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Abstract: Spiroplasma eriocheiris is a new kind of pathogen in aquaculture and causes mass mortality of Chinese mitten
crab Eriocheir sinensis but little is known about the immune responses in E. sinensis challenged with this agent. Al-
though immune responses in invertebrates have been widely studied spiroplasma-induced innate immune responses have
not been reported. The mRNA expressions of antidipopolysaccharide factor ( ALF)  prophenoloxidase ( proPO)  proph—
enoloxidase-activation factor ( PPAF)  pacifastin light chain ( PLC) and peroxiredoxin 6 ( Prx6) immune-related genes
were examined in order to estimate the effects of S. ertocheiris on the innate immunity of E. sinensis. All of the mRNA
expressions of above genes except for Prx6 were significantly up-regulated after S. eriocheiris challenge. But the mRNA
expression of Prx6 was significantly down—regulated after the same treatment. S. eriocheiris not only cause tremor disease
of E. sinensis but also can cause suckling mouse cataract just like Spiroplasma mirum. So we chose RAW264.7 cell
line a murine macrophage-ike cell to study the relationship between the S. eriocheiris and the host in cell level. The
expression levels of CD40.IL4B.IL40 in RAW264. 7 cells were up—regulated after challenge with S. eriocheiris while

the expression levels of TGF1 and TNF-« were down—regulated. The results suggested that broad-spectrum immune re—
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sponses could be induced by S. eriocheir in both E. sinensis and RAW264. 7cell.
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Table 1 Primers used in the present study
Forward primer Reverse primer
ALF 5 - GACGCAGGAGGATGCTAAC -3~ 5" - TGATGGCAGATGAAGGACAC -3~
proPo 5 - CCATCCCTTCCTGCTTACCA -3~ 57 - CTCCATCACAAACCCTAACGACTT -3~
PPAF 57 - CGTGCCCTACTACCTGTGC -3~ 5” - CGATGCCTTGAGTGTTCCTA -3~
PLC 5" - GTGTCAATGGCCGAGGGATC -3~ 57 - GACGCAGCGGCAGTTGTTG -3~
Prx6 5’ — ACCCATCGGACTACACCCCAG -3’ 5’ = GGACCAATGACAAAGACAGCA -3’
B —actin 5" - GCATCCACGAGACCACTTACA -3 5" - GCATCCACGAGACCACTTACA -3
IL-1B 5= CAACCAACAAGTGATATTCTCCATG -3~ 57— GATCCACACTCTCCAGCTGCA -3~
TNF -« 5° - CATCTTCTCAAAATTCGAGTGACAA -3~ 5" - TGGGAGTAGACAAGGTACAACCC -3~
CD40 5" - GTCATCTGTGGTTTAAAGTCCCG -3~ 5 - AGAGAAACACCCCGAAAATGG -3
TGF - g1 5 -TGACGTC ACTGGAGTTGTACGG -3~ 5” = GGTTCATGTCATGGATGGTGC -3~
IL-10 57 - GGTTGCCAAGCCTTATCGGA -3- 57— ACCTGCTCCACTGCCTTGCT -3~
HPRT 5 = GCAGTACAGCCCCAAAATGG -3~ 5= AACAAAGTCTGGCCTGTATCCAA -3~
Trizol ( Invitrogen USA) RNA Prime-
Script RT reagent Kit ( Takara Japan) RNA  c¢DNA. SYBR Premix Ex Taq
( Takara Japan) Realtime PCR . PCR 25 nL (12.5
rL 2 x SYBR Premix Ex Taq 1 uh 1 L ¢cDNA 9.5 pL DEPC
. Realtime PCR 195°C 2 min 40 PCR (95%C 10 s.60°C 30 s) .
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Fig.1 The expression level of ALF, PPAF ,proPO and PLC in E. sinensis hemocytes. (a) the expression level of ALF; (b) the expression level of

proPO; (¢) the expression level of PPAF; (d) the expression level of PLC; (e) the expression level of Prx6
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Fig.2 The expression levels of TNF-a, TGF—§31, IL-1§, IL-10 and CD40 in RAW264.7
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