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P 4 w)‘léﬂ’ﬁ)ﬂ AR R R A A J 0 BOR T ik 32 5 DUSPS L R A /T SRRAW264.7 48 e

7% I+ A B v | & 4 & & (rapamycin, Rapa)F= 47 #| F| € 9 & & % Al(bafilomycin A1, Baf A1)
o B 2 H it 4 TﬁiJ 7%5;, A% ) & &) % J5 BP 1% H K (Western blot). & # & 2 PCR(Real-time fluorescence
quantitative PCR, qRT-PCR). £ J 2Bt ' J#(monodansylcadaverine, MDC) % & vA B %, J& % K%
HER LA R R AP HIDUSPS & 2 B 4 40 JORAW264.7 £ "2 69 7. 48 R BT DUSPS:;ii:V/ﬂzt
1% 98 754 L RAW264.77°T B % 3% 5 /49 4| DUSP5 mRNAF= & @ 4 £ 4 8 (P<0.01); Rapafl#lz, it &
A DUSP5#7 4] ) %48 X & @ Beclinl A LC3ILE & H B 4K T s 7, 37 4| DUSPS A& L 4 R 5 b
A8R; A Baf A1FLETDUSPSF#HRAW264.748 2 4% ¢ tm ok B %27, DUSPST#HRAW264.748 X 4% 3¢
otk o LC3ILA A & o B AR S E 3 B 2 FiF(P<0.01). ®3biiBl, DUSPSA LA Erkaie f
W, T AR A B EAR S AR FLAT B i B iR AR . s At — IR R EvE i B R4
AU IRAE T #7 69 A 50 B3
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Establishment of Dual-Specific Phosphatase Overexpressed/Interfered
RAW264.7 Cell Strain and Its Effect on Autophagy

Luo Jia, Zeng Jin, Yang Yi, Wang Yujiong*
(Key Lab of Ministry of Education for Protection and Utilization of Special Biological Resources in
Western China, Ningxia University, Yinchuan 750021, China)

Abstract  To study the effect of dual-specificity phosphatase 5 (DUSPS5) on the autophagy of macrophages,
they established DUSP5 overexpressed/interfered RAW264.7 cell strain by transfecting lentivirus vector. Besides,
rapamycin (Rapa) and bafilomycin Al (Baf A1) were used to stimulate the cell strains. Western blot, realtime
fluorescence quantitative PCR (qQRT-PCR), Monodansylcadaverine (MDC) staining and immunofluorescence
were all applied to this research. The results showed that RAW264.7 transfected with DUSP5 overexpression/

interference lentivirus could significantly increase/inhibit (£<0.01) the expression of DUSP5S mRNA and protein.
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Overexpressing DUSPS inhibited the expression of autophagy-related proteins Beclinl and LC3II and the formation

of intracellular autophagosomes after Rapa stimulation, however, suppressing DUSP5 expression had reversed

result. The expression of LC3II and the number of autophagosomes were significantly increased after blocking
autophagy flux of DUSP5 interfered RAW264.7 cell strain with Baf Al. In a conclusion, DUSPS plays a role in the

regulation of macrophages autophagy, it may inhibit autophagy by interrupting autophagosomes formation. This

finding will provide a new idea for further exploring the regulation mechanism of macrophage autophagy.
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H W (autophagy) & — i i JE DR ~F 1 40 A H 3R
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K W], DUSP5Z: 55 1448 JH- I 48 AT A i i 222 98 4
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AHFFC A/ BB B 4 i RRAW264.71F K
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# (rapamycin, Rapa)is ‘3 13 & #% 4% 40 itk K &
H W JF g o | R S A, R B R A O B
LC311. Beclinl ff] AH % & 35 &5 JH 8 3 B 1 ) 1
(monodansylcadaverine, MDC) %% t5 W 52 fifd P [ I 4
TE Rk, $R 5T DUSPS R F % ELRR 40 i 5 MR 520 .
2 9 4% 2% & Al (bafilomycin A1, Baf A1)FH WrDUSPS
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dual-specificity phosphatase 5; macrophages; autophagy

I RS S5 RS 7 A 0 L4
(371 B 72 1

1 MRI575E%
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Jifr 4= L 3% 8 H Gibeo A 7]; DMEMES 77 . XU Hi.
PBS. Il HHycloneA H]; "M %% 2 (puromycin) 4 H
Solarbio 2 7; 4 i S RNA$E B 5 £ 4 F OMEGA
2wy RIPA(5R) & H $2 BOA A &8 B 75 0 38 = R AE
W) B R W 5T BT, Prime Script RT Master Mix(Perfect
Real Time). SYBR Premix Ex Taq IIif 7l & 4 H
TaKaRa/s w]; BCAHR & &5 &0 3 /e mi e A4
Yk A B A 7], MDCIY H Sigma A ] ; RapafiBaf
A1l HMedChem Expressa 7]; RETLC3PUIA. At
Beclinl P, 4 Pip-actindii 44 W H 3 [E Proteintech
A R PTDUSPSHLAI H 3% [H Abcam A ] ; IRDye
800CW/(goat anti-rabbit) IgGI H Licor/A & ; Alexa
Fluor 647 goat anti-rabbit IgGI4 [ Thermo Fisher/A ] .
1.2 /NEDUSPSIE Fik/ TN IBHR B H AR L

FENCBI Gene#{#fs ¢ far /N DUSP5 5
J¥%1(Gene ID: 240672), fRHE/NRDUSPS mRNA]
CDSJF 71 ¥ it I AL B DUSP5 it 2 ik 18 95 75 % 44 LA
F3AASE]F- PR 5 I DUSP5 RNAL T #1805 75 4%
s, ARS8 10 25 B B 2 A B 1) 25 20T R
BT A& K8 B 2% TIEY i L
HLEF BECA R A | 5E K, T8 W BERNALT

IR
1.3 DUSP5IEZRIE/FHRAW264.7F2 E 45 2 4H AR
FREVEE ST

B FERAW24. T4 i 28 6f $i0 A= K 3, 1 % 4
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CO, VL FI P 18 IR 15 TR 46 TP 5 9712 b/, B
W5 R B NL (LW PE NS pg/mL) ) B 58 4 8% 9%
e, NS (MOI=10/IDUSP5 i % i&/ T4
B BRI, BT IR A B 12 hfg R i 97
B, dkEEREIRT2 ho DG BB T WS40 M S e ik
R, FHNEHA ng/mLIENS 55 31 K 58 R R AT
Fag F YL MR Tk . T k4~5K, RR2~3 K TE
i i IR 5L . F R S AT AR B A KR 7R, T
DUSP5 I ik /TP RAW264. 75 5& 15 G40 i bk »
1.4 RHEEPCRIENFEEH LM Patk-h DUSPS
mRNAFRIAKFE

B4 T3 B KT, RS R Aa e 2 Y 4
Ji ik DL BE R (5~6) < 10°/FL B Fh F6fLAR i, i 7 1%
F%12 he WHE LTSI 2 X4, DUSPSIE
Fik B4, DUSPSE #£iA 4. DUSPS T
A ZH . DUSPST#E41. FIOMEGAZA ] (1)
41 i S RNASE B 77 & 52 B 40 i M RNACH 14 52
560 PR R R & U B AT) . K BT 1S B IRNA
7 B F TaKaRa A & ) 2 % sk 700 80 dE 47 & % %
A e DNA(R % 6 A Z AR 3000 & 16 B 15 33547
FE)o JEEFZAFIR: 37 °C 15 min; 85 °C 5 s(fif 2k
i5); 4 °CZ k. LLFT 15 BcDNAYE A BAR 3EAT 9% 6
7E B PCR(qRT-PCR)(5L 4 2 9§ 1% i TaKaRa SYBR
Premix Ex Taq INA )& U6 8] 5 #£17). qRT-PCRJ%
NZEAEIN R 95 °C 30 s; 95 °C 5's, 60 °C 30 s, fE¥A
307K, qRT-PCREZE AR FH 2“9k A & S i 4 v

DUSP5 mRNA HJ A%} £k 7K ¥, qRT-PCRIT 7 51 ¥
W22
1.5 Western bloti& SDUSP5 X B I 8 X & H
LC3II. BeclinlZRiAKFE

oAb T R R K. A K R IIDUSPSRE
FIK/T HRAW264. 753 5E T G4 44wk DL 20 f 2% FiZ
F(5~6)x 107/ Lz Fl F-6FL MR 1, B DL 5256 41
DUSPSit # ik 440 . DUSPSI %1k 5 #+RapaH .
DUSP5id # ik 4. DUSP5iL % iA+RapaZl. DUSP5
T #0 2 # 4. DUSP5T #1 7% #+Rapal. DUSP5
T %% #+Baf A141. DUSP5F#4H. DUSP5F I
+RapaZil. DUSP5T #ft+Baf A14H. i % % 7712 h
J&i, fERapakh ¥ ] FBaf A 14k FE 21 43 51 i N3 &
fliRapa(Z ¥ & 4100 nmol/L)FBaf A1(% K J¥ N
100 nmol/L)4k £ 5% #72.5 h, & B4l i 22 & 1, BCA
K W B R B S 3 4715% SDS-PAGE#E % H UK,
PVDFJEEEN )5, it ABeclinl(1:1 000). LC3(1:500).
DUSP5(1:500). B-actin(1:1 000)47i 14, FHOdyssey Sa
T 2T AN AR Z2 GEka I % 25 1 Tt I PR S M 2%
e, WCEE G I F ImageT B F 20 B 3 14 %6t it 45 21 £
B AT IR BEAB 20 A, DAE & 43 HTLC3ILL. Beclinl F
DUSP5 8 H R IA K-
1.6 MDC#E#MDSUPST FRik/FHRAW264.7
2 B S 40 Bk A B kA

B A T3 B K I IRAW264.7 DUSPSi %%/
T-HUARE e Je 20 Bk DL 2 I % P2 (2~3) < 107/ LR T
12FL0R A, SE36 43 2 IH)1.S, IR R5 9712 hig, 2Pz

&1 DUSPSEFEHIRNAIFS!
Table 1 RNAi sequence of DUSPS5 gene

5194 75 RNAIFF41)(5'—3)
Primer name RNAi sequences (5'—3")

R1 GCC CTG ATG TGC AGG CTT CAT TTC
R2 CAC CTG AAG GAAGCCTTT

R3 TGG GAAATC AGT GCT CAA CAT

%2 qRT-PCREIS|HFF!
Table 2 Primer sequence of qRT-PCR

HE K SIIRFHI(5—3)
Genes Primer sequences (5'—3")
DUSP5 F: TGC ACC ACC CAC CTACACTA

R: CCT CCT TCT TCC CTG ACA CA

p-actin

F: GGC TGT ATT CCC CTC CAT CG

R: CCAGTT GGT AAC AAT GCCATG T
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B, BN A A & EMDC(Z MK 240.05 mmol/L)
(IPBSTATR, 37 °CHiE E 30 min, B T 99618 & B il
N, AU, MEEGH M GER B
1.7 SRIRR AN B

B4 T 35 Bk K DUSPS T-HiRAW264. 754
S8 T e A B ik DA A A %55 2 S (2~3) < 10°/ 9L 4 F 1712
LR g b, AR 3212 hiE, DG & (1) Baf
AT(ZIRFEN100 nmol/L), 468:859%2.5 ho FrR7FRIE,
4% %2 3 H % =5 95, [ %€ 20 min, 0.1% Triton X-100i%
FELALFE10 min, 10%111 2 1f15%37 °CEA1 hjg, ALC3
—$1(1:200) T4 °CiFE LR, HAlexa Fluor 6474510
(119 6 — 4137 °CH¥ & 30 min, DAPISAZ $] Fr, %kt
5] B e T UL E WA
1.8 SitFEoH

H A 350K FHSPSS 1708043047 2 2 1 22 = 43 A,
K F S5 Eh R 22 Ceks) R, P<0.05 N 22 54 W3

2 4
2.1 DUSP5IEFRIE/FHRAW264.752 E 55 4AA0
G FE RS E

2.1.1 DUSP5it & ARAW264.744 7 4% ¢ tm fo bk 49
#3 A% DUSPSIL R IA M2 9% 3 AU B =5
O 12 9 B 43 9l I YL RAW264.7 72 h, 4RI F
R iE4~SK G, WETAFTR, 206 R ME N W4,
DUSPS5 ik 8 14 41 FH ik 32 34 7% Ho0) JR 20 41 i ¥ 5 4
BRI E AFKIE. qRT-PCRAG I 45 3 40 B 1B 7R,
DUSP5T % 34 20 HDUSPS5 mRNA [f) A %} %6 1k & &
5 TS N R R SR A A O E4H.(P<0.01).
Western blot4h 5 il F1C it 7, DUSPSit 32 1A 4
DUSPS [ [ M X 8 /K 3 25 U oo R4
MDUSPSIT K & S8 0 A H A fEN W& 2 7
(P<0.01), LA EZ55 3K, DUSPSIT K IARAW264.7
Tt e YL B R S ST BT

2.12 DUSP5F £ RAW264.7#4 T 4 J tm otk o 32
S AR HRNAIFHUFSINRE. R2. R3(K])
(FIDUSPST-H 1255 B LA S 40 2= o0t B4 9 5540 71
L4 RAW264. 741 i1, Western blotfs IIRAW264.7
HDUSPSHE HRIAE. WE2AFTR, RNAITHLT 5
R27AJ {2 3% [£IKDUSP5 8 H R 1A 7K ~F-(P<0.05), [Alith,
% FIRNAIT- 4 7 51 AR2 FIDUSPS T #1895 2 48 14
(i FRR2T 41t 18 97 B8 ) & - DUSP5 T HtRAW264.7F%
TE B YL 2 Lk

R2T P15 9 B F1AH JBL (1) 2 4800F HE 125 B 5
FEYYRAW264.7 72 hif H WA 55 2 i ik 4~5 K e, a0
EI2BFT 7~, 206 2 UsE T W 42 W] WDUSPST#it 41
FNF P25 o B P 4 B 3 T Rk SR e 8 iR A
B89 5 5 Je ROR AT 1890% .. qRT-PCRAS Ml 45 S
W E2CH 7~, DUSP5 T4t 41 1 DUSP5 mRNA 1) #H
X ek B AR T A 6T IR LR TP A Bont iR 4
(P<0.01). Western blot4i 3 (K 2D) &7~ , DUSPS
THPH ' DUSPSE H AN R B K P B Z LT
6 B2 R0 P 2 o A, B 22 S B S (P<
0.01).

2.2 DUSP5HH| BEMEXE HBeclinl . LC3IIHY
=ik
2.2.1 DUSP5it & ik 5 § %48 % % & Beclinl .
LC3IL& A& T Western blot#s; Il Rapaji] ¥4
DUSPSIT R IARAW264. 72 i % YL 4 fi bk S FAH L
23 3300 HE 2 41 g P Beclind PA S LC3IIEE [ 2% ik &4
B3 s, &R FEAE T E 45 LK. 5DUSPsIE %
5 23 #o0 BB ZH A B, DUSPSIE 614 41 41 it o Beclin
FILC3IIE [ 132 1A & i 3 PR (P<0.01); Rapafil#
DUSPSit % JA 2% # x} B8 41 AIDUSPS I 38 1k 41 41 i
J&, EWEAH 2% 2 [ Beclinl MILC3IIK 5 & 8 % E
W, SR, DUSPSIE 3R 1A 4H #1Beclinl F1ILC3ILE [ 11
LIk & B F AL TDUSPSIE % 1A %5 3 41(P<0.05).
X Ui B, DUSPS®R A & iR 7 AWM <EA
Beclinl AILC3IIf{I KA.

2.2.2 DUSP5T i/ f 48 X & @ Beclinl. LC3II
k&g b NTHEPIUFDUSPS X RAW264.7
H W 11 52 1, F Western blot /7 v 6 Il Rapa il # J5
DUSP5THLRAW264. 783 5E e 4y 41 i bk S o AH BT
P25 8 0F HE 4 40 il Beclinl FILC3I1EE (A 14 & U
Kl4ffr~. THDUSP5H H K14 J5, Beclinl F1ILC3II
RAMFEER TS HAT =B, LRapalfill
J&, Beclinl MILC3IIE A & 4 i, HDUSP5SF#E4H
4f il 1 Beclinl FILC3IIEE [ K14 & & 3 = T-DUSPS
T2 HA(P<0.01). X P, MHIDUSPSEK X
# 7 Beclinl FILC3II £ ik .

2.3 DUSP5HIHIRAW?264.7E Rk 40 B 2 B A4 22 4

MDC#: 8 5 41 fd 2 2 5% W %2 40 ISP 7
DUSP5it #k 2H HH 40 i 1 2 ' 0 B2 55 T DUSPS IS &
IS R, HRapafil 5, DUSPS IS 1A 4H 41 g
(5% e B B A N, (H 58 6 5R FE A7) 55 T DUSPS

>+
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I FE T EH A . [EDUSPST L HIRAW264. 754 7€ %
et ff Fh, DUSPST-$ 2 40 i 1) ¢ % 5 & B DUSPS

2.4 DUSP5HIFIRAW264.7E I £HB0 T B IR SRR
AR FEDUSPS X F I 41 iR AW 264.7 H Wi it )

T #ont IR a8, Rapafili# )5, DSUPS T2 % S, F Western blot 7 ¥2: il 6t 9% %¢ 6 77 ¥ 46 Ml Baf
Xt 8 ZH FIDUSPS T $t 25,410 B 1 ¢ ' i B 220 45 i o, A1 BEEDUSPS TPt %F 18 2H 41 i FIDUSPS T $1 2H 44

H.DUSP5 i 25 48 fifd %< 5t 98 &£ 58 T-DUSPS T 4L %%
R, IX UL, Rapafili#is S T DUSPSIE ik
/T HRRAW264. 78 1 5 Y 20 fa Ak b 7= 2 WA, 1
DUSPSXJ H 7= A=A #IH o

J AT 5 LC3IIAR [ 20 175 Il DA K B P s R 4
iR Eleffrn, Baf AU, DUSPS 472 441
FIDUSP5T- 4 2H 40 I LC3I13 1% & #Baf A1 il 8
i ETE, SR £EBaf AMEIEH T, DUSPS T3t

Vector DUSP5 OE

Control

100 pm WO 100 pm
(B) ©
Control Vector DUSP5 OE
1,57 *x DUSPS | e e
104 B-actin e EERRIET S

DUSP5 mRNA relative expression

g 5_ dk
0.51 2
2 *ok
& 4
(5]
0- .E 3
& =
N —
& = 24
[}
g
[STRE
w
%
2 v
N
o&@ A‘Z*c}é 60(0
(@) 0@

Q

A SR A HO FAIDUSPS 1 R IA 150 25 56 JeRAW264. 71K 5O B 3T B: AR SEIRARAW264. 741 L DUSPS mRNA AR 3K T C:
%S5 HRAW264. 740 il 1 DUSP5 & (A HIAR X %5 B Control: 25 X 4L, Vector: DUSPSIT 3k 2 00t i 41; DUSPS OE: DUSPSit # ik 4,
**P<0.01,

A: transfection efficiency of DUSP5 overexpression empty vector and DUSP5 overexpressed lentivirus in RAW264.7; B: relative expression of DUSP5
mRNA in RAW264.7 cell strain; C: expression of B-actin and DUSPS5 protein in RAW264.7 cell strain and DUSP5/B-actin in each treatment. Control:
blank group; Vector: DUSPS5 overexpression empty vector control group; DUSP5 OE: DSUPS5 overexpression group; **P<0.01.

Ell DUSP5iTHRIARAW264.75 E5E LUBMMNE L S L E
Fig.1 The establishment and identification of RAW264.7 DUSPS stably overexpressed cell strain
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(A)
RNAi-vector Rl R2 R3

DUSPS | MR S e
Fractin”| e — —

(B)

Control RNAi-vector RNAi

100 pm

100 um 100 pm

D)

Control R-vector RNAI

DUSP5 | E—_— —

©
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wn
J
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| . Practin | "
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DUSP5 mRNA relative expression
Z

0.51

(=]
L
S 3
G,
9
.
4
DUSPS protein relative expression
e

< .
& & @Yw\
¢ 5

A: AT HPERNAIF 5 XTRAW264. 720 s DUSPS & FH HIT- IR 205, B: T2 8O I ATDUSPS T Hi 18 7 25 e JeRAW264. 71 9 't i i 1 )
C: DUSP5 mRNATE % 256240 v (R AN 3 57K 7 D: 5 5230 ZHRAW264. 741 il DUSPS 2 [ AR X ik & . Control: %% [AXTHEZL; RNAi-vector:
DUSPS T 2806 i 4H; RNAi: DUSPS T4 *P<0.05, **P<0.01.

A: interference efficiency of different RNAi sequences on DUSPS5 protein; B: transfection efficiency of DUSPS interference empty vector and DUSP5
interference lentivirus in RAW264.7; C: relative expression of DUSP5 mRNA in RAW264.7 cell strain; D: expression of B-actin and DUSPS5 protein
in RAW264.7 cell strain and DUSP5/B-actin in each treatment. Control: blank group; RNAi-vector: DUSP5 interference empty vector control group;

RNAi: DSUPS interference group; *P<0.05, **P<0.01.
[E2 DUSP5TH{RAW264.7F3 EH R MR BRI S EE
Fig.2 The establishment and identification of DUSPS stably interfered cell strain

FsE AR LC3ER ARk & LI, R &R L

DUSP5% % B8 2H(P<0.01)(Kl6A), H.J P [ W44

HoE I 2 IR (Bl6B). X $27x, DUSP5SH] 3 1°1ip

R I H T B SR T RO R, S5 07T B Al 5058 200 L2 LA 2 (1) S e A i 2 —, ed it
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PEOT T 4 2 R AE Y 2E D) e KovanenSITE
DUSPS5#% 3 K] /I B3R 5T 71 & L, DUSPS ] 4101 1) Tk

(A) Vector

B 200 0 A 0 R A, TR /DS BRP Bl A R R 35 92
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FHSY MR AT, GrassetZEPOHTF 5T KL, EWE4H
it 4 % 0 8 IR - (M-CSF) AT 15 5 5 s 4 Jfd -F DUS PS5
Tt Ak R FEM-CSFAR 1 B Wi 4 B 39 5, H.m] bA
BE R EVEN L. Bk nl W, DUSPSTE 1%
O ARG PR HYBE % o A S A A AR B S Bl R
RIEHEBLEMIEM. BEEDUSPSIEH IR AL,
DUSPS/E i 45 41 A [ Wiz o (1% 1 FH 0 328 3 B 4
Han%5"EmiR-26allI 8 57 145 i, miR-26an] # [H] #1
HIDUSPSE [ 3 IA, 12 117 3% 5 A R4 i 19 e, AT
B 1 B RS 51 S R R A 2 B 4% . Wang 2512
FEIncRNA HI19 A/ 7t 1 & I, IncRNA H1938 i 4111
DUSPS#E (15, 75 S SH-SYSY 4 & H W k4,
T 5 i e 1L P RE VA 1% . (A DUSPS % B4t fifd

DUSP5 OE

Rapamycin —

- -

Beclin] | S e e SR—

LOSL | o o  omms  —
LC3I1  [ee— | —

B-actin | -—

(B)
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£
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=] f 1
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! f 1
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o
Q
—
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425} Q")O
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Q

A: DUSP5id %1% J&, Rapafill iDUSPS I ik ¢ 3 41 41 e FIDUSP5 I R IARAW264. 758 58 i YL 21 MU BT J5 1H W AH 5% K EBeclinl . LC3II{ Western
bloth M &5 . B C: A WA C & M Beclinl. LC3IIN A B. Vector: % YeDUSPSI F 1% %% Xt MR 1897 5 3 ARG V358 IRAW264. 7411 fl;
DUSP5 OE: # J¢DUSP5 i KL i # ATRAW264. 740l . *P<0.05, **P<0.01.

A: results of Western blot of autophagy-related protein Beclinl and LC3II in each treatment. B,C: relative expression of autophagy-related protein
Beclinl and LC3II in each treatment. Vector: RAW264.7 tansfected with DUSP5 overexpression empty vector GV358; DUSP5 OE: RAW264.7

transfeced with DUSPS overexpression lentivirus. *P<0.05, **P< 0.01.
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Fig.3 The expression of Beclinl and LC3II in DUSPS stably interfered RAW264.7 cell strain
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in each treatment. RNAi-vector: RAW264.7 tansfected with DUSPS5 interference empty vector GV493; RNAi: RAW264.7 transfeced with DUSP5
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Fig.4 The expression of Beclinl and LC3II in DUSPS5 stably interfered RAW264.7 cell strain
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A: DUSPSId %5 5 %06 A FMDCH G4l il % 63 B: FHEDUSPS#IE JFMDCH B4 55 F 5% . Vector: DUSPSIL 2k 75 % H 41
Vector+rapamycin: DUSP5i %1% %% i +rapamycin4l; DUSPS OE: DUSP5id %A 4H; DUSP5 OE+rapamycin: DUSP5id %A +rapamycin4l; RNAi-
vector: DUSPS5T-#f 25 #4241 ; RNAi-vector+rapamycin: DUSP5T 4t & #+rapamycinZl; RNAi: DUSP5 T 41; RNAi+rapamycin: DUSP5T-$1
+rapamycinZH .

A: MDC stain of DUSPS stably overexpressed RAW264.7 cell strain; B: MDC stain of DUSPS stably interfered RAW264.7 cell strain. Vector: DUSPS
overexpression empty vector control group; Vector+rapamycin: DUSP5 overexpression empty vector control treated with rapamycin group; DUSP5 OE:
DSUPS stably overexpressed RAW264.7 cell strain group; DUSPS OE+rapamycin: DSUPS5 stably overexpressed RAW264.7 cell strain treated with
rapamycin group; RNAi-vector: DUSPS5 interference empty vector control group; RNAi-vector+rapamycin: DUSPS interference empty vector control
treated with rapamycin group; RNAi: DUSPS5 stably interfered RAW264.7 cell strain group; RNAi+rapamycin: DUSPS5 stably interfered RAW264.7
cell strain treated with rapamycin group.
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Fig.5 MDC staining of DUSPS5 stably overexpressed/interfered RAW264.7 cell strain
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A: expression of LC3II protein in DUSPS stably interfered RAW264.7 cell strain after Baf Al stimulate. B: formation of autophagosomes in DUSP5
stably interfered RAW264.7 cell strain. RNAi-vector: DUSPS interference empty vector control; RNAi: DSUPS interference. **P<0.01.
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Fig.6 Effect of DUSPS on autophagy flux in RAW264.7 cell strain
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