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Preparation of Anti-hNOK Antibodies and Expression
Examination of NOK in the Lung Cancer Tissues
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Abstract: Novel Oncogene with Kinase-domain (NOK) is a novel tumor-related gene, coding receptor like protein with a kinase
domain. Overexpression of NOK leads to tumorigenesis and metastasis. To further study NOK function in physiological condition, it
is necessary to prepare the anti-NOK antibody. In this report, GST fusion protein was adopted to prepare polyclonal antibodies
against hANOK. The result showed that the antibodies we generated is with a very high titriation, and can be used for examination of
NOK protein by Westernblot. Furthermore, the antibodies were used for immunohistochemistry in lung cancer tissues, and the results
demonstrated high expression of hNOK in the tumor tissues. The antibody of hNOK we generated can serve as a diagnostic method
for the lung cancer.
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Fig. 1 Structural model of NOK and map of GST-NOK
fusion expression plasmid
A: the basic structural model of NOK; B, C: the two forms of
GST-NOK fusion expression plasmid constructions
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Fig. 2 Expression of GST-NOK (49-422AA) fusion protein
1: total lysate of un-induced E.coli transformed with pGEX4T2/
GST-NOK (49-422aa); 2: total lysate of induced E.coli transformed
with pGEX4T2/GST-NOK (49-422aa); 3: supernatant of the lysate
of induced E.coli transformed with pGEX4T2/GST-NOK
(49-422aa); 4: debris of the lysate of induced E.coli transformed
with pGEX4T2/GST-NOK (49-422aa)
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Fig. 3 Expression and purification of GST-NOK (49-159aa)

fusion protein
M: protein MW marker; 1: total lysate of un-induced E.coli
transformed with pGEX4T2/GST-NOK (49-159aa); 2: total lysate
of induced E.coli transformed with pGEX4T2/GST-NOK
(49-159aa); 3: supernatant of the lysate of induced E.coli
transformed with pGEX4T2/GST-NOK (49-159aa); 4~9: elution
buffer of GST-NOK (49-159aa) protein
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Fig. 4 Preparation and detection of anti-NOK polyclonal
antibody

Empty vector and NOK expression plasmid with HA Tag were
transfected into HEK293T cells. After 24 h, small amounts of cell
lysates were separated by electrophoresis, and then probed with
rabbit antiserum in 1: 5000 dilution. The anti-HA antibody was used
as a positive control. The arrowhead indicates NOK band
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Fig. 5 Purification of anti-NOK polyclonal antibody
Anti-serum before purification, affinity purification flow through,
and affinity purification were immunoblotted in the same way as in
Fig. 4. The arrowhead indicates the NOK expression band
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Fig. 6 Titer detection of anti-NOK polyclonal antibodies
Different dilutions of purified antibody were adopted to probe the
same amounts of NOK protein and cytoplasmic NOK protein.
Anti-Myc antibody was adopted as a positive control
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Fig. 7 Expression of NOK in cancerous and adjacent
non-cancerous tissues from lung cancer patients
Immunohistochemical analysis on lung section from lung cancer
patients (><400 magnification). The lung section was probed with
rabbit anti-NOK antibody or PBS (as reference), and subsequently
detected with Zhongshan Goldenbridge Immunohistochemistry Kit.
The expression level of NOK is much lower in the non-cancerous
tissue than in the cancerous tissue. In the cancerous tissue, NOK is
expressed in both cytoplasm and nucleus. While in the adjacent
non-cancerous tissue, both NOK positive cells (open arrows) and
negative cells (solid arrows) can be seen
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