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ABSTRACT Objective: To evaluate the role of phosphatase of regenerating liver-3 in intrahepatic cholangiocarcinoma invasiveness
and metastasis. Methods: Human intrahepatic cholangiocarcinoma cell line, HCCC-9810 was transfected with PRL-3 siRNA. Scratch
wound healing assay and transwell chambers were used to evaluate the motllity and migrating velocity of cells. Results: The results of
PCR and western blot showed that expression of PRL-3 significantly decreased (P<0.05) after PRL-3 siRNA-2 transfection. Scratch
wound healing results showed that the ratio of wound distance 24h after scratching and original wound distance in PRL-3 siRNA-2 cells,
negative siRNA cells and parental HCCC-9810 cells, were respectively 62.12 + 6.28 %, 23.88% 2.55 % and (21.20% 6.07)%. The mi-
grating distances of PRL-3 siRNA-2 transfecting cells was significantly shorter than those of negative siRNA cells and parental HC-
CC-9810 cells (P<0. 05). In invasion assay, the number of cells that had migrated into the lower chamber were  19.40 = 2.30 /HP in
PRL-3 siRNA-2 group, 64.00 + 2.73 /HP in negative control group and 67.20 £ 3.11 /HP in parental HCCC-9810 group. The differ-
ence was significant between the group transfected with PRL-3 siRNA-2 and the other two groups (P<0.05). Conclusions: PRL-3 specific
siRNA can inhibit the expression of PRL-3 in HCCC-9810 cells and weaken the invasion and migration potency of HCCC-9810 cells.
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Table I Sequences of PRL-3 siRNA and negative control
Sequences
PRL-3 Target 1: 5'- AATTATCCAAACAGTGGGCAG -3'
Sense siRNA strand: 5'- UUAUCCAAACAGUGGGCAGtt-3'
Antisense siRNA strand: 3- ttAAUAGGUUUGUCACCCGUC -5'
PRL-3 Target 2: 5'- AAGTGACCTATGACAAAACGC -3'
Sense siRNA strand: 5'- GUGACCUAUGACAAAACGCtt -3'
Antisense siRNA strand: 3'- tCACUGGAUACUGUUUUGCG -5'
PRL-3 Target 3: 5'- AAGGCAATAAAACAGGAGCCG -3'
Sense siRNA strand: 5'- GGCAAUAAAACAGGAGCCGtt -3'
Antisense siRNA strand: 3- ttCCGUUAUUUUGUCCUCGGC -5'
Negative control
Sense siRNA strand: 5'- UUCUCCGAACGUGUCACGUtt -3'
Antisense siRNA strand: 3'- tAAGAGGCUUGCACAGUGCA -5'
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Fig.1 The expression of PRL-3 in Human intrahepatic
cholangiocarcinoma cell line HCCC-9810. A The RT-PCR showed that a
band was observed in 198 bp. B Western blot showed that a band was
observed in 22 KD

- ART-PCR
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Fig.2 Decreased mRNA expression level of PRL-3 with siRNA treatment
in HCCC-9810 cell. 1.Blank control; 2.Negative control; 3. liposome
control; 4. PRL-3 siRNA-1; 5. PRL-3 siRNA-2 6. PRL-3 siRNA-3. The
expression level of PRL-3 mRNA in the three siRNA groups were
significantly decreased compared with that in blank group. Additionally,
the interference effects of PRL-3 siRNA1 and PRL-3 siRNA2 were better
than PRL-3 siRNA3

PRL-3

22KD

f actin
42KD

A
3 siRNA HCCC-9810 PRL-3 . L
2. 3. 4.PRL-3 siRNA-1 5. PRL-3
siRNA-2 6. PRL-3 siRNA-3 , siRNA PRL-3 siRNA
PRL-3mRNA HCCC-9810
P<0.05 PRL-3 siRNA1 2 PRL-3 siRNA3

Fig.3 Decreased protein expression level of PRL-3 with siRNA treatment
in HCCC-9810 cell. 1.Blank control; 2.Negative control; 3. liposome
control; 4.PRL-3 siRNA-1; 5. PRL-3 siRNA-2 6. PRL-3 siRNA-3. The
expression level of PRL-3 protein in the three siRNA groups were
significantly decreased compared with that in blank group. Additionally,
the interference effects of PRL-3 siRNA1 and PRL-3 siRNA2 were better
than PRL-3 siRNA3
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Fig.4 The effect of PRL-3 siRNA on the motility of HCCC-9810. A and D: PRL-3siRNA-2; B and E: negative control; C and F blank control. The
migrating distances of PRL-3-2 siRNA transfecting cells was significantly wider than those of negative siRNA cells (P<0. 05)

2.5 PRL-3 RNA HCCC-9810 (64.00 + 2.73) /HP HC-
CC-9810 (67.20 = 3.11) /HP PRL-3 siRNA-2
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Fig.5 The effect of PRL-3 siRNA on the invasion of HCCC-9810. A blank group; B negative control; C PRL-3 siRNA-2. In invasion assay, the number
of cells that had migrated into the lower chamber in PRL-3 siRNA-2 group were significantly lower than that in blank control P<0.05 . There was no
significant difference between blank group and negative group (P>0. 05)
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