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A T E RPN RE S H, I, IR TCE 51 /Y
IS A5 S AL AIE 5, BAT B R A R A
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KA M AW . DI 205 B AR R OM-
DT 835 RS O HLH o miR-30d-5p AYAEH] K Al fig
Z 5 EYE Bl e,
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1.1 fREIER BEE 2020 45T =& BRR B G BE
Wit 9 OMDT 8 3% 6 i, fir 4 %% 1] ) 4% i8 GBZ
185—2006 ¢ BV 1 = 56 .08 2595 FF Bz 212 Wikn i )
PEATZWE . ARRE . D A WY TCE 422 fil 5
Q@ HBLLIIE R T R 5 R 28 ik L 45
KA IRFI ;@ BEA: S IARMERE , T2 B
S, HEBRPRME . @ AR A2 s s 2
N1 5@ AR G L 5 B & i 42 f JEL At U 5 1
WfeFEHRER, HELBERIR AR BB T fe
IEH MR R IR 6 i, SR FR R (£3 %)
AER 1 2 1 UCEC, BE P DRSS bl A th A B
T3 BRI 4 45 BSRAS . BT A BE R 74
— i = I DR I 2 A A0 38 1 4 o AR AL M (i
5 .5101302) i i R B G R E .

1.2 UE5RF  miE SR ARG & miRNA
FHGAH & (75 E Qiagen 23 F]) ; miRNA S F5 53
Fl&[AETAEY TR RS BROARAF ] Mix
W (Fi -+ Roche 2y #)) ; HSP-70 Hi{A | Flotillin-1 #¢
A .CD9 Hifk (HEE Abcam 23 H)) ; RIPA 2L 2% v
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i PMSF 25 A 75 ( B0 38 < RAEYH AR R
NE]) s PVDF B Western blot & YGHARF & (12 H
GE Healthcare 2\ 7] ) ; miR-30d-5p mimics , miR-NC
mimics B A FIZE4E RHOB JBkr 5% Yuik ) ( b
T 25 ARG PR 7)) s HEK-293T 40 ift iy 22 L EE R}
AP 2 2 e I 7 ; DMEM 8% 5% 5k i 2F 17
0. 25% [P FlE (£ EDTA) 100 pg/ml 5% % 100
U/ml H55Z (2 H Gibico 23H]) . A HHER N
PCR ¥ (Fi+: Roche %3 7], Light Cycler 96) ; 44K i
B B 43 M1 AN (78 [ Particle Metrix 2Y 6], PMX-
120) ;i 5 HL T 2.5 ( 32 [ Thermo Scientific /A A ,
Talos L120C G2) ; Western blot 4= H 8l fk 5 & Y6 i,
BARGE (L AFE U A PR H | Chemiscope
6000 Touch) ; TFLAR & YEAE AL (55 E Promega 24
A, GloMax96)

1.3 MmiFKESIMNBEERE A fE5E R 0k
A8 WO AR BT 6 4 0l , & R R S5 min J5 LA 3 000 1t/
min 2.0 15 min B 2 MTE 225 E T - 80 CVKAE
PRAE . B2 ml IMTEREAS 4 BRI &1 I A3 BGF)
UL A HEAT B B S R S 0 i 0. 22
pm SRR UE, 5 2% i XBP EABUR 4,2 000
r/min .0 1 min,Z"JﬁjJ[])\ 3.5 ml B9 ik XWP,
12 000 r/min 5.0 5 min, e IIA 400 wl (2% whil
XE,2 000 r/min #.0>5 min, F PBS 1% B 2 SH
WA,

1.4 SMNMEEE

1.4.1 HHETF 2 MEE BRI IR T
200 pl A9 PBS ¥ 25 T 2t DR L SR
FHER F e BU— M35 N BT AN A 1, B 77 10
min, FHIEACG 8 W T J5 B 2 W 21 2. 5% S
T L BTE S min, FHUEAR T ; 05 R 2 M 7 5
F B PRI B 10 W, BRK 2 min, EPESEEE IS
FHIELRWE T FERS 4R M B 40 o/ 1 2R XU Bl i b
Pt 10 min, PEARIK TS HE RSB B 10 o/L FBELT
A Z W F Y0 5 min, JEARIN TR SR E T
510 min, BCARE S QLB T EE ¢

1.4.2 “$hRBESRSZSH B HEE FRIFRE
HLESFEA I , SRS LA SR IR 3 1Bk (100 nm ) FRifE &
XML HEATAG i , FEAE A 1 x PBS ¥ W5 VEDL 2% A
AL, HERS TAE S8 BUS W SRR A PBS
FREZE 1 x 10°/ml, FHVE ST 2% 3 A 94K JUkL 81 25 43
B, AR AT S i 3 YK, B A2 R A L R
(K35 SR HEATIC 5%, [ B DL BT J5 2315 Bk 4%
— VI A3 A B, T ARSI A1 3 AR 5 R A R

N

1.4.3 Western blot ;24 stk iz & &G FREL
HMILRRE SR (1 IF e i AR5 T SDS-PAGE #47
HLPK 73 15,200 mA %% /15 3 h, ¥ PVDF JEAE 5% il
AUy E R E A 2 h, ZJERES HSP-70 (1 -
1 000) Flotillin-1(1 : 1 000) .CD9(1 : 1 000) {4
—EE T4 CHFLIR, B2 K, BELESAH
0.05% Tween-20 Y TBST H1¥E#% 3 ¥k, &YX 10 min,
SRIG 5 I P 1gG PR sk il FE 4T B 1gG brik
(1:5000) —AE=RFFE 2 h, FIAE A 0.05%
Tween-20 [ TBST FP{E¥% 3 YK, £:¥K 10 min, A ECL
Rl EN T oS RS

1.5 5pMibE RNA $2EUS qRT-PCR #&iU i FH4b
WA RNA 4lifb i) S B i M R AL 7% miR-
NA B2 RNA RHATIME 54 5% ¢DNA, T PCR
AR HEATY 1, 54 5595 C THAEME 5 min J5 LA
95 °C 15 .52 C 30 5,72 °C 30 s {EH 45 &, i
SESLLFH HL ARG IR AR (2724 ¥4 HT, L miR-16
YR NZEEA | 3154 miR-30d-5p AR KA,
ANHEARTEZ R 3 K, 51¥)F 5. miR-16 (F) : GC-
TAGCAGCACGTAAATATTGGCG ; miR-30d-5p ( F):
TCCTTCATTCCACCGGAGTCTG; i FI 51 4 (R) .
CGAGGTATTCGCACTGGATACGAC

1.6 HMpEEEFES WL EEBREEFLWRIEIE
¥ HEK-293T 44280 T 7 10% 2R 1035 ) DMEM
Rigededh BT 37 C 5% CO, M3 46 F o ML i
7, £ RHOB ik 5 miR-30d-5p ( miR-
NC) B AT S50 BOW$0E K 018 HEK-293T
YHMILL 2 x 10 A/ FL 1Y %5 BEHEFD T 6 fLAk b, i 4
VLA B HEA T R4 | A0 B BB 1 5% i85 5 miR-NC
B .miR-30d-5p #4014 B AL A RHOB ik %8
AR RHOB JBORL S5 2[R A 40 L, BERL AT h 4 4.
B AR+ miR-30d-5p 41 ( Hfk YLy A A ok Al miR-
30d-5p B ) B 2R + miR-NC 20 (7% e i 4
RIFREFT miR-NC B4 ) \RAEAY + miR-30d-5p 41
(et e 2 5 7 BRI miR-30d-5p BEALI4)) (S8 Al
+miR-NC 4 ( 4% Y 98 A48 B Jiokz Al miR-NC B 1)
Y1) ,6 h 55 Ll s 5R 2L 12 h A48
L YL R | IR ARG I % A Hp i K i e Y 2l P
H B R B ISP

1.7 E£WERESH RHIIGEEZE (gene ontolo-
gy, GO) B5dli X JE R =W i S e AT oA, B A
=R AWk B2 (biological process, BP) ;5 2l ifd 40
41 (cellular component, CC) ; 43 F IJ B ( molecular
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function, MF) , 7E Gene Ontology % A miR-30d-
5p, IFEBEIIRON K B RIF R RLR . @it
& 4 (kyoto encyclopedia of genes and genomes,
KEGG) &7 Hr kN I E Ik 2k N 41 5 B R DI RE 5
SR EARBETE R ] KEGG Bl iy
A8 P& R A TG R 40 BT, R miR-30d-5p 1)
HEEE DA A -5 IR 2L T B A O

1.8 ZHiTZF4IE R SPSS 25.0 41 F1 Graph-
pad Prism 8 24T GE 140 M, AR 1E 284315 B8l LA
M( Py, Pys) Fon 2R AR S HUG B, O AEAS L 52
K Wilcoxon -5 Bk FIAG 56 , 20 37 A A 20 8] Ho AR
I Kruskal-Wallis H 656, A5 1 730 B 5% Bk AH 2%
(Spearman AH3¢) , IEA/M A G LA » + 5 FoR, 41
FLBCR AT R T 2270 B (ANOVA) |, 28] 3 50Wi
UK foe /NS 5V 22 573k (1SD) |, K 95 7K 1 o B
0.05(BUM) , P<0.05 AEFALIHHE L,

2 FR

2.1 ARMKERER 12 GIFFRA L LM E
FHZ 50 S35 1 245 W 4 58, JE IR R 52, 6 43
OMDT £ & h B M 4 #l (66.7% ), &t 2 1
(33.3% ) , I WIHI ) TCE il sk | 5 6 filfd &
FEF MR 58 1 L TR, BM
(P, ,Pys) 31, AT OMDT H& 4% 4 20.0(17.5 ~
23.8) % fil G EE AR 23(19. 8 ~24.5) # , 4
PR B0 AL AF I 22 S EGe it 2# B X (Z =0. 194, P
>0.05) .

2.2 MiFEIMNMEMETE BB INBARETE
WEIRDE , HAT AUZ G B 25 74, Western blot 154
W% B0 A1 W A4 ¢ 4E 4 B & 11 CD9 | Flotollin-1 Al
HSP70 &1k FHAE , 9 K 00 R 5 20 B A SOG4/ 0 4
HBIAEZ 200 nm , YIFFESMAMA B RFAE, DL 1,

R
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2.3 MiESMi kR miR-30d-5p EE RiEKFEH
T gRT-PCR Z5 3R R, X REA & i 16 1 4
FIR I P S A 411375 0 WA 1A v miR-30d-5p AH XT3
KK 43 51 4. 0.90 (0.58,2.12),0. 14 (0.01,
0.55),0.93(0.73,1.29) . A& = WA 24 1L v A b
A miR-30d-5p FRIA/KF-H AR T HABPGL | 25 57
Bt #E X (H=6.398,P=0.034) , WK 2,
2.4 OMDT EHRIral/EFgEiatr K FRI KT
JIF DI REAG A 45 R 7R, 6 ) FR 3 A e st % 9 e
AR ] 4 & TR & FL % F4 il (aspartate transaminase
AST) N R A F %L (alanine aminotransferase ,
ALT) | y-2 A BN L% 75 1 ( y-glutamy] transferase,
GGT) 1R Fhwm , 5 i Beis &k 2 10 e 22 5+ 42
N (Z=-2.201,P=0.028;Z = -2.201,P =
0.028;Z = -2.201,P =0.028), WLI& 3,
2.5 OMDT £2ELXFSIEHMAFINGEIERS
miR-30d-5p RiXKFRMEXES 8 A
SIHT R IR, B R v I B A I AR AR miR-30d-
5p FHXSFikHE S5 AST ALT,GGT /K -1 52 5%,
R,

# 1 OMDT #E#& miESM ik miR-30d-5p RiEKFS
BFIhBEIBRAUHE KM T

F G bR r Ml Pl
AST -0.943 0.005
ALT -0.886 0.019
GGT -0.886 0.019

2.6 OMDT £E 5 miR-30d-5p RiLKTERE
YWIEBESH  7E miRWalk B8 E ikt T 535
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i e AC 4 BoR T 46 s FE I I, R GO 43 #t
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22 B0 {1 O L DR A LR i 58 i B 210 43 £ | Ape-
lin {5538 1% Wnt {5 518 # Fl Oxytocin 17 5 18 5
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2.7 miR-30d-5p ¥ [ RHOB ERF it —
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miR-30d-5p 5 RHOB %5 & #5007 )7 51 J H 58 A8 4
H 55 U154 A B KRS R R R, 4
A FIZEAE ) RHOB KA HEUA , 5 miR-30d-5p £
PPy miR-NC B[R] I 55 e A 293 T 41 il 347
XU 2R W % A I S5, 45 R W . #  miR-
30d-5p ALY ] 42 IR A RHOB BFA4: 3'-UTR
V90 ) 4 2t L DR e ' 2 il % A T 8 O R ) 4] 2 A
J5 PG ER B G MR 3252 ), B g miR-NC B34
J AN Wi B A R 2 728 2 (1% i 45 55 R 9O R T 1
ESRHG#E X (F=11.458,P =0.003) , W&l
5. DL EZEHAER] miR-30d-5p HE4PL) ] 4 S e A 1)
454 RHOB (1) 3'-UTR J¥ 51, N1 845 RHOB 1) 3%
KK, W &5 A A ¥ 51 RHOB 37 UTR.. . .
AUGGUGAGCUUAUGAUGUUUACA. . . ; miR-30d-5p
3"UTR : GAAGGUCAGCCCCUACAAAUGU,

1.2 -

¥r 1.0 F s

Es5 WhAEEHmBREER
d:miR-30d-5p #HY) + EF AT ROHB ikl ;e miR-30d-5p B
Y + 28757 ROHB JJkE ;£ miR-NC #4004 + $7 4% ROHB JFiki ; g:
miR-NC 1Y) + 28457 ROHB Fikr; 5 miR-30d-5p #44y + ¥4
# RHOB ki lb# . * P <0. 05

3 itig

BRI AN BB 58 TCE 32 %238 3o WP 1 38 N Rz Jik 1F
AWK B HETE AR, R0 Z2 RS | I DA
VEANIE Y -3 s A I i i A ) e il
J& o AMWFSE 6 i) 8 5 TE A0 e WS I D) B8 A S o
FhE A ELR AR 3, H AT OMDT #9443
RARMLIFEA 5 4= B A Fpatt— 2B T

—JIAEEE Y R TCE %88 T A BY4ME I i 35
miR-150-5p 5§ miRNA 73 F 35K PAT B o 2l s, o)
— T 5T R LT AR I R miR-21-5p Al miR-

339-5p Fik/K V5 B0 M = 5 2 K B Y 25 A
HEAH S AP IAMA miR-21 1 miR-690 % & PN T
TCE /SRS SAE RN > BRI, 1 A s i
ZE miRNA 1E S — RS e W DIRE 7 F, TR 2 1E N
I RIATT A A5, A S A S o 0 9500 =k 12 Wi 1) A4
Frai¥, 76 OMDT B Iif PR BIF 5% v &5 5 T I 4 B
. SERTHIRTIEY M, miR-30d-5p AT LLE S S5
T 40AE 5 B 4H M 0E PR AL 0 S s g, 9
L ARRG M g 107 I 45 2 o PO s 11 2B R SR A
K G5E—WOCT TCE %58 AfF miRNA #Y.88 Fr
FE! HA miR-30 FKGAT I 25 5 ek, R AR F
E3EHE T miR-30d-5p TR AT .

AT T OMDT 5 14 L35 J5 $2 B Ah i
TR IR T S, H ETE A D SN IR Y AR
£ 30 ~ 150 nm Z [A], T 98 9 (1 B AR — R AE 100 ~ 1
000 nm Z [i], A F 5% 25 S v I s HEH AR 295 200
nm , J& TR /N — 53, 255 01 56 SRR KR
VPRI AT AT H A R R R L
Y 6B, HA B2 08 B 4544 , Western blot
g5 R H 3R W A KR 9K & 1 CD9 | Flotollin-1 F1
HSP70 FEik S B, 5 S0k 8 m 25 R — 80 o8
JaSEF 5T BE e T Al . qRT-PCR 453 .78, OMDT
R R v e 3T I 3 A A AR ) miR-30d-5p 7KF
W W IAIG, 9 H 5 AST  ALT Fil GGT F8 7 52 31 17 AH
S I 17 A A miR-30d-5p AT AEZS 5 T OMDT
S B A e A

X miR-30d-5p 470 3 PRI (% 35 00 B2 A ) 2 A
T4 R, miRWalk & miRBD %t e i i
| 46 > miR-30d-5p Y A GEHE A5, Hivh RHOB j&2—
TN GTP i, JB T GTPase {5943 F 5% , J& 40 i
or54 BB A 10 Gk e AR 2 R AN i A
Az P FR A S T, IR ISE IR B RS 5 AR T A
PERG i S LA S 2RS4 ,3X 5 GO
I L R AL, KEGG 453 75 T RHOB ] fig
251015 58 i, Hoh A E cAMP |, Wnt | calcium 7E
PR 2 H0R8 5 G e v I %6 DI AH G . miR-30d-5p
15 RHOB Y # [a] 5C 22 76 224 9 3l 5 50000 21 (hep ./
www. targetscan. org  http://genome. ucsc. edu) , X%
e R R A AL N 25 51 7R |, miR-30d-5p AR 40047 Al 45
e HE ) 25 A RHOB /9 3'-UTR 741, 1% B miR-
30d-5p AT LA i4E RHOB [y 361k, AHFoE B AR R
RERZIN OMDT 85 PR RHOB ik /K-, {H & 7E
A AR DR AT B TCE S0/ BUBE BRI 78 3Rk
& BREC PR M B I IE 41 21 RHOB 3 [ 2 38 K
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SEH R FFE 7% RHOB 4 38 OMDT Y3477 #t
HZ—,

Zi LRk, OMDT £ 35 13 ZR A 4 miR-30d-5p

FEIRIKOTREAR, 5 M 1 2 B 52 AR O O HLAS A
FEHAE T miR-30d-5p 5 RHOB % [H 4 8 [n] 1 2 5¢
R, HIRABESE OMDT F8 35 46473 1) L A4 R 45 L il
PRALTHEF 7 ] A ST 9255 I R X miR-30d-
Sp WFEA AT T, P IR 75 B2 1 — 2B AF 5 DA R4S
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Role of serum exosomal miR-30d-5p targeting RHOB in occupational

medicamentosa-like dermatitis due to trichloroethylene
Cai Shuyang' , Wang Hui’’, Zhang Xuesong' ,Zuo Xulei' ,Ma Jinru' ,Hong Yiting' , Wu Qifeng* , Zhu Qixing'*”

(' Dept of Occupational Hygiene and Environmental Hygiene ,School of Public Health
Anhui Medical University ,Hefei 230032 ; >Dept of Dermatology ,the First Affiliated Hospital of
Anhui Medical University ,Hefei 230022 ; *Key Laboratory of Dermatology ,Ministry of Education

the First Affiliated Hospital of Anhui Medical University , Hefei

230022 ;

* Guangdong Province Hospital for Occupational Disease Prevention and Treatment ,Guangzhou 510000)

To detect the expression of serum exosomal miR-30d-5p in occupational dermatitis medica-

mentosa-like of trichloroethylene( OMDT) patients and its correlation with liver function,then perform bioinformat-

ics analysis and verify the target gene. Methods

Serum exosomes were extracted from 6 OMDT patients and 6
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Sigirr deletion upregulates NF-kB and is involved in the development of

renal interstitial fibrosis in mice with chronic kidney disease
Tong Ziwen' ,Xu Deping' , Wang Zhe’, Yang Ping' , Tu Zhenzhen', Zang Dandan’ , Zhou Haisheng'~
(' Dept of Biochemistry ,” School of Basic Medical Science ,” Center for Scientific
Research , Anhui Medical University ,Hefei 230032)

Abstract Objective To investigate the role and mechanism of Sigirr deletion in chronic kidney disease compli-
cated with renal interstitial fibrosis ( CKD-RIF) in mice. Methods polymerase chain reaction (PCR) was used for
identification of gene types of mice. Mice were continuously fed with the foods containing 0.2% adenine for 12
weeks to establish the CKD-RIF models. Then,serum was collected to detect levels of creatinine and nitrogen when
mice were killed. H&E staining was used to analyze the pathological changes of kidney tissues. Masson staining was
used to observe the degree of renal fibrosis. Immunohistochemistry was used to detect the changes of the interest pro-
teins, such as IL-1B,MyD88 , activated NF-kB,TGF-B1,E-cadherin and Vimentin. Results Serum creatinines and
urea nitrogens of mice fed with high adenine ( CKD-RIF groups) significantly increased ,compared with those of the
control groups. H&E and Masson staining results showed that there were more infiltrated inflammatory cells and
more critical collagen fiber deposition in the renal tissues of the Sigirr '~ mice with CKD-RIF. Western blot and Im-
munohistochemical analysis showed that the expression of IL-13 and its downstream MyD88 increased , and the level
of phosphorylated NF-kB ( p-P65) significantly increased in the renal tissues of CKD-RIF mice compared with the
controls. And upregulation of these proteins in renal tissues of Sigirr '~ mice with CKD-RIF was more obvious than
that of the CKD-RIF Sigirr ™" mice. TGF-B1,as a key cytokine involved in renal interstitial fibrosis, significantly
increased , followed by the increase of vimentin,as well as the decrease of E-cadherin . The results of vimentin and
cadherin E detected by Western blot were consistent with those of immunohistochemistry ,and a-SMA also increased
significantly. Conclusion Adenine diet successfully induces CKD-RIF mice models. Sigirr deletion is beneficial to
activation of the IL-1( mediating NF-kB signal pathway,which promotes TGF-f1 expression in the renal interstiti-
ums to induce renal interstitial fibrosis.

Key words Sigirr deletion ;chronic kidney disease ;renal interstitial fibrosis;IL-13 ;NF-«B
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healthy controls,and miRNA was extracted from exosomes which were identified by transmission electron microsco-
py , nanoparticle tracking analysis and western blotting. The expression of serum exosomal miR-30d-5p was detected
by real-time fluorescence quantitative PCR ,then the correlation with liver function was analyzed. The target genes of
miR-30d-5p were predicted by the miRWalk and miRBD databases. Gene ontology analysis and KEGG pathways a-
nalysis were performed. Finally, RHOB was verified by Dual-luciferase reporter assay. Results The expression of
serum exosomal miR-30d-5p significantly decreased in 6 OMDT patients at the peak of the disease( P <0.05) ,and
it was negatively correlated with the level of AST,ALT and GGT ( correlation coefficient;r, = —0. 943 ,P =0. 005;
r.= —-0.886,P =0.019;r, = —0.886,P =0.019). Bioinformatics analysis and dual-luciferase reporter assay
showed that RHOB was the target gene of miR-30d-5p. Conclusion The expression of serum exosomal miR-30d-
5p decreases in OMDT patients, which is negatively correlated with the level of liver function, and the target gene
RHOB may be involved in the process of liver injury induced by trichloroethylene.
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