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Abstract IKKe (inhibitor of NF-kB kinases ¢) is an important component in the NF-kB (nucleur factor kB) sig-
nal pathway and plays crucial roles in the differentiation, development, apoptosis and immune response. In this
study, based on the unigene sequence annotated as IKKe in the transcriptome database of Pinctada martensii, using
rapid amplification of cDNA ends technology, the full length of IKKe gene was obtained from Pinctada martensii
(PmIKKe). The obtained full length of PmIKKe cDNA was 2 843 bp, containing a 5' untranslated region (UTR) of
116 bp and a 3' UTR of 516 bp with 27 bp polyA tail. The open reading frame (ORF) was 2 211 bp encoding 737
amino acid residues. The predicted molecular weight was 85.07 kD, isoelectric point was 6.17. Multiple sequence
alignment indicated that IKK e was highly conservative among species and PmIKKe had 45% sequence identity with
that from Crassostrea gigas. The N-terminal region contained a kinase domain and a mitogen-activated protein kinase
kinase (MAPK), The C-terminal region contained a leucine zipper (LZ) domain and a helix-loop-helix (HLH) motif.
Real-time PCR analysis demonstrated that PmIKKe was constitutively expressed in all studied tissues (aductor

muscle, gonad, hepatopancreas, mantle, hemocytes, gill) in P. martensii with the most abundant mRNA in the hep
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atopancreas. These studies provide the basis for the further study of the function of PmIKKeg in growth, development

and innate immunity in mollusk.
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1 PmIKKe
(ORF); (UTR); (13~283); MAPKK
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Figure 1 Sequence analysis of PmIKKe gene
Note: Open reading fragment are shown in capital letters; 5' and 3' UTR regions are shown in small letters; Protein kinase domain is
shown in grey box (13~283); The underlined sequence (237~241) is MAPK active site; The underlined italic letters (513~566) is leucine
zipper (LZ) domain; Helix-loop-helix (HLH) motif'is shown in colorless box (587~661)
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2 IKKe
Figure 2 Multi-alignment of IKKe
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3 IKKe
Figure 3 Cluster analysis of IKKe protein sequence

4 PmIKKe mRNA
T A ;B ;C: ;D ; E: JFo
(p<0.05);
(p>0.05)

Figure 4 Expression patterns of PmIKKe in different tissues from
P. martensii

Note: A: Aductor muscle; B: Gonad; C: Hepatopancreas; D:
Mantle; E: Hemocytes; F: Gill; Different letters above the bars
represent significant differences at the p <0.05 level; The same
letters above the bars represent no significant differences at the

p>0.05 level
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1 PmIKKe
Table 1 Primers for gene clone and characterization of PmIKKe

(5'-3)

Sequence (5'-3")

GGCAATTTGTGCTGTGTATCTGGGGTCA

CTGTTGCCCCTCTTCCAAGACAATCTTC

CGACAGCAAGGTTTTTCTCATCGTGACA

GCCTGGTGTACAAGCTCTCAGACTTTGG

AGAGATAGAATGGTGTAGGGAGC

CAATGTGGTGTTTTGTAGACTGA

; B: 5 RACE ; C: 3'RACE
; E: qPCR ; F: qPCR

Primer

mmgaow >

: A: 5' RACE
; D: 3' RACE

Note: A: 5' RACE outer primer; B: 5' RACE inner prime; C: 3'
RACE outer primer; D: 3' RACE inner primer; E: qPCR forward
primer; F: qPCR reverse primer
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