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WE: Y THARBREEHEKET2446% 8 (IGF2BPs) XH 2T 5 52 sk WM 4 Mo 10,
REREET — NG Kex# I IGF2BP1 2, 4 & PAGF2BP1-1, % 3 F cDNA 2 K
7 7348 bp, ORF K 1818 bp, %44 605 NA B . % 77| X Fn & G 3t Lo 4 & ¥,
PfIGF2BP1-1 # 2/~ RRM % A3 F0 4 /N KH 45 Ay 8, 5 2t 4 Fb 5& J8 By IGF2BPs [5] & .
Lu Kt EEPCRERL R, PAGF2BP1-1 £ 5 Rk N 8 N A FH A Rk, £H*%
MABRFREERST, HRAYRFNEEAL . FIF pET-32a FH KA REHET & H
PfIGF2BP1-1 ) £ KXy EA A Ry k£ & B . % PTG %K JE H 0.5 mmol/L, 37 C
¥ 7 8 h & 1F T % % & & PAIGF2BP1-1 & & & £ . PAIGF2BPI-1 %& & #| # & K ¥k & I 4h
ERE RN, 71&7TENEZ G EE Accbps MSIT. Nacrein th Rk K F 8% LF, KW
PAIGF2BP1-1 & g H R %7 Al X X E k%, 5L RKGF NN AT L,
KRR DRHKFN; BREEHAKET2ELAEAL; BAakdk; 29 x2EH
hESHEE:Q786; S968.31°6.1 SCHRFRASRD: A

L ERBE DL (Pinctada fucata martensii) X446
HEREEDL, J2AE KB BRI R ZRE DL, HOL5E/
BB (5) WL U2 — R A -t id 72 . D
e I A PR A B IR S e 52 i DRURS At 3 42 1) 2 2%
E R, ANES IS e A o ) R AR B0
A KRB MERT, AR W 52/ B 2R BUE AL
PLEARSCHY —SE 8 1 Bt & 2 g 4 F o #r, H
g2 H BATE SR AR 13 6 2 1 2 Q] 5 8] 42 1 532 Wi R
A A A FIAE K T RE

JE ) ERE A K H - 2454 & M (insulin-like
growth factor 2 mRNA binding protein, IGF2BPs) j&
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IGF2BPs 1] 5 H fx mRNA 9 5% . 2 5% X 5% 3%
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2266 KopE OE R 46 45

R AR ORTE T IRAG I B AT, FER IGF2BP1 ‘F:3(
/N (Mus musculus) 60% [ 2058 2R ol 4 B (R B 2
BN, EWHRJLTFAESREHRLEEARY,
ZIC KRB, IGF2BPL#E it 45 4 ACTB mRNA's
3'UTR s Hi A 23 36 Mo 51 ACTB & H i &
B, MR s R AR K . M IT AT RS
Ao S ™, Hur, % IGF2BP1 LAY Di6E
58 EEAEHRTEN (Homo sapiens) . /)N 5 & S5 HE
gy, JIHIEW KSR C B . SR AR
KRR, Halfe 588 MG, S5 HAH
KT R, IGF2BP1 |1 SNP i1 5 1s9674544
5L A A0 & F i E AN, ket s
FHEE R 2238 S 3k 5255, UEM IGF2BP1 7E
AN CE B 8] 7 5 40 A R 0 A R R i
YER . IGF2BPs & AE DS v il A G A 58 8/
SRR SERE ARG T S REREE DL IGF2BP1 SEA
JASE 24 38 W 7N 1% 3k PR FE AN B 2k A AR Hh 638
FEHEM LT 682 S AEZMTE A, (HAR X )6
FPRFEAILE A TA DA SR

TE I FCBRBE DL A % SR e B e b, 2 BRAFAE
— Y5 IGF2BP!1 [AlE /) 35 A (PAIGF2BP1-1), A
TR ZIER RS AT P RER, A5
X 5 [CBRBE DL PAGF2BP1-1 WY 5 &S ¥ k47 T
O3, SRS 3% E & PCR (RT-qPCR) K il T
IGF2BP1-1 BN H L 34, A% 3RIA T PAGF2
BP1-1 & H, F4r4F T PIGF2BP1-1 & H X 728"
AT A L R R 1 52 ) o R 9 245 K M i
IGF2BP1 JEH (A Uy RE I B2 2k D1 D1 528 WL 1 0 1AL
TR AL S 5k,

1 MESIHE

1.1 SRR

S B PRk A DU PR BRI G IR 5
7R, DL 1

1.2 IGF2BP1-1 cDNA F5II85F

HOE [RERBEDUAIFENL . 2L OlE. 88 THfk
B, WiE . PERRRIANERE (HZUH /N T 100 mg),
TRA A THEUR RNA, #2241 Magen i
FH RNA 42 B0 G Ba B0 5 2D 3R 354 . cDNA &
WA HE TOYOBO 1Y FSK-101 Ji % 5 7 & 451k
ULIAHETT, A LS —8E cDNA F-20 C {17 %%
FHo 16 S ICEREE DU S B v, 279148
RMPFEITS IGF2BP1-1 cDNA & K55,
FEHVBET S8 (1) T A K EE,

https://www.china-fishery.cn

# 1 IGR2BP1-1 EFF5I%IE. RT-qPCR &
ERREMARSI4
Tab.1 List of primers for IGF2BP1-1 gene verification,
RT-qPCR and protein expression

ClEVER 192 ClE =S
primers name and sequence (5'-3") function
IGF2BP1-1F: TGAGGTTCCGTATCACCCCA LKIGIE
. verification
IGF2BP1-1R: CCAAGATAAGGGTGGGCGAA sequence
F: TAGTCCGGTACCCACCCAT RT-qPCR
R: TCCTCAAAAAGCCCACGAAGA
bmp (65.2Hind 111) WD) 519
F:AAAAAGCTTATGGCCGAAGCTGCAGCG  primers for enzyme
digestion
bmp (66.1Not 1)
R:AAGGAAAAAAGCGGCCGCTTTGCCATTT
TGTTGAGGTTTGGT
T ALThRRRAE
verification mineralization function
F: GAAGGGGATAGCCATTCTTATGTG Aspein
R: GCATCACTGGGCTCCGATACTA
F: GACATGGAACAAAGATGGTGGA Accbp

R: CTGTGGCTGGAATGGTTGG
F: GAGGCTACTGGACACGAGAT BMP
R: TTTCACAGAATGTGAGGACG

F: GATCGTCTTAATTGCCTCTGTTTCT MSI7
R: CTCCAAGCCCGATAACACCT
F: TGCGGACGTTACTCATACTGCT N16

R: CCACATCTAAGCCACTCATACCTCT

F: GGCTTTGGCGACGAACCGGA Nacrein
R: ACACGGGGGAGTGGTCAGGG
F: TGCTGCCATCACGTGAGTATG Pif

R: GACTTCCCTTTCTCACACTTCCA

7¥: AAGCTT. Hind IDWEHIINL 25, GCGGCCGC. Not 1 XUBFIAT 5|
Notes: AAGCTT. Hind III double restriction site, GCGGCCGC. Not |
double restriction site

1.3 £YEEESHR

{liF DNAMAN #if4#i%751); i ORF Finder
TELR M (http://www.ncbi.nlm.nih.gov/gorf/gorf html)
R IFHCEEHE ;3 {dF Expasy (http:/au.expasy.org/
tooLs/) 43 M & [ Bt 2 B R i BRALYE 5T s A Port-
Param (https://web.expasy.org/protparam/) i ill| 2 %
AR HIALPERT; fH] SMART K47 (http:/smart.
embl-heidelberg.de/smart/set mode) 43 1 25 1 #J I
REZE A3 ; {81 NCBI ¥ Blast #4775 LLXf; il
F MEGA 6.0 {4 F i R 48 NI A0

1.4 PfIGF2BP1-1 B4R L0 5%

FHTHE LB B H A IENLA . 2. O
. HE L THARRR . i . PERRFNANERE ., LA 18S
rRNA ;N % # 17 RT-qPCR (£ 1), R W& % .

R E K224 F 7/ sponsored by China Society of Fisheries
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SYBR"” Green Realtime PCR Master Mix 5.0 pL, *X
7&K 3.4 uL, cDNA BHz (W B 5 £%) 1.0 uL, I
TS5 (10 pmol/L) 4% 0.3 uL, 3£ 10.0 uL, S
FERF: 95 °C HiAEME 1 min; 95 °C 28 10s, 60 °C
B 10s, 72 °C M 15s, 45 MEH ., HHHH
3AAEYEEE, 27 T EAEXT mRNA ik,
GraphPad 8.0 BAER

1.5 PfIGF2BP1-1 & AR FIAFNHEN

W 4 PAGF2BP1-1 3% W ¥ 5], & it &
PIGF2BP1-1 & [ A X JF 9 B VI 519 (& 1),
PCR 4" $ J5 F= 4 5630 o eI 5 1E 86 A9 PCR 7=
Y15 pET-32a s 4A& ] Hind M Not T 435 HEF7 XL
137 I VGRS RN 37 sl 7/ B L T P I E R A
f) PCR 7= % fil pET-32a %k {& H T, DNA Ligase 7&
4 C FiEHTwR, WEEH %L R pET-32a-
PfIGF2BP1-1, ¥4 5 4 3% 35 BURL % A6 2 KIG AT A
(Escherichia coli) J&%5% 7 DH-5a., HkHUH B 75 F7 H
FEM T o K DU TEAff Y S v B B AR BRUTORL , IR
kLA Transetta (DE3) TR HHE, 37 C {5 5F
ARG PR TR VE R, $ 1 0 100 (IR EL) $2h
& LB KiFR 3 PR, £ ODgoo 4 0.7 B, A
[F] 4 IPTG -S4 (0. 0.1, 0.3, 0.5, 0.7 1 1.0
mmol/L) FIiESFE] (0. 2. 4. 6. 8 F1 10 h) %3
ik PAIGF2BP1-1 FE )50, PIGF2BP1-1 FHE 4
BAEgifb)s, SR His #RZ TR IE1T Western blot
Ik,

1.6 PfIGF2BP1-1 EBXH L HEXEERKIEH

A1)

SAERE AR RS 72 2% Zhang 551, J5EAR
YT 40 pm HAETHS , 2 EEHEEH 1x10° 4~/mL,
FEANE) 24 FLANLIE AR, BALEEFP RN 1 mL,
SR G I 4 % 1 PAIGF2BP1-1 (% 0.1, 1.0 Al
5.0 pg/mL 3 MR EERL ), 26 °C $55% 24 h J5 IicdE
ML, T RNA 4R, &4l 3 WER, x4l
A5 1 B R £R 2% v A W (PBS). RT-qPCR £ il
T AL A K FE I BMP, MSIT, N16, Aspein,
Accbp . Nacrein Fl Pif80 B2 kK (1), 8
J7 1 R RT o
1.7 RS

FH SPSS 19.0 B F A 5L 27 2250 BTk (ANO-
VA) 47 3k & W 35 1% 73 #r (P<0.05), GraphPad
8.0 FAHEI .

[ 7K 72 5 22 3275 sponsored by China Society of Fisheries

2 HiR

2.1 PfIGF2BP1-1 5\ Fn&E# 504

KAL) PAGF2BP1-1 4=+ cDNA A 7 348 bp
(GenBank: MW767156), 5 1818 bp ) ORF, i
5 605 NE EMR . ProtParam 43 M1 /5 H 1% 2R 1 B4
TN Ca591Hy647N5530000S37, 73T BHEH 66.941 ku,
PRI SR 5 (pI) N 8.22; 1% 68 /a5 17 H A KR
(Asp+Glu), 71 4~47 IEHL Y Z FE R (Argt+Lys); JE
Wi Rk 7231, FEAKMERESESECH —0.581, R
B, MOZEAR—ICEKERA, RNatEigi
5294, E—EKAREMEH . SMART 45145
T PAIGF2BP1-1 #5 1A 2 > RRM 45 #4 85 (32~
102 Fl 106~174 aa) Fl 4 4~ KH %5 4 3§ (279~344 .
200~263. 510~576 Fil 418~491 aa) (K 1), 5¥HE
SR IGF2BP1 25101,

ccrerrr 96

MA EAAA EG GD TS PV PT QG HS EE EDSS V MY RVY

reAcossmaTCTTCGTGSGCTTTT ! 192

VG NLDP AV DE GT LR GLF EDHGI VVGNTILTEKKRN

TAqECTT T TG ACATT CTCCACAC A ACAACCTACACAGCC AT COARARTT CART AT TACGATCTCT A creaficaTeciaaiead 2 8 8

YA FVDCPDQNNV DKAIEKLNDY DLLG S TMQVE

ATGGCCGAAGCTGAAGC

nnnnnnnn o TC \TTC

GTCGGAAACTT

Brmcscsacararcasaacais 384

PS TSRK R K S NKI QI R N L P QHINU RDDV ETL VMG
CTTGGTACTCTACAGAGAT GT GAACA{GGATCAGAGGGAT TAGTGTATGTGACT T TT GAAACACCCGAAGAAGCT CAAAT GGCTGTAACAAACTTQ 480
LG TLQR C E QG SE GL VY VT F ETP E EAQM AVTNL
FATCCTTATEATTACcAG GGG T GGG TG T G TG TG A AT GAT GRACGACAC G e TR TaacTceaed 3 1 0
NG YDYQG Q I L KV DF A G A GQ MKR RPRPNNNNSG
mATCGAUGGM}TTGCULTGMSGATCCTGGT(AKAGTGAGFWGU&GTGCTATCATTGETCGACMGGMAGM.TATACATMTATMCC 672
M N RQELFP LRI LV SS EF V G AIIGRQG QT I HNIT

crreracacas 168

$SQ S RARV DIHRRDNTISADTLVTIKGS SPESCTE

TGTAACAATTAAAGGA

AT GTAAGGAAATAATGAAAGTAGT TGAAGCAGAGGCCAMTCATTGAACAAAGGAGAATTCCCATT cnGATTTTATG cccamaaaecrrer - S 04
ACKEIMKYV VE AE A K SLNKGEFP LKTILCPNSLC
GGTCGTATCATTG G TAAAAATGGCAACGTTATAMAAGTT TTATGGAACAGACCARCACATATTGrTGTATcasGTGTaTcccaTATarcwT  96()
GR I IGKNGNV IKSFMEGQTNTHI VVSSVSDMNN
TATTATGTAGATCGAGTTATAACAGTTTCT GGAT CACCAGATAATTGT Gl CCTGGTCAC e 1 056
YY VDRVITVS GS PDNCAKGEALVTETKMRKCEFE
cnmerarseamcearser 1 152
QD A QNYNQ QMGM F GG MP P MPGM M PP A MSGYPG

cocaccoacaacaacrmacascteace | 248
MR Q PYHP P S L LGEGSFY QG MYG SPPQQ E L E VT

CAGGACGCCCAGAATTATAATCAACY

TACCTCTATATACCAGAAAACACTGTTGGTGCCTGTATTGGC CAATATCAAAGAMTCA TGGT 1344
YLY IPENTV GACIGSKG T TNTIKEIMRMS G A RTITK
ATACT CCTCCOCACAACT! mrascacecrcescraan | 44()
ILP QK NGE MNGE RKGPS PQ LDE RKV I T T GSAE
Gea GCAGTTCTACATITTCGACAAMAT CTTTCAGAGGTT) GTTCAcT 1536
AQ WKA QF Y T FDKTIKMEGNF QRLETEVHLRSEV M
GTAC TGGTCGAAT AAMATGTACGTGMATGCAGAGAGTCAGTGGTGCTATAGTGAAGeTACAGAC | 32
VPR SMIGRIIGKGG GQNVREMG® Q@RVY SGAIV KLPD
CCAAACAACCAAAACCCGACAGATAACGACGAAGTCGCT GTAT CCATTATAGGACATTTTTAT carea | 728
PN NQ NPTD NDEV A VS I1I1GHEFTYATIQPAQRT RIRS
CTCGTTCAGCAGCGAGGT GCACCT CAGGGAATGGGCGGTCCC CCTCAGAGGCGTCCTGGCCCACCAAGACCT CAACAAAAT GGCAAATAA 1818

LV QQ RGAP QG MG G PPQRRP GPPRPQQNGK
1 PAIGF2BP1-1 FA{AISAE K SRS K R BB R
LR R RRM 453, KT TBHER R KH 45 13K
Fig.1 PfIGF2BP1-1 open reading frame sequences and
corresponding amino acid sequences

Solid line represents the RRM domain, and the rectangular box repres-

ents the KH domain

2.2 PfIGF2BP1-1 Hyi# L 94
ARG M R, PAIGF2BPI-1%65 5

[C Bk BE DL IGF2BP1 28 — 3¢, 15 45

(Crassostrea virginica) 1 ¥F 3 Fsi D1 (Patinopecten

https://www.china-fishery.cn
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Koo R

46 &

AN

yessoensis) IGF2BP2 4 il AR sh W 0 32, SR
S0 (Drosophila melanogaster) 55 W) IGF2BPs 2%
NICEMESI Y o 3, a5 A MESh Y o3 SR

9

100

58 90

49

100
100

100|

]00[—

-
it iy

Sic

99

100

100

100

HEWD 1L Crytotermes secundus IGF2BPlisoformX2_XP_023703830.1
WD 1L C. secundus 1GF2BPlisoformX1_XP_023703821.1
WA FUL Zootermopsis nevadensis_1GF2BP lisoformX2_XP_021923058.1
A9 Z. nevadensis IGF2BPlisoformX1_XP_021922977.1

410 Onthophagus taurus IGF2BPlisoformX1_XP_022913705.1
BFE O. taurus IGF2BPlisoformX2_XP_022913706.1
100 i .
¥4 O. taurus_IGF2BPlisoformX3_XP_022913707.1

RNGAE D. melanogaster 1GF-llisoform XA_NP_511111.1
BJEHE D. melanogaster 1GF-llisoform XB_AAN09274.1 TeAFHERN
S R D. melanogaster 1GF-llisoform XC_NP_727457.1 invertebrate
M7 BLER Cimex lectularius IGF2BP2isoformX2_XP_014256944.1

100 | M4 C. virginica IGF2BP2isoformX1_XP_022305782.1
| L [RERBEDL P fucata martensii 1IGF2BP1_AYA72644.1
100 ¥ D REREE UL P, fucata martensii IGF2BP1-1_MW767156

99| M.
100 [T g
A\ H. sapiens IGF2BP2_NP_001007226.1

BE 44 Danio rerio IGF2BP2_NP_001108030.2

AR (8] 2), Ui PAIGF2BP1-1 7E#ELIEES |
RSP, JB T IGF2BPs %05, W& YifE
AR ST

HHG AR D. melanogaster IGF-llisoform XD_NP_727451.1

lectularius_1GF2BP2isoformX1_XP_014256943.1

SN C. virginica IGF2BP2isoformX2_XP_022305783.1

HF S5 UL M. yessoensis_IGF2BP2isoformX1_XP_021368484.1
HRF B3 UL M. yessoensis 1IGF2BP2isoformX2 XP_021368485.1
W53 UL M. yessoensis_IGF2BP2isoformX3_XP_021368486.1

HR S35 UL M. yessoensis_IGF2BP2isoformX4 XP_021368487.1
sapiens_1GF2BP2_NP_006539.3

sapiens_1GF2BP2isoform ¢ NP_001278798.1

BE 5t D. rerio IGF2BP3_NP_571566.1 FEHESI

vertebrate

0.1 99

B fh D. rerio IGF2BP1_AAI24197.1

93

97

& 2

N H. sapiens_1GF2BPlisoforml_NP_006537.3
99 | N H. sapiens_IGF2BPlisoform2 NP_001153895.1

N H. sapiens_1GF2BPlisoform3_XP_005257012.2

ETF IGF2BP EBF5IHE NJ R HLH

Fig.2 NJ phylogenetic tree based on IGF2BP protein sequence

2.3 PfIGR2BP1-1 B FRIEDF

FEFTRLIN A 8 A~ 2H 4, PAIGF2BP1-1 %A
#A KRR, FEHFENh YRR R, HIOh R
FIANERE, fE0HE . 88 THACRR . BiE Fp g
LR BAK (B 3),

2.4 [FE#%FIL PIGF2BP1-1 EH

U E Transetta (DE3)/pET-32a-P{IGF2BP1-1
2 IPTG %5 3 )5, H SDS-PAGE HL K ¥ I 3k |
R Eon, SXEMLL, 495 ku LM T
WY 4 (AR 1 RAA ISR ST (K 4-a), BR AR
(%9 25 ku) B9 R/, RIKE 705 R/ 5 BRI T

https://www.china-fishery.cn

WAE 67 ku FEAAAT o H 41 T4 T 19 L3 W R
DUE S B T YK, 455 /R PAIGF2BP1-1 7£ I
W FEREE S (K 4b), D EgREN,
PIGF2BP1-1 & H A KT i &k, HLU
AR ARBE N E,

SJifiAk PAIGF2BP1-1 5 H B R IR 451, S
HAT T AR IPTG He B 5 = FUAS [A] B (] 475 5 %)
PIGF2BP1-1 FFFRIEMIBIR, 450K, 737 C.
0.5 mmol/L IPTG. 56N 8 h i, PIGF2BP1-
1 @A AR E R (K 5).

FmHEALLMLE, RS TR RE—WHTB
ZilF (18 6-a), K/NZT 95 ku, BRZE 25 ku bR E

HE K25 2: 3276 sponsored by China Society of Fisheries
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124
= 1.0000 | =
2
m]mgO.SOOO-
%gomoo
>
= £ 00050 | ﬁ
%
2 <0.0015}
g 20.0010 t |;L|
50'000(5)'. Il smmam |
1 2 3 4 5 6 7 8

ENETibEERA

different tissues

3 PfIGR2BP1-1 EEEARHLAFHREE
LN, 2.2, 3. 00, 4.6, 5. 00, 6 miE, 7. 1%,
8 AMEERE, o fREAREA LN LR E BE %R, P<0.05

Fig. 3 mRNA expression level of PfIGF2BP1-1 in
different tissues

1. adductor muscle, 2. foot, 3. heart, 4. gill, 5. digestive gland, 6. intest-
inal tract, 7. gonad, 8. mantle; “*” represents significant differences

in the expression of genes in different tissues, P<0.05

HIG29 70 ku, SHTHIFHTN G H 515 66.941 ku
FNAHGE . K atifh)E a0 E 5 3EFT Western-blot 48
E, GEREIR, E 95 ku Bl EEE RS (F 6-b),

2.5 ELEA IGF2BPI-1 SH KHEXEERE
EEAL)

INERFACANBEAE IGF2BP1-1 [T, MSI7
FLP AR B ETHE (P<0.05), B IGF2BP1-1

ku M 1 2 3 4 5 C

A B A TR, MISTT JE TR ) 3 ikl bl 2 3 5
FEIR Xt BEZH Y 1.83 £% (1.0 pg/mL) A1 2.23
% (5 pg/mL). Nacrein SR F ik HABA — & IREM
Thi, femisE Xt AR 1.43 £5 (5.0 ug/mL),
1Ml Accbp FEFIFRIBEAEWEEH 0.1 pg/mL B, 5XF
MRZH Rk W 22 7 (P<0.01), xR 2.08
1% ; Aspein, BMP. N16 Fl Pif iX 4 ™R AR X
IKEAEA G IGF2BP1-1 e B il 3T S47%A R A W
FARE (P>0.05) (K1 7) o

3 v

A WF 58 48159 9 PAIGF2BP1-1 ¢cDNA 4> K &y
7348bp, 7 1818bp i ORF, %ifih 605 MK,
77 0 i 1 25 020 5 B A 25 [ R BF DL IGF2BP1 3:
i) cDNA 2= JF 5 FF i e 2 HE 4 1 737 bp, 4w
579 S EERR , 3 I TF I EAE 17 5 K B A7 7
81 AL (23 DNEAEIR) WIZERE, T IX A3, AHF
FER ARG 10 D R EREE DL IGF2BP1 TR IR FE K Ay 44 M
PfIGF2BP1-1, 1GF2BP1-1 & 1 &% 4 24> RRM &4
BN 4 4> KH 258950, X508 &k 5 Bk
U1 IGF2BP1 Ko 5 oAt HE 2y 4n i 5 £61 (Panto-
don buchholzi, GenBank: AIM47936.1). JG & #fE
Wy & 52 IR U1 (Mytilus coruscus, GenBank
CAC5397443.1) 1) IGF2BP1 Z5 ¥y A [F] . © A& BF
5% W, 1GF2BP1 X% 6 1~ FIVE Y RNA 45545

C S1 S2 Cl1 M

95 ku-3

(b)

4 PIGF2BP1-1 EEE A FA RN
MEASF R, FE: () EHEES PAGF2BP1-1 RIAGER , 1~5FATH, NREFSFMTHESNERED, C R (b) =HA
W IR YTSE T ) PAIGF2BPL-1, S1 A1 82 A-FATHE, ARFE S BN LG CL NSRBI UTTE
Fig. 4 PfIGF2BP1-1 recombinant protein solubility test

M. protein molecular weight marker, the same below; (a) results of induced PfIGF2BP1-1 protein expression in recombinant bacteria, 1-5. parallel
samples: whole bacteria protein induced under optimal induction conditions C. control; (b) induced PfIGF2BP1-1 in recombinant bacteria supernatant
(S1 and S2) and precipitation (C1)
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Fig. 5 Detection of optimal induction conditions for PFIGF2BP1-1 recombinant protein

(a) expression level of pET-32a-PfIGF2BP1-1 induced by different IPTG concentrations 8 h (0, 0.1, 0.3, 0.5, 0.7 and 1 mmol/L); (b) expression level of

pET-32a-PfIGF2BP1-1 at different induction time( 0, 2, 4, 6, 8 and 10 h)

ku M

180
130

95
72
55
43
34
26

17 —

(@)

— — W 51 ».”

-

(b)

6 ZE4HEHE PIIGFBP1-1 FY4i{L X Western blot
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Fig. 6 Purification and Western blot of recombinant protein PFIGFBP1-1

(a) purification result of the recombinant protein PfIGFBP1-1; (b) Western blot analysis of the purified recombinant protein PfIGFBP1-1, 1 and 2 are par-

allel samples
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Fig. 7 Effect of IGF2BP1-1 on mRNA expression of

mineralization-related genes

{2 5

1. Aspein, 2. Accbp, 3. BMP, 4. SMI17, 5. N16, 6. Nacrein, 7. Pif. “*”

means a significant difference in gene expression compared with the
control group, P<0.05. “**” means an extremely significant differ-

ence in gene expression compared with the control group, P<0.01
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Identification of IGF2BP1 and its effect on the expression of
mineralization-related genes in Pinctada fucata martensii

XIONG Panpan "**,  ZHANG Hua "**',  HE Maoxian "**"

(1. Chinese Academy of Sciences Key Laboratory of Tropical Marine Bio-resources and Ecology,
Guangdong Provincial Key Laboratory of Applied Marine Biology, South China Sea Institute of Oceanology,
Chinese Academy of Sciences, Guangzhou 510301, China;

2. Southern Marine Science and Engineering Guangdong Laboratory, Guangzhou 511458, China;

3. University of Chinese Academy of Sciences, Beijing 100049, China)

Abstract: Insulin-like growth factor 2 binding proteins (IGF2BPs) are the important RNA metabolism regulators
involved in many different biological processes. In order to study whether /GF2BP1 plays a role in biomineraliza-
tion of pearl oysters, this study identified a Pinctada fiicata martensii IGF2BP1 gene, named PfIGF2BP1-1. The
cDNA length of the gene is 7 348 bp, with an ORF of 1 818 bp and encoding 605 amino acids. Multiple sequence
alignments and phylogenetic analysis showed that PfIGF2BP1-1 has two RRM domains and four KH domains,
which are homologous to IGF2BPs from other species. Real-time fluorescent quantitative PCR results showed that
PfIGF2BP1-1 was expressed in eight tissues of P. fucata martensii, with the highest expression level in adductor
muscle tissue, followed by foot and mantle tissue. The pET-32a prokaryotic expression vector was used to con-
struct a recombinant plasmid containing the mature polypeptide region of PfIGF2BP1-1 and the protein was suc-
cessfully expressed. The optimal conditions for inducing protein expression were that the bacteria were cultured at
37 °C for 8 hours with 0.5 mmol/L IPTG . The PfIGF2BP1-1 protein can stimulate the coat membrane primary
cells of P. fucata martensii and significantly increase the expression level of cell matrix protein genes Acchp,
MSI7, and Nacrein in primary mantle cells. The results indicated that the PFIGF2BP1-1 protein is involved in the
biomineralization process of P. fucata martensii through inducing the expression of shell mineralization-related genes.
Key words: Pinctada fucata martensii; insulin-like growth factor 2 binding protein 1; protein expression; shell
mineralization-related genes
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