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INEHR L = R 2 BB E PxylCSP5
TERRIESH

ZHET HmE KHE Bw® T4 N & EHE+T

CLLPELAL R2EAE RSP 24 B, K4+ 030801 )

# E [Bf] Eidx/hik Plutellaxylostella fb2: Bz F N PxylCSPS SEATIEN Tole . B B
SEOHT IS AR AT AR SNEAZ 3k, I PxylCSPS R FE /NIRRT RE, MERIT /NI L%
2R SR TR e SRl [ A% ) 7:<FH RT-PCR 50l T /R4 852 26 1 3L ] PxylCSPS, Xf
%) %ﬁﬂﬁ THEYIE B2, FIH RT-gPCR X PxylCSPS J& PR 76 /N AN 6] & 5 Bl 401 A0 U [R) 2 40 R
FOR I T, AT /NEIk PxylCSPS R ik #iAk, JF7E KIAFF# BL21 ( DE3) 841 ik S
%%LWEHO [ER] /AL FERZ A FER PxylCSP5 5288 BT L B SEHE M 393 bp, 4ty T 130 M4
FSERRFR AL, TN A IR ) EI’JEE‘”‘%Z% 18 MK K B MES TS, FEREH 4 AMRESFR RN
Ho BIEMRFEVR 45 R B oR, PxylCSPS5 5735275 i Helicover pa zea HzeaCSP Y& 3EIR 75— B e s
K #] 67.91%, RT-qPCR Z5 5L 2 W PxylCSP5 75 A [ 4 7 it 1 ool ) 6 1K doe i, 5 08 % o IHII A LU %2
HA 3 22 R P<0.05 ); ALAUMAS RIS 2 i Feak ik ey, S5 e 4140 e AT 35 25 52 P<0.05 ),
BT PxylCSP5 (95 #% 3584k pET28a-PxylCSP5 HEMIMASFIL, [ Sk ] /32 PxylCSP5
FEPRIFE R i Rk, IR HEI T R XL R D665 7 B A K

KRR Rk LeEEZ RN RT-qPCR; JiE KA

Molecular cloning and expression of the chemosensory
Plutella xylostella protein gene, PxylCSP5

LI Fang-Yuan FU Shu-Hui ZHANG Bo-Chen LV Zhi-Shen
WANG Hai-Qi YAN Xi-Zhong"~ HAO Chi™""

(College of Plant Protection, Shanxi Agricultural University, Taigu 030801, China)

Abstract [Objectives] To investigate the function of the chemosensory protein PxylCSP5 in Plutella xylostella. [M ethods]
The PxylCSP5 gene was cloned using RT-PCR, and its sequence analyzed using bioinformatics methods. RT-qPCR was used
to analyze the expression of the PxylCSP5 gene in different developmental stages and tissues of adult moths. A prokaryotic
expression vector for PxylCSP5 was constructed in BL21(DE3) [Results] The complete open reading frame of PxylCSP5 is
393 bp, encodes 130 amino acid residues, contains a signal peptide sequence of 18 amino acids at the N-terminal and has four
conserved cysteines. The results of amino acid sequence alignment indicate that PxylCSP5 was homologous to Helicoverpa
zea HzeaCSP with 67.91% amino acid sequence identify. RT-qPCR results show that PxylCSP5 was more highly expressed in
adults, and within adult tissues, in the legs. A prokaryotic expression vector for PxyICSP5 was successfully constructed
allowing PxylCSP5 to be expressed in vitro. [Conclusion] The PxylCSP5 gene is highly expressed in the legs of adults,
which suggests that its function may be related to host location.

Key words Plutella xylostella; chemosensory protein; gene cloning; spatio-temporal expression; prokaryotic expression
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S KB, B R EE 2R
AR KRE L SCHL ™ TR R B A A Bl ke 5
SRR, H i R G0 2R O FiE S
HARIFE R IE 59 (Hansson, 2011 ), F AR
RGP R R R EEAE MRS A L
27 J8%~Z % 11 ( Chemosensory proteins, CSPs ), X,
4k &% 1 ( Odorant binding proteins, OBPs ),
SIRAZAK ( Olfactory receptors, ORs ), B F#IsZ
& ( Ionotropic receptors, IRs ). <MK [ fift i

( Odorant degrading enzymes, ODEs ) FlUg5 #fi
2 7GR 1 ( Sensory neuron membrane proteins,
SNMPs ) ( Pelosi et al., 2006 ), EHifY CSPs j&
R FaW A EtEE A, EE AR T B E R
/NK12-14 ku, FEERFIIRAKZH 100-115
MNEHEIR . CSPs WA 2 & A 4 DR
SFREIE R (Cys) fifi, &M Cys if LY
W1 A ThH . (FB5E5F, 2009 ). HET, CSPs
B A1EW M H ( Picimbon et al., 2000 ). XU#HH

(Liuetal., 2012) K&F#H (Guetal., 2015)
MR A H Yz iRE

/N3 Plutella xylostella L. 8 H 32 i
Bl AT E R, FEAFE TR
Fheise, HphLIEsE ., 3 N ANiS S e o™
L, R ERERAE /NS R 3 B 2 B R =ik
40-50 1¢.3&7C ( Furlong et al., 2013 ), /NEAE
R R, e O R L R AR
WNEF FAEY LA K7 B 37 45 A2 Bz B AR
—RKBEEN, 25 7/ R
2017 4F P/ S At ffy e S L P A SE 15 1 CSP
L (Yang et al., 2017 ), H PxylCSP1 & [H
fig 9% R0 i B iy 7 O ] R R =

( Rhodojaponin- Il ) ( Liu et al., 2010 ),
PxylCSP11 S RERS 45 iR BI % £ LY,
BB/ N ) —Fh PR B ER . -11-F7%
WelsTsE (Z11-16:Ac) (Fuetal., 2020), {HA X
AN AL 22 A7 B B SR R LR D fig
Frift— 2 Ht5E .

A SC3E 2o v B N S A 2 B Az R R
PxylCSP5, Jf- X1 EE K FEA [FI 2 SURUAN [R] 2 & 1t
IR R IBFAT AT, e AR IAE R T HINE
I Hr R RGO, ARG R A E TXF

ANIAL SR IR AZ EE ORI H RSN
P85z 38 B9 D RE KA W e R I AL £
PR T BRISAR Y

1 #MR5AHE

11 $htEREsx

NI TARIFE I PO A K 2% B A
R EERE YA N, SRR (2541 ) °C,
XTI N 60%-75%, JCJEIAR 16 L : 8 D, 4
w5 T TSSO T R B SR L,
BRE 1-3 d B —UOET R, B RSP,
AR 15% % K

12 #EmblE

PEHCHN (200 47 ), 184 (100 H ), 2 #
i (30 2. 3#ghd (30 H). 4845 (10
HO Ll (20 B, R (15 H) Bl pg
H(15 H) 78 1.5 mL JCHEEE.O8 IR AU
T RBORNFERHY RNA, M E IR E A
TSR B RNA FIMREE . Asso. Ango Al
Agzo T8, I Asgonso M1 Assonzo LLIEPEAE RNA
ZERE, TR 1%IEREEEERS B UK A RNA 1Y
SERENE AR RNA BERE T - 80°CUKAHIRAT
B LI >R R BB R TR A v, R PIL IS R
TEERAMERER 45 100 H, BY T ilff (100 H). 3k
(50 H). By (50 H). 8 (50 2. 2 (100 H)
A (100 H ) 43 3EF 1.5 mL JCEFES O IR
R, FATHRBORNFRI4ZU RNA, Kl
41 RNA M4iE Foestt, A% RNA i E
T - 80 CUKFHTRAE -

1.3 B e

RNA 42X 75 & . M-MuLV % —# cDNA
G AR & . SanPrep #1:xC DNA i[RI &
SGExcel FastSYBR Master HliRH ( % ROX ),
4S Red Plus R YL (51 KBNS B I T L9 A T
AW TR RS A R A . TransStart®
FastPfu DNA Polymerase. pEASY-Blunt simple.
pEASY-Blunt 3 cloning vector Fll DHSa KA #T B
SN T I U AR YR AR A IR A ]
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pET-28a (+)F Az AM BL21(DE3) KM HT 1A
H Novagen,

R IXES: T100™Thermal Cycler PCR Y
( Bio-rad, E[E ); LB 9800 & & PCR X
( AppliedBiosystems, [ ); = ZIRE N
M E AL (BioDrop, £ ); Multilimage™ Light
Cabinet BEIRAZ 1Y ( Alpha Innotech, JE[F ),

14 7k

14.1 PxylCSPSEERRESMAE %K RNA
0 S U BBV N SR Al f RNA, R H]
R R A% R A 1 U (AT RNA IR L Ao
Aogo Fl Agso BIELE AR HE M-MuLV 5 —4%# cDNA
B R & U 45 RO 5 i cDNAL PCR 3545
FYESIMZSIRE 1, PIHAER (50 uL): cDNA:
2 pL, 5xTransStar® FassPfu Buffer: 10 pL, 2.5
mmol-L ' dNTPs: 4 uL, 5I¥ F: 1uL, 5% R:
1 uL, TransStar® FassPfu DNA Polymerase: 1 puL,
ddH,O #hME % 50 uLPCR 4 A4 5 95 °C
BUSPERSTE] 1 min, HKJE 95 CZEME30 s, Z
JG i 54.6 °CiRk 30's, e & 72 CIEARETH] 1
min, R IE R 35 MEIR; 72 °CIEM 10
min, 2853 1% IERHEEIC UK A I PCR A4
B SRR PCR 534 IR 5F
Kt pEASY-Blunt simple e BRI #E , #i%
AL B KT H DHSo (/852 S M5

20 LR 0 R T O 8, PRIRH MR E
PERUIA TS FR , A TR PCR, KEYSiiEIEAffY
BERR 25 BT T b AT PR B e 20

1.4.2 PxylCSP5 EEMEMERZESNM FIH
DNAMAN #X4E%] Pxyl CSP5 53 H I M el se e ot
TR LRI X . FIH ExPASy- ProtParam
(https://web.expasy.org/protparam/) 7E £& ¥ i T
PxylCSP5 my#{bPET . FIH SignalP 4.1 Server
(http://www.cbs.dtu.dk/services/SignalP-4.1/) 7£ £k
R T5I PxylCSPS & A 1EAR 5 IR 51 A B A%
SIREY B ELIR A FIHITEZ M 5 NPS@:GOR4
secondary structure prediction (https://prabi.ibep.fr
/htm/site/web/home) Tiiiil] PxylCSPS — 2% 2 ¥4 2 7l
Mob e A AEZ M 3l Swiss-model  (https://
swissmodel.expasy.org/)%f PxylCSP5 HE47[w] I
B, A MAGE 5.0 #7240 L B WA
1.4.3 PxylCSP5 MERRIEDH UERF K
BT /NSRRI RNA ;SO e e Bl AL A AN
[ ZH 2 S RNA . 2 U RNA 2k Kl f5 7
13 5% 55 1 cDNA, 350 L/ NS A [R] 4 75
WCHE. 1. 208, 398, 408, 1. MErERSCR
AREE SR ) SHEME R B TRIZHEY (Al ff . Sk
fig, & . EAH ) B cDNA MR ; L RPS4 A
WS E L, i S 28t E & PCR XEEAT
RT-qPCR; WA Z (20 puL): ¢cDNA: 2 uL,
SGExcel FastSYBR qPCR Hiiltif (% ROX):

£ 1 PxylCSP535|#1F 3
Tablel Primersof PxylCSP5

#,Ff Name #%1) (5'-3") Sequence (5'-3") JH# Use

PxylCSP5 F ATGACATCTCTAAAACTCCTTGC -
PCR ¥4

PxylCSP5 R TCACTCGTCGGGGATGAC

PxylCSP5 F AAGTACGACAACATCAACCT

PxylCSP5 R CTTCTCCAGCACACAGTT N
SN FOLE

PxylRPS4 F ATGGATGTTGTGTCGATTGAAAAGA

PxylRPS4 R GGGGTTGCCCAGGTCAGAT

PxylCSP5 F CGCGGATCCGACGACACGTACACGG .
SRR IR

PxylCSP5 R CCGCTCGAGACTCGTCGGGGATGA

TRIZ 4358 BamH T F1 Xhol T E&IA7 A5

The restriction sites of BamH 1 and Xhol 1 are underlined, respectively.
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10 uL, SIHLIY R & 0.4 L, ddH,0 #hEE
20 pLo SOW AP 5504 95 CHiZEME 1 min,
95 °CAxPE 10s, 58 °CiR:k 30s, P HIRLIFIEE
R 40 NMEFR . RIS R AE ST 3 IRBOR R
o IIRAE UG S BRI 2 i
PxylCSP5 HyAHX} #ik & ( Livak and Schmittgen,
2001 ),

144 PxylCSP5 EEFE#%FiA PxylCSP5 5
pEASY-Blunt 3 cloning vector &% )5 % A KT
P DHSo /82 A A, Bk BH 1 R v A T A i
F%, RO EAR 0 AR 1.5 mL B0 00
B IR AT TR AR TR T R T 5 I L
PEHUTORL, 5 pET28a(+) 5k FH FR il 4 vy B i
BamH I 1 Xho I XXUgY] 5 RIS ED) ) 5 i 445
F| T 2H 4K pET28a-PxylCSP5; ¥4 8 2H 44444 A
BL21(DE3) K 7 ¥ B 1% 52 A5 4 i J5 % LA T2k
YT (B BhABRA SIS T DT IE
BRTRRAE IR 12 100 B9 LLl5E =R LB K557
W 30 °CHEFE 3 h (ODg=0.4 - 0.6 ) 7 HIIMASR:
NFEARAC UM (Tsopropyl-B-D- Thiogalactoside,
IPTG ), fHHZMEEH 0, 02, 0.4, 0.6, 0.8, 1.0
mmolL™", 30 °C 4 hEFREF; FSAERE
17 SDS-PAGE HLUK /#4185 ARIATE L s
AHEWE OBUUE, BT 20 mmol'L™ ' Tris-HCI
(pH=7.4) h, 7 PMES I 12 000 r/min
MR B OALES L 10 min, BS045 95 73 B BURE 5
) b3 FDTTE b B #E1 T3R8 77 ¥ SDS-PAGE
M, ZrAT pET28a-PxylCSP5 U IAIER .

15 HESH

FH SPSS Statistics 19 (IBM ) &4 £ 4 7t
PG4T s /NN R BN . AR 4140
PxylCSP5 JE[K (R A X e 3k i 1R AT BRLIR 36 5 22
5307 H Tukey 4725 5 B TEAG 36 5 B4
JAdi ] GraphPad Prism 7.0 #4314 7/E A,

2 ZBRESGH
2.1 PxylCSP5 EE#FFIFn 4544 17

filff RNA ¥R 0.531 pg/ul, Assonzo N
2.103, A260/280j‘:’ 2.097, PXyICSPS E]/‘J PCR :,F}Li

SR E 1, PSSR SE 80 WY s
13BN Ak 22 8z B R R I ) an e 2, H
FEHL B EEHE R 393 bp, Zifidh 130 PR IERFR L,
RIEMRFHNE 4 4 Cys, A EH CSPs Y4
FRAE o XA BT BALPE AT 3] . A
TR 14.76 ku, HHESFHL LN 5.25, FEKIEEK
- 0.560, A frARIEEECK 23, IF B MR
BBCR 18, SEAKFRECH - 0.506, i ] SignalP 4.1
TR 25 5 R, PxylCSPS B N-Ui & A 18 M 3k
iR 1 A5 5 K

bp
2000

1000
750

500

250

100

B 1 /N3 PxylCSPS EH PCR # #4 R
Fig. 1 PCR amplification results of PxylCSP5 genein
Plutella xylostella

M: DL2000 DNA marker; 1: PxylCSP5 3K PCR 473 74 ,
M: DL2000 DNA marker; 1: PCR amplification
product of PxylCSP5 gene.

FMH NPS@:GOR4 secondary structure
prediction Tl PxylCSP5 3L R i — 2250y, &4
6 4 a-lBiE, RN 56.15%, HAK “HLEH
BB AICHNE, SR 12.31%F
31.54%; F| FH Swiss Model %35 347 [5] 5 gAs( K]
3), ZEEFEBHH 5k Mamestra brassicae fifi £
fL2p % 1 A6 5 PxylCSP5 ¥4I —8: A
71.34%, i 2 [F) AR A BEA R, PRI DL H iR
TRk ik £ A2 B0 2 11 A6 B #4) 4 Pxyl CSPS
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—

ATGACATCTCAAAACTCCTTGCGCTGGCCTGCGTGATGGCGGCGGCACTGGCTGACGACA
IMT SLKLLA LACVMAA AL AD D
61 CGTACACGGACAAGTACGACAACATCAACCTGCAGGAGATCCTGGACAACAAGCGGCTGC
20TY T DKY DN I N LQEILDNEKRL
121 TCATGAACTACGTCAACTGTGTGCTGGAGAAGGGCAAGTGCAACGCTGAGGGGARGGAGT
a1 mn YVNCVLEKGK(C)N AEG KE
181 TGAAAGACCATTTAGAAGAAGCGCTCCAGACGGGCTGCGCAAAATGCACGGAAGCTCAGA
61L kD HL EE ALQTGEAKOTEA 0
241 AGAAGGGCGCGCAGACGGTGATCGAGCACCTGATCAAGAATGAGCTGGAGCTGTGGAGGG
8 K KG A QTV IEHLI KNELELWR
301 AGCTGGCCAACAAGTACGACCCCCAGGGCACCTTCAGGAAGAAGTACGAGGACCAGGCCA
10lE L ANK YDPQGTF R K K YEDOQA
361 AGGAACACGGCATCGTCATCCCCGACGAGTGA

120K EH GIVIPDE

B 2 /i PxylCSP5 HEEZEHREF 5
REmBHEERF T
Fig. 2 PxylCSP5 gene nucleotide sequence and its
encoded amino acid sequence
EANGNERS YL ERE1 N1 ARG ] )
4 RS BE D PR AL AR,
The signal peptide sequence is marked with the red

line, and the 4 conserved cysteine sites are
marked with the red circles.

B 3 PxylCSP5 = #4454 E
Fig. 3 3D structure of PxylCSP5

M) = 4 45 # , 8 i3 Ramachandran & ¥F i
PxylCSP5 BA B ANl 4 s, ZEERRpR A
HRAE FLVFIX I rh 2 B T A 25 4 2 A B AT A
. PxylCSP5 i = 4E45 2 1 6 1> o SRAELH A -

al ( Thr23-Leu31 ). a2 ( Lys38-Val48 ). a3

( Ala56-GIn70 ) . a4 ( Glu78-Asn94 ) . a5
( Leu96-Tyr106 ) 1 a6 ( Thr111-Glul22 ); F£7E
WX —Bif . Cys47-Cys54 Fil Cys73-Cys76,

180

135

=g
<

45

T w (°) Diedral y (%)

|
o
o

-135
~b
1

-180 -135 90 —-45 0 45 90 135 180
ZEiff ¢ (°) Diedral ¢ (°)
4 PxylCSP5 = #4 &Ry G4 RE
Fig. 4 Assessment results of PxylCSP5 3D structure
i RAEXIR, WfE A, BAIL K ®a. X
B, ffGa, b, 1M p KIG REA: REMKE,
faffi~a, ~b. ~ Fl~p XH; A AEHEXE,
Red: The most favoured regions, including A, B and L
areas; yellow: The additional allowed regions, including a,
b, and p areas; pale yellow: The generously allowed
regions, including ~a, ~b, ~l and ~p areas; white:
The disallowed regions.

22 PxylCSPS EEZFFILLXFRAERZE ST

FIH] DNAMAN $1{4-K PxylCSP5 A 5 fifk
W H AN R B B CSPs St [ B4 7[R 43 AT 1R 5 ),
59 kI PxylCSPS &K 5 K 4 Bombyx mori
Ky Helicoverpa armigera. %9463/
Lobesia botrana, 7+ 3571 Helicoverpazea | ¥b
i K2 Eogystia hippophaecolus. 442 K4 B
Dioryctria abietella, H ¥ 7% 4% . &9\ & i 15
Cnaphalocrocis medinalis F14H1 1% Helicoverpa
assulta Y [F] P 2390 1 61.19% . 65.67% .
67.91% . 64.93% . 67.16% . 66.42% . 58.96% .
64.18%71 66.42% . FIH] MEGAS.0 W RGEK A
B, S5 BR/INE PxylCSPS 5 VDA RE I |
AL/ NEE K ALV L B Grapholita molesta
i) CSP N —3Z (K 6),
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PxCSP5 NKRLLZN YVNCVIR #: GRONAEGKELK] A ATTSITASKIGE 83
BmCSPl  .oieiiiiaieiannnns ADDMK YT DKYDIRINL GKCEZ;EGKELK i KCTEC 66
HaCSP GKCEPEGKELK A KCTE g1
LbCSP3 GECIPEGKELK A TG(‘ KCTE 81
HzCSP . GKCEPEGKELK A KCTE 22
EhCSP .MI . GKCSPEGKELR A TGF”KCTE 83
DaCSP17 MMKSL R Y TDKYDNINL CKCliPECKELK A KCT © 84
MbCSP ...l WK Y TDKYDNINL GKCSPEGKELK i EGF K CR 65
CmCSP24 K Y TDKYDNINL GKC5PEGKELK AR TGCEKCT Q € 81
HaCSP WK TDKYDNINL GKC:PEGKELK BaRD TGCEKCTE O 81
Consensus a
PxCSP5 Roriibsa: 130
BmCSP1 IDi'jLIKNE RKKYEDRA 112
HaCSP F TWRELALK REKKYEDRA 127
LbCSP3  HsKNHzinna EIWRELEE KKHYEDRA 128
HzCSP ? SV IEHLIKNE ) TWRELIVK, RKKYEDRA 128
EhCSP ABNVIEHLIKNEN IWEEL K] REKKYELDWA 130
DaCSP17 ¥ TTiszrfisavz PEGTISKIE RKKYEDRA 130
MbCSP  rAYrEAEIRAN IWREL K RKKYEDRA 112
CmCSP24 YRR IR L DIV AS RKKYEERA| 127
HaCSsP | RKKYEDRA 127

Consensus 2 i likne kye a

B 5 EF/NKM PxylCSPs 5HME R CSP S &R 595 5 b x4
Fig.5 Amino acid sequence alignment of PxylCSP5 and other insect CSPs
WEARER 100% 75 —8kE, 2 ERE=T5%MFH—BtE, SEfER=50%0

o8k, #ERR=33%0F5] -8k,

Blue represents 100% identity; red represents = 75% identity; green represents=50% identity and yellow represents=33%
identity. BmCSP1:
%% L. botrana ( AXF48703.1 ); HzCSP:

% 4% B.mori ( AFF18007.1 ); HaCSP: Fi4%H H.armigera ( AAK53762.1); LbCSP3: ##j4E# /)
Bk H. zea ( AAN63675.1 ); EhCSP: VDA% 1% E. hippophaecolus

( AOG12898.1); DaCSP17: A HSBIIE D. abietella ( QQG64119.1 ); MbCSP: H ¥ 7 1 M. brassicae ( AAF19647.1 );

CmCSP24: fH4\%&:n1iE C. medinalis ( ALT31606.1 ); HaCSP: %l 1% H.assulta ( ABB91378.1) .

56— Bk Helicoverpa zea (AAN63675.1)
JI— 44 1 Helicoverpa armigera (AFR92097.1)
WRZE IR Heliothis virescens (AAM77042.1)
FEYPBH IR Cnaphalocrocis medinalis (ALT31606.1)
H¥ER I, Mamestra brassicae (AAF71289.1)

79

73

85

M s Mythimna separata (AWT22254.1)
REIF 22k Sesamia inferens (AGY49269.1)

ZKAE Bombyx mori (AFF18001.1)

WIREBREE Dioryctria abietella (QQG64119.1)
JNSRH Plutella xylostell (XP037962041.1)

82

28|

VKR ZL IR Eogystia hippophaecolus (AOG12898.1)

52 ——— WHIE/NE IR Lobesia botrana (AXF48703.1)
91 AU L Grapholita molesta (ALCT9594.1)

0.05

& 6

INEH PxylCSPs 5t HH T

W CSPsREBFIINREXTH

Fig. 6 Phylogenetic tree based on the amino acid sequence of PxylCSP5 and lepidoptera other insect CSPs

2.3 PxylCSP5 ERERILE ST

PxylCSP5 7EAN [ A& B B H ARl AN [R] 41 21
A ARNRIFERE ik, PxylCSP5 LR 7R /N2 ik
R K R B BB A ARl 7. PxylCSPS
FEMEE R A | PR R T R A 2

ElE.A\_‘

(A,

HE LT B (F=186.585; d=7, 16;
P=0.000 ), SR MIMEME R AL | B B HL 2 o] Yy e ik
BB EEZES (P>0.05 ); PxylCSP5 FEHTE 1
5L 2 1% 3 AT 4 W4 HOTRT 4 2R AT
HEBFEZS (P>0.05 ), Hr PxylCSP5 1E5)
)2k i ik
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2000

1500

H e
o

1000
20

—_
(=}

T
_|°-

AAXTRIA R
Relative expression levels
7y
Ho*

W
—o
Ho"

o2

PP FA MA
% H HrBt Development stages

E L1 L2 L3 14

7 AEEZEHE PxylICSPS EREMKRIZE
Fig. 7 PxylCSP5 gene expression in different
developmental stages

FE_EARAAR/NE FERRE S W (P<0.05 ), 8 [,
E: OF; L1: 1#40H; L2 28840 L3: 3 B4,
L4: 4 &40 PP f; FA: BEMESUR;

MA: HEPER L,

Histograms with difference lowercase letters indicate
significant differences (P<0.05). The same as Fig. 8.
E: Egg; L1: 1st instar larva; L2: 2nd instar larva; L3: 3rd
instar larva; L4: 4th instar larva; PP: Pupa; FA: Female
adult; MA: Male adult.

WA AR 24 RT-qPCR 45 R WA 8 ik,
PxylCSP5 BRI TE L AR L 4 A 434, B
Fikm A ; PxylCSPS JEPH7EME AU | B U
RS ERE, PEHTHEHAL (F=115.996;
df=11, 24; P=0.000 ); Mfi Ht & Rk H 2 2Z (6] Y
Lk LBEIEZER (P>0.05); PxylCSP5 A
WAE AR . Sk B IERER S AN H L A
Fik, RrEHILEEEZER (P>0.05),

2.4 PxylCSPs ERER#ZRIA

FH PxylCSPS 1% R ik # & pET28a-
PxylCSP5 J5#45 A BL21(DE3) KT i &z A,
AN PTG i S #8541 F SDS-PAGE 4
M, 43R EAE A PxylCSPS fEHE B A ik
JEW IPTG #5533k (B 9), hTFEHAEHES
TR, Halitk )y X, BT T30
FEHAEAMERER, S5 RWUELAENA
PxylCSP5 7¢ g FITLIE 435

3 it
A5 TE W T /N5 Wk Ak 2 7 3 11 A

o]

2000

1500

100 b b
bb b b
2 @] bl
H

e Th Ab Le Wi
ZH4 Tissues

(=)

iENIE Sy =y
Relative expression levels
5 5
<
=2
o

W
(=]
T

(=]

8 AREIAEL PxylCSPs EERRIEE
Fig. 8 PxylCSP5 gene expression in different tissues
An: fifi; He: 3k; Th: §d;
Ab: JE; Le: &; Wi: #,
An: Antennae; He: Heads; Th: Thoraxes;
Ab: Abdomens; Le: Legs; Wi: Wings.
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Fig. 9 Expression type analysisfor PxylCSP5
recombinant protein

M: A5 FRARE; 1: pET28a-PxylCSPS KiF S 2-6:
02, 04, 0.6, 0.8 f1 1 mmol-L ' IPTG ifESF=#; 7.
W 8: ULYE; 9: pET28a(+)as#HiAKIAE S .

M: Protein molecular weight standard; 1:
pET28a-PxylCSP5 was not induced; 2-6: The products

were induced by 0.2, 0.4, 0.6, 0.8 and 1.0 mmol-L "' IPTG;

7: Supernatant; 8: Precipitation; 9: pET28a (+) vector
was not induced.

PxylCSP5, H- X1 3L K gty (1) 2 I 1R )7 545 T
S B 20T, PxylCSP5 P 5 H e R Ak
PR A7 TR 3 R ) R P A A T X, By
A 44 Cys, FFPRFIGE HIE A 2 X Bk,
B b2 Bz A MUAVRRE (Banet al.,

2002 ), XJ PxylCSP5 & [N W Z5 ¥ #1753 4, — )
SER TN = 4534 R PxylCSP5 BA 6 4> o 12
i€, 1% 5 E AR Y H 5 A0k CSPAG( Lartigue et al.,
2002 ), A% CSP1 (Jansenetal., 2007 ) FIVbiE:
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1 Schistocera gregaria CSP4 ( Tomaselli et al.,
2006 ) 1 FEEEFH AV E .
BAAERK AT GBS, 0 H R E & AR
A DL B R IR R 25 57 . A SCR Al RT-gPCR
FARHr T PxylCSP5 &K /N AN [F] A& & A
Wik, 250 R, PxylCSPS JE R 7E A L
RS ERE, BERTHERFNE, X5
B AT W% Corythucha ciliate CSP1 (i} 57
T4, 2017 ). MFER I Phenacoccus solenopsis
CSP10 (#7545, 2016), VhAM-H Galeruca
daurica CSP10 (Li et al., 2018a ). #y Kl
Nilaparvata lugens CSP1 ( Yang et al., 2014 ), 4£
1#5 KNz Dendroctonus armandi CSP1 (Liet al.,
2018b ) AN ] A B I AE B H b 338 B A w45
AR, /NSl PxylCSPS JERI7E i U Ay 22545
I L, TREE FHREY . EARC LT
=i A R BE S A G, X — e Tk
— LTI IR ST . CSPs £ R ALK PN 43 A i
Iz, BFGE R BANAL 53 A 7 B A ML Hi B A7
—— il Ay, T ELIERETE B AL, Qi 2
TR S MR AFE 2SR A Bz s h Rk (2B
SEAE, 2009 ). WITEX W KW Periplaneta
americana 12 H & H bRz H (p-10)
( Kitabayashi et al., 1998 ), 7& H 1552 ik i 74 A
A AR SZ B A (Jacquin-Joly et al.,
2001 ), B, HAURIKZHIER R GEZ
1k . 7F B 15 B % Adelphocoris lineolatus /', CSP1 .
CSP2 Fll CSP3 REfE 4 & 2F LR LWy, I HE
HAWRGEIRADI6E (Guetal., 2012 ), fEX A&
i1, CSP1. CSP2. CSP6. CSP8., CSP9, CSP11
I CSP15 TEME(F BRI RIE, TLAHRE R
TR {5 B ZE B (Danietal., 2011), 7ERK
F % e Apis mellifera (1B SEFIGRH, CSP5 KHL
HRESF RS, SIGHIEE &K E % UG
(Forétetal., 2007), BRIk, CSPs i6& 5 T
RAMALUES | AR DU R b ey
PESE, IZE AR 5 B A5 L AR Y
KEBTBEEVIFE (XE&FE, 2005 ), AR
R R W] PxylCSPS HEPRITE il A 2 i SRk i i
=, SHER RS B O R PR R IA g

SURIR], AnAEuEF Aphis gossypii CSP2 ( ZEfi4s:,
2014 ). KFH K4 Xylotrechus quadripes
CSP13( =5, 2020 ). 2% R Ectropis oblique
CSP11 ( B, 2016). dESERIRE ML Bradysia
odoriphaga CSP1 ( Zhao et al., 2018), &5 %4
Apolygus lucorum CSP2 ( A={{1#, 2020 ),

HAT, 762 ERiAR CSPs B EART)BE i
KEHG . SR, RRRERFENEGERE, B4
WL RN R 0 S DO RE o HIAR 4k /)N Quadrastichus
erythrinae /& I 1Y &8 FUIDE B4 22 H F i
', ST CRARREE, 2007 );
21 i) 8% Microplitis mediator f& %5 B A 1k 2 5%
ZUfe, S5 L g R R R AR
(M5, 2017 ). B HURERA {2282 A0 G
()R 1 H A2 Rz Dy AR A T 4 7 3L ath . 2%
2:(2013 ) HFoE £ B, — kIR Chilo suppressalis
R RIEN OBP XJaF EM Y B A & I i AE
s /SRl PxylOBP2 7E 2 s eik, TRES /)
S i FOR B A OC (BR/INBSE, 2016 ), 1l
if Aphis gossypii HYJ CSP1 76 £ Rk 3%
P, WREEA A EE mBER (2258, 2014 ),
R, BRI T fe 5 H R IR B AR I
BB, PxylCSPS Jk R 7 3 = 22 A HLHEE
TEES, BESHFEEMAR, BFHFEXH
Uit — L s

ARBFFEALNT /N Rl PxylCSPS JE R T4
Ao, FEAE AR R R, HAR /N AR
P BRI T AT ARE B AR A R S SO
TEPLEA M RNA THL S gk it — Pt 5 50
E o ASBFFE LS SRy T i — PR N b 2 Bz
1 A Y B e AR FH Ak 27 8RS B U BT X
/NSRRI Y BT TR R B LAl
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