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Preparation and Characterization of Monclonal Antibody against Protein Tyrosine Phos-
phatase PRL-3
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Abstract ; Objective  To prepare and identify specific Phosphatase of Regenerating Liver-3 (PRL-3) mon-

oclonal antibodies for clinical detection and for further therapeutic intervention. Methods Hybridoma
technology was used to prepare PRL-3 monoclonal antibodies (MAbs),and the specificities of MAbs a-
gainst PRL-3 were evaluated by Western blot and immunoprecipation. Six truncations of PRL-3 were
cloned and expressed in prokaryotic cell for identifying the approximate epitope. The binding abilities of
MAbs were analyzed by Western blot. Results Among 9 hybridoma clones obtained, 6 (9D8, 9E2,
9F4, 11B2, 4D3 and 4D10) could specifically bind to PRI.-3, and 4 could react to PRL-3 protein in eu-
karyotic cells. Clone 9D8,9E2,9F4 and 11B2 cloud bind to the COOH-terminal of PR1.-3, and clone 4D3
and 4D10 cloud bind to 69~95 amino acids. Conclusion MAbs 9D8, 9E2, 9F4, 11B2, 4D3 and 4D10
can react only to PRL-3, which provides potential applications in clinical diagnosis and in future study.
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Figure 1 The truncations of PRL-3
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Table 1 The primer sequence of the truncations

Annealing
Primer temperature Sequence
o (from 5" to 3")
)
P45-145 L% TCGCGGATCCGTGTGTGAA
GTGACCTATGAC
P45-145 i 64 TCCGGAATTCTTACTGCTT
GCTGTTGATGGCTC
" TCGCGGATCCATGGCTCGG
P1 FiF ATGAACCGC
P69 T it 60 TCCGGAATTCTTACGGCCA
GTCCACAACG
P95 T ijif 60 TCCGGAATTCTTAGGCCTC
ACAGAACTTG
P120 FiiF 63 TCCGGAATTCTTAAATAA
GCGCCAGCGC

Underlines show restriction enzymes
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Figure 2 The detection of mAbs by ELISA
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Figure 3 The detection of mAbs by Western blot
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Figure 4 The detection of mAbs by immunoprecipation

2.4 PUIRSHRSS AR A % E

Fit D) 6 5 AL 7 25 3 22 B PRL-3 (1 6 A~ #0
TR BOR A EEIE A . FEAE ) IPTG W AN T,
AA R AT AR /Pl s, WK 5. KRk fH
PERIRE T EAT Western blot £ % 5 . Hiidk 9D8,
9E2,9F4 F1 1182 0] LAFN PRL-3 2 5L i il R 4 1k
P162 54, i A 5 HoAth 8 46 R 45 & b ik 4D3 il
4D10 7] LA A P45, P95 K P120 Z54, i A fig
HHEMAKR P69 1 P162 454 ; A Ui fak g i P77
Zia L E 6 iR, ZERERA 4 BRIBPL S A
fiAE PRL-3 A2 R by, B4R 4D3 F1 4D10 (145
BB T 69~95 i 2 IR Z 1]

2 34 56 78 910 11 12

. TRRT

.-.-._ a_A =~
M. Marker; 1,3,5,7,9 and 11: Non-induced bacteria of P77,
P162,P45, P69,P95 and P120, respectively; 2,4,6,8,10 and
12: Induced bacteria of P77,P162,P45, P69,P95 and P120),

respectively(arrowheads show target protein)

5 BEANESREA

Figure 5 The induction expression of the truncations
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Figure 6 The mAbs reaction against the truncations
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