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Production of anti-recombinant human arrest defective 1
protein (hARD1) monoclonal antibodies for assaying human
breast cancer tissues
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Abstract: Human arrest defective 1(hARDI1) is an acetyltransferase catalyzing the N-terminal acetylation of proteins after
translation. The high expression of hARDI could be an indicator of the breast cancer. In current study, we produced an anti-hARD1p
monoclonal antibody that could specifically recognize ARDI1 in breast cancer tissues by using the immunohistochemical assay. The
full-length His-tag hARD1 protein (1-235 aa) was over-expressed in Escherichia coli, and purified recombinant protein was injected
into Balb/c mice to perform immunization procedure. Eight stable positive monoclonal cell lines were isolated. ELISA results

demonstrated that all light chains of antibodies were k, and the heavy chains displayed three subtypes I1gG1, IgG2a and 1gG2b,
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respectively. A monoclonal antibody, which could specifically recognize hARD1 protein in breast cancer tissues, was identified by

screening different cancer tissues using antibody-specificity method. Further, the specificity of the antibody was confirmed by

Western blotting analysis. Our study would facilitate breast cancer diagnosis by using this ARD1 monoclonal antibody in clinic. Also,

this antibody could be used as an important tool for further investigating the role of ARD1 in tumorigenesis.
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Fig. 1 Antibody titers of sera from immunized mice.
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Table 1 Data obtained in hybridomas screening
Number stable
Mouse  Number of  Number positives positives
No. hybridomas in ELISA through limiting
dilution
M-1 262 10 5
M-2 102 6 0
M-3 168 6 3

%2 IMhARDIZEHMRETERIKMLRLEE
Table 2  Identification of subclass of the monoclonal
antibodies to hARD1 protein

Mouse No. Hybridoma McAD’s subclass
Ml 1E11 IgG-1,
Ml 2A9 1gG-1,
M1 2B9 1gG-2a,
Ml 2G5 1gG-2b,
Ml 3D2 1gG-2b,
M3 4H4 I1gG-2b,
M3 8B3 1gG-2b,
M3 8H2 1gG-2b,
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Fig. 3 Eight monoclonal cell lines expression in a breast cancer tissues. 1—8: different monoclonal cell lines.
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Table 3 Reaction of different antibody with tumor tissues

Sample No. Tissues Antibody 1 Antibody3 Antibody 7 Antibody 8
1 Rectal mucus adenocacinoma + - — +
2 Adenocarcinoma of colon + - - —
3 Adenocarcinoma of colon - - - _
4 Adenocarcinoma of colon - - - -
5 Adenocarcinoma of colon ++ - - +
6 Adenocarcinoma of colon II-111 - - — -
7 Adenocarcinoma of colon II-III + - - -
8 Adenocarcinoma of colon II — + + _
9 Adenocarcinoma of colon II + - + ++
10 Ileocecum II + - + ++
11 Fibroadenoma of breast - - - —
12 Fibroadenoma of breast + - - -
13 Fibroadenoma of breast + + + -
14 Fibroadenoma of breast + ++ ++ +
15 Infitrating ductal carcinoma of breast + ++ ++ +
16 Fibroadenoma of breast + - - +
17 Fibroadenoma of breast + - - +
18 Liparomphalus of back - - - _
19 Fibromyoma uteri - - - _
20 Fibromyoma uteri - - - _
21 Fibromyoma uteri - — - _
22 Fibromyoma uteri - - - _
23 Liparomphalus of blood vessel - - - -
24 Squamous papilloma of esophago - - - -
25 Squamous papilloma of skin - - — —
2 Poor.ly differentiated squamous-cell + B _ +
carcinoma of esophago
27 Differentiation epithelioma of ear - - - -
28 Papillary adenocarcinoma of kidney - - — +
29 Adenoid cystic carcinoma of lung - - - —
30 Thyroid cancer lymphatic metastasis - - - -
31 Papillary adenocarcinoma of kidney - - - -
2 meaesand . - - +
33 Infitrating ductal carcinoma of breast - ++ + +
Notes: “+” positive; “—” negative.
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E4 3SR FL AR LA L BYWestern blotting 6 1]
Fig. 4 Western blotting analysis in the breast cancer tissues
with No. 3 antibody. 1-10: different breast cancer tissues.
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