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Table 1 Base sequence, T, and predicted sizes of PCR products for target genes specific oligonucleotide primer
Gene Gene No. Oligonucleotide sequence(5’'—3") T./C Product/bp
GAPDH NM_002046 AACGGATTTGGTCGTATTG 53.2 214
GCTCCTGGAAGATGGTGAT 54.1
PTX3 NM_002852 TTGCGATTCTGTTTTGTGCT 56.8 124
GTGGGGTCCTCAGTGGG 55.2

1.4.3 Real Time RT-PCR [z [ 4514 : X AT $i& B A9
Caco-2 0L 52 RNA [ 5 % 3k15 ¢DNA J5, ¥E1T Real
Time RT-PCR JZ ¥ , 52 ¥ 4% 4 7 : 95°C Hil 2% 7 10 s
95CAZPES 5,60C IR k 34 5,40 DMEI, 43 M7 i i
3[R Cu AR, R 272 2 g 0 B Y 3 [N A 30k i
PEATIHA . AKX Real Time RT-PCR B #fZE 47§
3 £ PO 2 0 7, BT (07 B8 0 5

1.5 Western blot 77354l NF-xB & B B BB 41

i T NF-«B 4 F B B2 L /2 NF-xB i 72 B
AR, BT LA Western Blot J5 2 4 il NF-«B
AR o TR 50 41 X AR 4L A0 R
WP B30 pg B H L, & T TR -RIN
o Tt J¥ie 5% JK& i, Uk ( SDS-PAGE) J& , % 7% & PVDF JiE
LRI RBARFLE M 1 he — BT RIEAY NF-«B
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Fig. 1 The Real Time RT-PCR curves of PTX3 and GAPDH in Caco-2 cells treated with NCFM for different times. 1, 2: The Real Time RT-PCR
curves of PTX3 in Caco-2 cells treated with NCFM or without NCFM, respectively; 3, 4. The Real Time RT-PCR curves of GAPDH in Caco-2 cells
treated with NCFM or without NCFM, respectively. 0 h, 2 h, 4 h, 8 h, 12 h: Caco-2 cells were treated with NCFM for O h, 2 h, 4 h, 8 h and 12

h, respectively.

HiIE 2 AT LAE B E IR FLAT W NCFM &5 2.2 BEERFLAF & NCFM # 5 Caco-2 4 fi H NF-
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et 2 (p <0.01) ride , LPS ) 75 & I 41 Jfig b PTX3 2 [ /9 % 3%, T
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Fig.2 NCFM up-regulates PTX3 gene expression in Caco-2 cells. 0 h,
2h,4h,8h, 12h: Caco-2 cells were treated with NCFM forO h, 2 h,
4 h, 8 hand 12 h, respectively. CTR; control groups; *p <0.05, “p

<0.01, ™p<0.001 compared to the control groups.

HXF TNF-o 1755 A2 AR 4 41 i PTX3 5L A g 3%
PR IRAE B AR Al B B R T ST NF-kB
AR TS AE W8 R FL AT 1 NCFM 5 % Caco-2 411 i
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Fig.3 NCFM triggers NF-kB phosphorylation in Caco-2 cells. 0 h,
0.5h, 1 h,2h,4h; Caco-2 cells were treated with NCFM for O h,
0.5 h, 1 h, 2 h and 4 h, respectively. P, phosphorylated protein.
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Fig.4  The Real Time RT-PCR curves of PTX3 and GAPDH in
Caco-2 cells ( pretreated with or without PDTC) cocultured with
NCFM. 1, 2. The Real Time RT-PCR curves of PTX3 in
experimental and control groups, respectively; 3, 4: The Real Time
RT-PCR curves of GAPDH in experimental and control groups,
respectively. NCFM: the Caco-2 cells were treated with NCFM for 2
h; PDTC + NCFM: the Caco-2 cells were treated with PDTC for 30
min before treated with NCFM for 2 h.
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mRNA FRiKK 1284k A7 Ak, g5 SR WL 5. 7]
LI H,PDTC X} Caco-2 4 g #f 47 ¥ 4b # 5 nl LA B
BB AR ME PR FLAT 7 NCFM 3% 19 PTX3 KL 1
Fik, 45 B — U] NF-«B & 4 76 W R LA B
NCFM fERH F Caco-2 4ii il J5 /5 5 PTX3 ik ) o 72
R EE AT E A
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Fig.5 Inhibition of NCFM induced PTX3 gene expression in Caco-2
cells by PDTC. CTR: control groups; ""p < 0.01 compared to the
groups treated with NCFM.
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Expression of PTX3 gene in Caco-2 cells treated with
Lactobacillus acidophilus NCFM
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Abstract ; [ Objective | To study the expression of immunity and inflammatory mediator factor PTX3 in intestinal epithelial
cells treated with Lactobacillus acidophilus NCFM and further to reveal the regulatory mechanism. [ Methods] Caco-2
cells were cocultured with Lactobacillus acidophilus NCFM for 0, 2,4, 8, 12 hand 0, 0.5, 1, 2, 4 h respectively, then
the total RNA and protein were extracted. The expression of PTX3 gene was analyzed by Real Time RT-PCR. The
phosphorylation levels of NF-kB was analyzed by Western Blot. Caco-2 cells were pretreated with PDTC for 30 min before
cocultured with Lactobacillus acidophilus NCFM for 2 h, then the total RNA was extracted and the expression of PTX3 gene
was analyzed by Real Time RT-PCR. [ Results] Lactobacillus acidophilus NCFM could induce the expression of PTX3 in
Caco-2 cells. The PTX3 expression peaked at 4 h after coculture. Then its expression gradually waned out. Lactobacillus
acidophilus NCFM could rapidly activate the phosphorylation of NF-kB, and the expression of PTX3 was decreased notably
after pretreated with PDTC for 30 min. [ Conclusion | Lactobacillus acidophilus NCFM could transiently regulate the
immunity and inflammatory mediator factor PTX3 expression through rapidly activating NF-kB signaling pathway in Caco-2
cells.
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