5 4k FH
SRR Gl R 0.032 g/em?, 35 R 3k F 01 T ) 5
Wl PR 9% 21 1 0L &2 35 3R T (diabetic wounds+bFGF,
DWB) 4, Jsy #8410 F VLA 3% (5 65 2 158 /em?, $42)
B B o B RR B LAY S BT S L R H 2
— I, Frgk 14 d.
1.4 HERARLE

T /N B T A5 Y X7 Y 4 ] (03,7
14.d, 5350458 R doodydo A1 dy,) 6B T A7 4 i DL

W A A AR L TR ] A A Bl 3 R
ANER, SR A AR F R AR B O W AR A 1 SRR
T 3 REAR . Hoh — R HEURE A E T 4%
Z R W BEE W IR AF T IE Se G2 K 5 53 41 2
93 A AR ) R TR R A L T TR DU 2 A i
mRNA FIEE H i KA

1.5 KI5 4R 5 07 12

1.5.1 4 i A&7 & % (wound healing rate, WHR) i}
B AR E B T A R, SRR T IR IS 0K
53K VEE T RS 14 KX/ BB I SE 17 b o Ak 5%
o BEJS LA B Image F0 X 41148 1) 61 T 140 4% 2 £ 7
g3 M, LA A8 45 I TE] R 35t 97 T AR (wound area,
WA) . @& R R AKX WHR= (WA, —
WA, /WA, X100% , WA, 4 Ifi 4] 4 1 BL, WA, Ky
FAE I ] 50 (3.7 014 d) B9 B T 1 AR, WHR, A A N
P ) 1 A 3

152 HEERG HAMARE T 40 2RI E
VW AT B G B S MR IR 28 R BK i B Ak
AR, IR A A e BEAT AL K AL TR G A W PR
AE U R ILO) R R, 985 K e s [T B
o BN 2R AT B K AL AR B LUAE AT
HEE e, Jefd 58 im0 647 3% ] Ak b 31 F
B RS BRI TR . R K BB
i ImageView FZ 7 M1 Z 48 i 47 PR A7 Ao BT o
A bR AS BE AL 28 B0 S A BB 9 AT 40 BROF BE AT SE it
I3 e

1.5.3  AH G I mRNA LRI R ] 52 0 25k
FE 30 R S B A T 5% 2C 2 )V (real-time fluorescence
quantitative reverse transcription polymerase chain re-
action, RT-qPCR) , | 56, ¥ br A & T W A h o g
B 5 A RNA $2 BOK ) & 73 8 8 RNA, 328 &4
FEARVCE 3 EYH A . B IR I RNA %
¥ 52l eDNA JF i BRZEOE R i 10IR 1250 18 W] 45 3k
119865 1 PCRAMIT . PCR W R I 3 16 # )7
B4, 7E 95 “CF HWiAE M 15 min; Hk , 7E 95 'CF ARk
10 s; 3%, 76 60 “C R 2k 20 s; )i , 78 72 'CF ZEAf
32 s, MM A0 . EARSLL T, L GAPDHZEH A
ZIRIE A, T A 9 Al 2% 52 36 A A B ik I 36 3k 0K
o AT L R S A LR 1

1.5.4 ST BERFEARYIBGE AR, B
PEAT B AL PR LLE U o RS AR AR 22
W5 AR AL AL B, g4 e B A A o 1R AR
T—PiEE B R AT IR iR . Z
J& 8 DAPT XS 40 i &% 2847 g 10, B B i 1l %
B T OO0 BB R . R Y EE0E i
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Tab 1 Primer sequence

A 11 51 4 551 (5'~3")

S 151 9551 (5'~3")

PADIA4
NLRP3

GAPDH

CCTACAGGTGAAAGCAGCCA
TCAAAGTCCATTCCGGAGGC
IL-1B3 ATGAAAGACGGCACACCCAC
AAGAGGGATGCTGCCCTTAC

TCAAAGTCCATTCCGGAGGC
ACAGATTGAAGTAAGGCCGG
GCTTGTGCTCTGCTTGTGAG
GTTCACACCGACCTTCACCA

ImageView EI§ 53 M1 R Ge i A7 - A7 A0 AT o 820 B
iof A BE AL R HCS AN HLET, DL CitH3 FT MPO X FH
PEAI M 5 MPO BH 4 40 0 /% e 61 7E S NET's A0 5T &
it 1AL FE AR o
1.5.5 AN AT R R YU E
Yy 5 1.5.47 95 it iR 1 S 2 SO I 0 IR — B, Bl
Je L, YAl HRP AR iC i E 0 e ikt g . 2
i VIR Zid DAB B ERMB AR E Y . 4t LB
MWK B G b A PR B AT B . B AL
TE IS AL B AR DG 2 OB T WL 4T IR 8 A Tm -
age] G A FRER A %t 3R A5 (4 R A T 6% B 50 # o
1.5.6 4K [ %0 5 B % (Western blot) &1l 41 21
FEAS B Se Al PBS #E 47 U6, Bl 5 72 W A BiF I LA
R (1, H2 45 2 AR 1 b 4 aR) & Y 98 1 1R AR
F. 4°C&MTF 12000 r/min 8.0, EBRIUEG , %
WA 1 s a7 ] S R4 D R Pk B . IR
40 pg M EAFEAR A LA v, T 100 “CAE H
10 min, ff 4 ‘C'F 12 000 r/min &0 BRUTHE o B 2E
PEJG M 11T SDS-PAGE 208, R 2 TR
HE A% Z PVDF B, PVDF & E (& )G, o
T—4HEa UL G B, W5 TBST Bk &
PR SEA WP, AT P E , FH TBST
B LB AR AW Y. &5 K PVDF IRE A
ECL W h 52, Ak 27 &0 U AU AR R o
1.6 Guif2Eab

S KA ik SPSS 27.0 B #EAT S8 14
TR R LL T 4 s TR, B 4LEOE 2 18] Fh 3, R FH
SEREAR (R, £ 41 IR) E AR BRI R T 2 e T

P<<0.05h 2R BEAS 2R L.
2 B
2.1 BRI X IR PR /) BB T A 195 )
TEB T AT A 07, DW A A #H T NW 4,78 d,
(P<C0.05) fird,(P<<0.05) 2 Lt B 1 B A, M 7E .,
(P<C0.01) D) 52 20 1 53 5 B 0 A R (I ke 3, ik — 2B
X EE & B, DWZ 4 7E d.(P<<0.05) Fild,,(P<<0.05) Y
B A A F BT DW A4 1 42 F+; DWB 4 7%
d,,(P<<0.05) 1y 1 1 A1 & 2L 5 DW 21 W b 48 & o
WA, HEd,, DWZ 20 19 B T 1 & 208 8 DWB 41 38
#(P<<0.05), WL 1% 2,

do

NW

DW

DWZ

DWB

. .
Bl ZREFWERFNRUERESHZN
Fig1 The impact of ZZO on the healing of diabetic

wounds

*2 BHAUERSERE (%,n=3,7L5)
Tab 2 Comparison of ulcer healing rate in different groups of wounds(%,n=3, = + s)

415 d, d, d,
NW 24 10.9343.40 60.50+5.06 92.37+2.45
DW # 4.7741.86" 40.40+2.32" 63.73+2.01"
DWZ 4 7.40+1.19 62.5043.187 90.4740.747
DWB 4] 7.134£1.22 47.0042.357 90.83+2.787

F 2.88 19.47 82.87
P 0.103 0.000 0.000

5 NWAH L, P<<0.05,"P<<0.01; 5 DW 414 It ,"P<C0.05,"P<C0.01; 5 DWB 40 [t ,“ P<0.05,
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2.2 BB X BE B /) BLRI TE A& P A1 A Y 52 e
SR T T R OE DR /)N BB T 4 4
oM A0 M 1 52 ) AE B TS B 0 R E B B (d) il
&8 BE(d) W T 4 A BT L br A, IR AT
T HE e LIpEAh e MEan i i g . &5 R BoR,
E5NW 4, DW 20 . DWZ 4 H DWB 4178 d, Fl d,
B T 1 4 P 40 A (=8 2 A Hp P ey 40 ) T 0 B
B (P<<0.01) o i#— 253 Hr & B, DWZ 241 ) i i
& Pk 40 T BCAE d A d, 2 A DW 4L B R
(P<<0.01), 1 DW B 21 A1 1 (1% 4 4 40 il 31 B0 7E d.
48 DW 20 B i 08 /> (P<<0.05) . 4h, DWZ 4 81
T 4 48 1k 40 B T R7E d, A d 3 8 DWB 26 B I I

(P<<0.01). WLKE 2.3 3.
2.3 50RO N B PR s /D BUR T 20 40 NETs /9
A

R T O EE 5RO O X R PR e N B T 41 4
NETs 520, 3 £ d, il d, 25 2 B i 20 8L bR A 3 1 7
MPO/ K& 2 A 41 & 11 H3(Cit-H3) S i 28t Ye o,
M5 B NETs 484k, 258 BxR, 5NW 4
AL, DW A f DWB 21 7 d, F d, 3 6 1T NET's 4 g
B TR (P<<0.01) . #F— 2% Hr k8, DWZ
ZHAE d A0 d, A TH NETs 4 i 808 DW 2 B g BRIk (P
<0.01), H5 DWB 4l Atk , DWZ 41 7€ d, F1 d, A1 i
NETs 2 g £t B 89k 2> (P<<0.01) . WL 3. 3% 4.

DWZ
% NN
LR AR
£ g TS

X

T00 [t

2 BRRERE T HERR R G T KM 4R A SRR M (< 100, BE IR =100 pm)
Fig 2 The effect of ZZO on the number of inflammatory cells in diabetic wounds (X100, Scale bar=100 pm)

*3 HHUEREAMELILE (L)
Tab 3 Comparison of inflammatory cell numbers in different groups of wounds(z =+ s)

21 5 n X AL BF L d, d,
NW 4 3X5 30.33+18.02 20.73+£12.43
DW 41 3X5 175.404-48.29" 109.27432.16"
DWZ 4 3X5 104.27+420.31"4% 54.33416.47" 748
DWB 41 3X5 158.874-47.82" 79.004+19.62"
F 44.74 42.76
P 0.000 0.000

T 5 NW AL, P<<0.01; 5 DW 404 It ,"P<C0.05,P<C0.01; 5 DWB 414 It ,““P<C0.01,

W Ah , A BT 5% 38 17 Western blot Il 52 T )] 15 26
ZUh CitH3 MUEB 418 1 H3 9 & &, IRk 4 CicH3/
H3 WA K20 i) i NETs 5ol . 45 R Won, 5
NW 2145 I, DW ZH7E d 30 6 41 2449 Cit-H3/H3 [b
H B & T (P<<0.05) , 78 d, 3 41 1 40 21 1) CieH3/
H3 A B & T+ & (P<<0.01) . DWB 41 7€ d, #1 d, 1 41
1 41 21 Y Cit-H3/H3 {8t 1 &8 T+ (P<<0.05) . 5
DW A L, DWZ 40 #E d, F d- 100 i 41 22 1% Cit-H3/
H3 {34 11 8 F& % (P<<0.05) . 5 DWB 4 M I,

DWZ A7 d, i d, WA 218 Cie-H3/H3 L fE I 1
BAR(P<<0.01). W4 %5,
2.4 BRI B PR /N BB I PAD4 K 48 E A
F NLRP3 F1TL-18 % 15 (52

R T ERGEEE AR ROE W L A0 NETs {2 358 IR
BT AL G BT AEBLR] , AS BIF 53 SR H 4 928 41 Ak 4 AR A
W7 A w gl 2 PAD4 DL J R E P NLRP3 Al
IL- 1B R IKKTV- . 4R B, 5 NWAHAMI,
DW 41 . DWZ 41 f1 DWB 41 7¢ d, #1 d, i 81 1] PAD4
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DAPI/MPO/Cit-H3

Dwz DWB

- d A0 d W NETs S 9 Je R R F R, b DAPTR G A1, MPO 4 v foki i, Cit-H3 {3 NETs
3 FHEGEMPO/CitH3REBER KL E (X100, bl R=100 pm)
Fig 3 Immunofluorescence staining for MPO and Cit-H3 in wounds of each group (X100, Scale bar=100 pm)

F4 FAGENETsHMELLR(z L)

Tab 4 Comparison of NETs cell numbers in different groups of wounds (x =+ s)

205 n X A EL d, d,
NW 4 3X5 19.474-9.02 19.4749.02
DW 4 3X5 91.934-29.38" 67.80437.38"
DWZ 41 3X5 27.534+14.61747 24.874 1122744
DWB 2 3X5 92.40+27.78" 61.20424.45"
F 35.37 15.49

P 0.000 0.000

W5 NWYAL, "P<<0.01; 5 DW 4LAH L, P<<0.01; 5 DWBZ A I ,““P<<0.01,

&8 Q& & & s Q& Q&“’ d, F1 d, i @ T PADA [ 5734 % % B2 B B AR T DW
Cit-H3| B — l_-__q # (P<<0.01) M1 DWB 21 (P<<0.01) . [ #f, 5 NW
HAHL,DW 40 . DWZ 4 DWB A 7E d, F1 d, B 41 1
NLRP3 9 ~F #) 5 % B 8 ¥ 81 2 34 in (P<<0.01) .
GA"DH|-¢d I ; | DWZ 4178 d, Fl d, B 01 [ NLRP3 % 5 24 56 25 B {8 1
B4 E R it T 6 g D 4 BAE T DW 4L (P<<0.01) A1 DWB 41 (P<<0.01) . 1k
Fig4 Immunoblot analysis of Cit-H3 and H3 in wound Ph, 5 NW LA, DW 21 22 d, M d i @1 T TL-16 9
B0 5 A B B 4G i (P<<0.01) . DWZ 41 #E d,
A d, B I TL-18 /Y7 ¥ 06 % B W B AR T DW 4

F - 18701 4% B 24 B e 1S (P<<0.01) . DWZ 41 7E (P<<0.01)MIDWB 1 (P<<0.01)., WK 5.%6,

[ ——] e ———]

tissues of each group

*x5 HMEAMECt-HIFIHIZEAXELLE (n=3, T+ 5)

Tab 5 The ratio of Cit-H3 to H3 protein content in wound tissues of each group (#=3, 7 =+ )

4150 d, d,
NW 4 19.474-9.02 19.47+9.02
DW 4 91.934-29.38” 67.80437.38"
DWZ 41 27.534+14.61744 24.87+11.2274%
DWB 4 92.40427.78" 61.20+24.45"
F 65.37 73.73
r 0.000 0.000

F 5 NWAH L, P<<0.01;5 DW 4L I, P<C0.01; 5 DWB 4141 [£ ,““P<C0.01,
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Fig 5 The effect of ZZO on the expression of PAD4, NLRP3, and IL-1p in diabetic wounds( X200, Scale bar=40 pm)

P E 5 PCRECA N & 1 4 20 /) WA
2041 PAD4  NLRP3 fl IL-18 % H ) mRNA /K,
ZE R %, DW A A DWB 20 78 d, F1 d, 19 61 16§ PAD4
e mRNA K8 & & F NW 4 (P<<0.01) ,
DWZ #17¢ d, 1 d, 8 155 PAD4 %P mRNA /K &
& T NW 4 (P<<0.01) 18] ik F DW 2 (P<<0.01)
M DWB 4 (P<<0.01) . 5 NW 44 [t ,DW 4 |
DWZ 41 fl DWB 4 7¢ d, fil d, #9 8 i NLRP3 %

mRNA K # 0] @& T NW 41 (P<<0.01) . DWZ
A AE d, A d, A T NLRP3 3 mRNA 7K 2 8 2 4%
T NW 44 DW 40 (P<<0.01) fl DWB #1 (P<<0.01) .
5NW AL, DW 4 DWZH M DWB 47 d, fl d,
(9 61 T IL-18 5 1 mRNA /K F W 8 & T NW 41 (P
<0.01) . DWZ A d, A1 d. A 17 IL-16 3 P mRNA
KB BAK T NW 4 DW 241 (P<<0.01) Ml DWB 41
(P<<0.01), W7,
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%<6 &HGIEPAD4NLRPIFMIL-1BEHREERE (T +5)
Tab 6 The average optical density values of PAD4, NLRP3, and IL-1B in wound tissues of each group (7 =+ s)

Fif ] 4151 n X FLET B PAD4 NLRP3 IL-1B
d, NW 2 3X5 0.088+0.013 0.2814-0.026 0.24940.071
DW # 3X5 0.457+0.053" 0.5784-0.050" 0.5004-0.085"
DWZ 4l 3X5 0.22440.031"74 0.31740.030" %44 0.31440.041"744
DWB # 3X5 0.414+0.034" 0.5484-0.067" 0.5574:0.052"
F 75.43 99.56 131.86
P 0.000 0.000 0.000
d, NW 41 3X5 0.06840.030 0.21740.016 0.2764-0.036
DW 44 3X5 0.3294-0.044™ 0.4404-0.0717 0.3394-0.053"
DWZ 4 3X5 0.200+0.024 44 0.303+0.0927 %4 0.252-+0.063" 7"
DWB # 3X5 0.350+0.051" 0.4734-0.055" 0.3744-0.073"
F 65.95 56.53 7.53
P 0.000 0.000 0.010

5 NW4IH H, "P<<0.01; 5 DW 414 e, " P<<0.01; 5 DWB 414t ,““P<C0.01,

K7 FHEEIE PAD4.NLRP3FA IL- 13X mRNAXRIE (n=3, T £ )
Tab 7 Relative mRNA expression of PAD4, NLRP3, and IL- 1B in each group of wounds (»=3, ¥ + s)

I ] #H5 PAD4 NLRP3 IL-18
d, NW 2 1.00+0.00 1.00-0.00 1.00+0.00
DW 241 3.60£0.127 5.9840.28" 3.134£0.13"
DWZ 4 1.7340.14744 1.4440.1044 1.70+0.13%%
DWB 4] 3.43+0.217 5.64+0.49" 3.01+0.25"
F 165.40 171.63 88.00
P 0.000 0.000 0.000
d, NW 4 1.0040.00 1.0040.00 1.0040.00
DW 21 2.96-0.14" 3.4140.18" 2.390.15"
DWZ 41 1.3640.0944 1.6740.1374 1.3740.10744
DWB 41 3.1840.23" 2.5640.08" 1.9940.127
F 117.32 158.78 66.13
P 0.000 0.000 0.000

TE 5 NW 4t ,"P<<0.05,"P<<0.01;5 DW A Mt ,"P<C0.05,7"P<0.01; 5 DWB 44 ., “ P<<0.05,”“ P<C0.01.

3 itig

Hh I AR TN e R R 18 M S RAE L
PR 1 OG5 20 BB 43, 1E B Ak B 2 A B R X T
IR E BRER, R ERITH, ORI RET
e P EEANBHE  h REA BOIR Y OT Ik R C AT
CGONBHE X -9 BN E 2598 ) o %07 kil i 2 Fh il
i A A AR T ST, A AT 25 W3 B A T A A
JH R, e kT R HE 5 L Jl AT AN W e
A i MBI TR 1, LA B 8 0 Joy ¥R Y IE S R
i o X 2 80 0735 IR AR T8 9 19 ST R T HE
1% P 97 10 AR LT B BE R R AR RS
SRBOR I — P L T BRAMA BRI T B Y
SMTLGY), th RS CER BRI BT KRN
Wi rP 25 SRR B, B T B RE RS AR L RN R

i I 649 2028, AR 3R 97 M DR K R 5 T 1 R
I A S SE A A AR /N BB A A
BT B R BT X W RO Q) TS B o SR W
IS HE RO AT LA R DR R 187 6 S TR
B R BCR T LA SR PR s ) TS P 400 i 1Y SR A
P 718 58 R R ] BB I A0 S RE S 4 A 0 )
M AR 20 DR 81 T 4 A

NET's S F AP 20 i 7 G 22 25 i e R T
() — Fh IR 254, 22 i DNA V8 R b v
240 e A 2 R A, BE 8 A R M A1 T 3R R ST A
S DA o OB DR SR T R AL TR R RAERAS X
{45 Fp VL 20 i 35 2 0, T B NE Ts i 27
Ao NETs BB 5 AT B8 2 P 40 ok 7% A0 4 211454
i AR I O A AR IR O R R P A R AN



PMES AT H PADA A 19 NETs B0 2055 b /s B i & & ay Ll w7 1163
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