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Tab. 1 Primers used to clone the C-type lectin gene of M. meretrix

CTL-R1 5’ -AGTATGGCAGACAGTGGGAGG-3’
CTL-F1 5 -ACATCCACATCCATTGCTTGG-3'
3R1 5 -GGGTCAATGTCAACAAGGAT-3'

3'RACE
3R2 5 -TGGGTGGTGACCTTGTATCTC-3'
5R1 5" -CAACATTTAACACAACATGGTATG-3’
SR2 5" -TAGGGGTCAATGTCAACAAG-3’ 5'RACE

5R3 5" -CAGAGTATTACGGGGAGCAC-3'

*2 ZEEPCRYEMARHRUESIMRFT

Tab.2 Primers used to clone realtime quantitative PCR

P-B-ACTIN-F 5" -ACTGTGCCCATCTATGAAGGTTA-3'
P-B-ACTIN-R 5’ -CGTTCGGTAAGGATCTTCATCA-3'
P-C-F 5" -ACAGTGGGAGGTCAAATGAAGAT-3'
P-C-R 5" -CCCTAGCATCATACCATGTTGTGTT-3'
1.3 RNA cDNA
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B-actin  RT-PCR ’ (GenBank 1 JX232217), 519bp,
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10min 94°C 5min, 94°C 30s, Mm-CTL (CRD), CRD
56°C 30s, 72°C 30s, 28 ,72°C 10min 6 ,
RT-PCR PCR 1.2% Cys34 Cys47 Cys64 Cysl43 Cysl59 Cysl67

CRD

“EPN”

1 gtttaggtccagecgtcegtggggggggtataaaaaagtgtatacaggtgecggattaaaatcacgttataaattcaagtttattagggectategtaccactaaat
106 cagacttcattataaaagctttcaaccatttctatacatacttgattagtaaacctgatgcaaatgcaaatatcattcgaccctcagagttcaaggagtaaaatt
211 tctctctattcgcaagatgttgacaacataatacacaatgttaaaccattcataaaagataagccatttatgtcttttttatctaagcagctaacagatgaaate
316 aaatcagtgtttatctgagaagtcttttgaagaaatttattttoccttgagactgtactctgaaatccttaaatttgaaatcgtttcaacttcatttcaacaacag
421 cttcagaaacttttgttagatttaaattcagggtaaataagcaatgaataaaatgttaaatttattgtggataacttgtggecatgattcttccagttctaggeac
526 a2aaagaacctgtttcaacatgtgatgtaagaataggaaactgcgattatcagcettcagetgttacctagecaaccagtgecatggagataccatcataaggtcaag
631 gtcgaagaggtcagatcaaattggagaagtaatagaggaattttcttococttcagtcacagtttgaaaagectagaaaaaaacttgtaaaagaaATGARACATCTT

1 M K H L
736 TCAACCAGAGTATTACGGGGAGCACGCAGACTGGAGAGTATGGCAGACAGTGGGAGGTCARATGAAGATGGTAAARATAGGGGTCAATGTCAACAAGGATTTGTG

5s T R VLR GARU RILESMABADSGU R S NEUDGU KNI RGOGQEC Q @ 6 F V
841 ACATATGATAACTGGAATTCATGCTACATGTTTTCAACATTTAACACAACATGGTATGATGCTAGGGAT TACTGTGTGGCCATGGGTGGTGACCTTGTATCTCTT

T ¥ D N WN S C Y M F S T FNTTWYDAURUDYCV A MGG DIULV S5 L
9468 GGATCACTTCAGGAACATTTCCTGGTTGCATTTCATATTTTGAATGACCCAGAGTACAGTGCAGCTCAAGGCTGGTGGACCAGTGGAACATTCGTGGTAARARCC
7 6 s L Q EH F L V A F HILNUDUZPETY S A AP G W WT S G T F V V K T

1051 ARGCAATGGATGTGGATGTCTAACATTGATAT TCAACCCGTARCATACGTCAAATGGGCTGTCAACGAGCCCAACGATCAACACGATARARACCTTCAATGTCTG
M0 K ¢ w M w M s N I D I @ P V T ¥ V K W A V N E_P N D Q H D KN L @ C L
1156 ATGATGTACAGGCTTGACGACATGCTCTGGCACGACCGAATATGTACTGATAGATATAACTTTGTCTGTGAAARTACCTGTGGCATAAtggaagaacagttttaca
145 »m ¥ ¥ R L D D M L W H D R I C T DZR Y NTF V CE I P V & *

1261 aacaagctcgttcatatttgaggttaagaccatcaagtttaaaacctctacccactgecactgtgactaacaattatcatttacacagcataacaatatgttaac
1366 ctccagaacatttatgtacagttaaacgaagacaaccaaaagggtctttaaaaccagatggtcaggtaaatctgtctcaaaacctgggagtcctttttcacaggt
1471 gttetttatttacaggtgatctttattacaagttagactgtacatgtttcaagectggecaatttttttgoccaatettttgtattttggecactgatacctaaag
1576 tctattttgaatacttctttottttttgaatacttttoctaaaattttattatcttatctaatatgtectgtatagaacgaagecactttgtattttggtggtacgt
1681 acactaacacttgaaattcaacccaacccatgcaactgcttcttattcoctttcgaacaatgtcctacatagacttgggggtaaacattttgttetgetgtttaaat
1786 tcaatattcttatgtttttatctctttataaaattgttgaatgaaagtgttcaaggtaaaaaaaaaaaaa

1 C- cDNA
Fig.1 cDNA sequences of C-lectin gene in M. meretrix
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3 C-
Fig.3 Multiple alignments of amino acid sequence of C-lectin of M. meretrix with other known species genes
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MOLECULAR CLONE AND EXPRESSION OF C-TYPE LECTIN IN MERETRIX MERETRIX

LI Meng, ZHOU Su-Ming, LIULu, PENG Di, WANG Guo-Liang

(Key Laboratory of Applied Marine Biotechnology, Ministry of Education, School of Marine Science, Ningbo University,
Ningbo 315211, China)

Abstract The C-type lectin is one of the most important pattern recognition receptors. In present study, a C-type lectin
was cloned from Meretrix meretrix (Mm-CTL) for the first time using degenerated PCR and rapid amplification of
complementary DNA ends (RACE) method. The full length of the Mm-CTL ¢cDNA was 1855bp containing a 519-bp open
reading frame (ORF) encoding a 172-amino-acid polypeptide. Prediction of protein domains revealed that the Mm-CTL
contain a typical carbohydrate recognition domain (CRD) that ranged 34th to 168th amino acid. BLASTP analysis showed
that the Mm-CTL shared 56.5% identity with the ortholog in Solen grandis, and 13.5%—23.9% with other invertebrate
orthologs. Mm-CTL is distinctly clustered with mollusk as expected in phylogenetic analysis. After Vibrio alginolyticus
challenge, the Mm-CTL mRNA was induced significantly in 6h post challenge, and its expression peaked in 12h. Moreover,
the Mm-CTL expression reduced in salinity 5 compared to that in salinity 10—20. In a thermal stress, the Mm-CTL
expression was down-regulated at 10°C, whilst increased at 35°C. Therefore, the expression of Mm-CTL might response to
bacterial infections or environmental stress. The findings may help understanding innate immune factor in molluscs for
disease prevention.

Key words Meretrix meretrix; C-type lectin; gene clone; bioinformatics; environmental factors



