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Abstract: [Objective] To study the role of NODs signaling pathway against the stimulate of
Aspergillus fumigatus in RAW264.7 cells by using siRNA to silence NOD2 gene. [Methods]
RAW 264.7 cells were inoculated in six-well plate, and then divided into four groups: normal
control group (N), normal control group with NOD2 gene silence group, normal with Asper-
gillus fumigatus spores stimulation group (N+Af) and normal with Aspergillus fumigatus
spores stimulation with NOD2 gene silence group. Each groups has three duplicate wells. The

expressions of NOD1, NOD2 and RIP2 mRNA in each group were studied by RT-PCR and the

expression of TNF-a in each group was detected by western blot assay. [Results] Compared
with the N group, expressions of NOD1., NOD2 mRNA and TNF-a protein increased signifi-
cantly in N+Af group; Compared with negative control group, the expression of NOD2 mRNA
was significantly suppressed in NOD2(RNAI1) group, the silencing effect was reached to 80%,
indicating that NOD2 gene in RAW264.7 cells was succsessfully silenced. Compared with
NOD2(RNAi) group, the expressions of NOD1, NOD2 mRNA and TNF-a protein were
slightly increased, but no siginifcant difference (P>0.05). Compared with N group, the ex-

pression of TNF-a protein was increased significantly in NOD2(RNAi) group; Compared
with N+Af group, the expression of TNF-o protein was lowered significantly in

NOD2(RNAi)+ Af group. The expressions of NODI, RIP2 mRNA in each group were

changed slightly. [Conclusion] NODs and its signaling pathway play a role in resistance to
Aspergillus fumigatus in RAW264.7 cells, particularly the role of NOD2 more prominent.
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1 HRETHE 1.2.3 siRNA STE RAW264.7 4fiffl NOD2 Kik:
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J#; Lipofectamine™?2000. Trizol i3, Invitrogen
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A H]); PCR 51 ¥)(Invitrogen 23 A])o
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FHHET 100 °C Hi#k 60 min, H# RAW264.7,
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1:5, FETEA 12 ho YERISEHE)5 355, JCR PBS
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1.2.4 RT-PCR EHMZHAE+H TLR2. TLR4.

MyD88 mRNA FRik3T{k: A% 4 oy 4
WCHIISC S 5038 B e AR T 546#%, FH Trizol JA4HL
Y RNA, I TaKaRa 9% %R &4l
cDNA J&, kH B-actin fEANZ, ¥4 HIW
B 51750 KON 55 LR 1,

1.2.5 Western blot #2488 &+ TNF-a &H
FixTh: WA Millipore #8UE 5 045
NMVL=1/3 (H 4 F 1), 5000 x g B0, FRAGH
g5E M, ML 80 g B F#E T SDS-PAGE
HLUK, SRR, B, 2458, 5—Hi(1:250)F1 =t
(1:8 000) 37 °C £ F 1 h, W(, LI B-actin /EH
WNZ, KEHHG, Image T 3A4F 581

1.2.6 FitFESH: R SPSS Geitdk {44,
IR FLASR FH ¢ K56, P<<0.05 H G425

£1 SI¥5F5 K PCR L&Y

Table 1 Primer sequences and PCR reactive conditions

HEK PR izl 1R KGR PR
Name Sequence (5'—3) Annealing temperature (°C) PCR product (bp)
Bositn Reverse: ACGGCCAGGTCATCACTATT 503 409

ac Anti-reverse: TAACAGTCCGCCTAGAAGCA :
Reverse: AAGCATTTCTGCTACCCGGAG
NODI Anti-reverse: AAAGACATCGGTCAGGGTCAC 67.7 >13
Reverse: CCGTGTCCTGTTAACCTTTG
LI Anti-reverse: AGGATCAGCAGGTACATGTC = 45
RIP2 Reverse: GCCATTGTGAGCCAGATGA 503 264

Anti-reverse: ATTTGAAGGCGGTGCTTTG
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Fig. 1 Comparsion of mRNA expression level of
NOD1. NOD2 and RIP2 in each group of cells

Note: * P<<0.05, vs the normal group.
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2 NODI1 (A). NOD2 (B). RIP2 (C) RT-PCR 7=4/ & ik [&
Fig. 2 The product’s electrophoretogram of NOD1 (A), NOD2 (B) and RIP2 (C)

Note: 1: The normal group; 2: The normal group with Af stimulation.
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Fig. 3 Comparsion of protein expression level of TNF-a
in each group of cells

Note: * P<<0.05, vs the normal group.

1 2

~ —TNF-a
——

4 A [EIZHZABE TNF-0 Z&2H Western blot B jk[E
Fig. 4 The western blotting gram of TNF-a protein in

each group of cells
Note: 1: The normal group; 2: The normal group with Af stimulation.
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Fig. 5 Comparsion of mRNA expression level of NOD2
in each group after NOD2-siRNA transfection

Note: * P<<0.05, vs Nctrol group; # P>0.05, vs NOD2(RNA1)

group.
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NOD2

B-actin

6 %% 3% NOD2-siRNA J5 &4 NOD2 mRNA
RT-PCR k&
Fig. 6 The product’s electrophoretogram of NOD2 in

each group
Note:1: The nctrol group; 2: The NOD2(RNAI) group; 3: The
NOD2(RNAI) with Af stimulation group.
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ik, LA NOD1/NOD2 SZ A 51 A |1 IiE B 175 5
51k NF-xB, feit T iE R Pk 531453 . 3 NOD
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Fig. 7 Comparison of mRNA expression level of
NOD1. RIP2 and protein expression level of TNF-o in

each group after scilencing NOD2 gene
Note: # P>0.05, vs NOD2(RNAI) group.
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TNF-0 255 Western blot FjkE ik
Fig. 8 The product’s electrophoretogram of NOD1, RIP2 and the western blotting gram of

TNF-a protein in each group after scilencing NOD2 gene
Note: A: NODI; B: RIP2; C: TNF-a; 1: NOD2(RNAI) group; 2: NOD2(RNAi)+Af group.
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Fig. 9 Comparsion of mRNA expression level of NOD1
NOD2. RIP2 and protein expression level of TNF-a in

normal group and normal group with NOD2 scilense
Note: * P<<0.05, vs the normal group.
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Fig. 10 Comparsion of mRNA expression level of
NOD1. NOD2, RIP2 and protein expression level of
TNF-a in normal with Af stimulation group and normal
with Af stimulation and NOD?2 scilense group

Note: * P<<0.05, vs normal with Af stimulation group.
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