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Expression profile of N-cadherin differs from other classical
cadherins as a prognostic marker in renal cell carcinoma
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Abstract. Renal cell carcinomas (RCCs) primarily express
cadherin-6 and N-cadherin rather than E-cadherin, and the
aberrant expression of cadherin-6 correlates with a poor
prognosis in patients with E-cadherin-absent RCC. However,
the role of N-cadherin in RCC has not yet been elucidated. In
this study, we analyze the expression pattern of N-cadherin
in surgical RCC specimens and discuss the function of
N-cadherin in RCC together with a re-evaluation of our
previous study. Forty-six surgically resected RCC specimens
were used in this study. The expression and localization of
E-cadherin and N-cadherin in surgical specimens were
demonstrated by immunohistochemistry. Correlations between
the expression pattern of each cadherin, pathological parameters
and patient survival were analyzed. RCC specimens expressed
N-cadherin as a normal pattern despite the elevation of tumor
grade, and patients with N-cadherin-normal RCC had a
poorer prognosis than those with N-cadherin-abnormal RCC.
Since our previous study showed that N-cadherin only
functioned in cell attachment when E-cadherin and cadherin-6
were impaired, N-cadherin plays a different role from
E-cadherin or cadherin-6 in RCC and may be associated with
the aggressiveness and malignant potential of RCC.

Introduction

Renal cell carcinoma, the most common neoplasm arising
from renal tubular epithelium, is usually treated by radical
nephrectomy. After surgery, however, metastasis via the
blood circulation can be observed, depending on the tumor
stage, grade and/or aggressiveness. We previously reported
that disruption of cadherin-mediated cell-cell adhesion was a
risk factor for future metastasis, and the cadherin expression
pattern might be indicative of the prognosis of a patient with
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RCC (1). RCCs primarily express cadherin-6 and N-cadherin
rather than E-cadherin at the cell-cell contact site (2,3).
Cadherin-6 functions as a metastasis- or invasion-suppressor
molecule in RCC, whereas the role of N-cadherin is still
unknown in the metastatic cascade of RCC (1 4).

We previously reported that N-cadherin acts as a cell-cell
adhesion molecule when the function of cadherin-6 and
E-cadherin is impaired in RCC cell lines (5). This phenomenon
indicates that N-cadherin does not work as a metastasis
suppressor but facilitates metastasis and/or invasion in
aggressive RCCs, which frequently express abnormal patterns
of cadherin-6 or E-cadherin. To evaluate the significance of
N-cadherin expression in RCC, we clinically investigated the
correlation between N-cadherin expression pattern and the
survival of patients with RCC.

Materials and methods

Patients with RCC. Formalin-fixed paraffin-embedded sections
of 46 patients with RCC who underwent nephrectomy at the
Tsukuba University Hospital were studied after informed
consent was obtained from each patient. The age of patients
at the time of surgery ranged from 40 to 78 years (average,
59.2 years), and the male to female ratio was 32:14. The
follow-up period ranged from 6 to 141 months with an
average of 84.2 months. Each sample included a tumor and
corresponding normal kidney specimen. Histopathological
evaluation was performed on hematoxylin and eosin-stained
sections, and tumors were divided into local and advanced
groups according to the pathological TNM classification
criteria of the UICC, 6th edition (6). Histological cell types
were evaluated based on the WHO classification (7) with 41
samples of clear cell type, 4 papillary type, 1 spindle cell type
and none of the chromophobe type.

Immunohistochemical staining. Formalin-fixed paraffin-
embedded sections were autoclaved for antigen retrieval, and
the primary antibody was applied. The antibodies used were
N-cadherin (diluted 1/100, Santa Cruz Biotechnology, Inc.,
Santa Cruz, CA, USA) for N-cadherin and HECD-1 for
E-cadherin (diluted 1/100; Takara, Tokyo), and normal
mouse serum was used as a control for primary antibodies.
Immunohistochemistry was performed using a biotinylated
anti-mouse antibody and streptavidin-biotin peroxidase
complex (Vector Laboratories, Burlingame, CA, USA)
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Figure 1. N-cadherin expression in a normal kidney is observed in renal proximal tubular epithelial cells, which are recognized by the presence of brush
border cells, but not in distal tubular epithelial cells (A). In renal cell carcinoma (RCC), B and C, D and F, and G and H show different staining in the same
specimen. N-cadherin staining is shown in B, D, F, and H, while E-cadherin staining is shown in C, E, G and I. Correlation between the expression patterns of
N-cadherin and E-cadherin in RCC is shown as homogeneous (B) and absent (C), absent (D) and homogeneous (E), heterogeneous (F) and absent (G), and
heterogeneous (H) and heterogeneous (I). In clear cell carcinoma (B and C, D and E, and F and G), E-cadherin expression is frequently absent, and various
patterns of N-cadherin expression are observed, most likely according to tumor grade. The sarcomatoid tumor expresses both cadherins abnormally (H-I).

Table I. Correlation between the expression patterns of
N-cadherin and E-cadherin in RCC.

N-cadherin
Abnormal
Normal Heterogeneous Absent Total

E-cadherin
Normal 2 0 2 4
Abnormal

Heterogeneous 0 0 0 0

Absent 19 10 13 42
Total 21 10 15 46

Correlation between expression patterns of N- and E-cadherin
(0?=0.03, p=0.99).

according to the manufacturer's instructions. The color
reaction was developed with 3,3'-diaminobenzidine tetra-
hydrochloride/0.03% H,O,, counterstained with hematoxylin
and mounted.

Evaluation of immunohistochemical staining. Tumor sections
were scored by light microscopy without prior knowledge of
the patient's profile. If the staining in cancer cells was
exclusively at the cell-cell border, the antigen expression was
scored as normal. If reactivity was absent, i.e. a complete
absence of immunoreactivity, or heterogeneous, i.e. the
tumor was composed of positive and negative areas, the
antigen expression was scored as abnormal.

Statistical analyses. Correlations between the expression
patterns of cadherin and pathological parameters were
analyzed using the y? test. Survival curves were constructed
using the Kaplan-Meier method, and the difference between
the curves was analyzed with a log-rank test.

Results

Cadherin expression in normal kidney. N-cadherin expression
in the normal kidney is localized to the cell-cell contact and
restricted to proximal tubules (Fig. 1A), and E-cadherin
expression to distal tubules and collecting ducts.

Cadherin expression in RCC. Various patterns of N-cadherin
expression were observed in 46 specimens of RCC (Fig. 1B-I).
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Table II. Correlation between cadherin expression and
pathological factors in RCC.

N-cadherin E-cadherin

N A N A
Local 9 14 4 19
Advanced 12 11 0 23
»*/p-value 0.789/0.55 4.38/0.11
Grade 1 4 3 3 4
Grade 2 13 16 1 28
Grade 3 2 4 0 6
»2/p-value 0.746/0.13 10.9/0.51

N, normal; A, abnormal; local, stage I and II; advanced, stage Il
and IV.

Normal expression of N-cadherin was seen in 21 of 46 RCC
tissues, whereas only 4 of 46 RCCs expressed E-cadherin
molecules in a normal pattern (Table I). In clear cell carcinoma,
E-cadherin expression is frequently absent. In terms of
histological cell type, no statistical correlation with cadherin
expression was observed, since a majority of samples were
clear cell carcinoma. No correlation between the expression
patterns of N-cadherin and E-cadherin was observed in the 46
RCC:s of this study (p=0.99, Table I). In addition, there was no
significant correlation between the N-cadherin expression
pattern and pathological parameters, i.e. stage and grade
(p=0.55 and 0.13, respectively) (Table II).

Correlation between cadherin expression pattern and prognosis
of RCC patients. Survival analysis showed that patients with
E-cadherin-normal RCC seemed to have a better prognosis
(Fig. 2A), but the difference in survival according to E-cadherin
expression pattern was not statistically significant because the
absence rate of E-cadherin in RCC was high (Table I).
Patients with N-cadherin-normal RCC had a poorer
prognosis than those with N-cadherin-abnormal RCC
(p=0.048, Fig. 2B).

Survival

rate
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Table III. Expression of cadherin and function for cell-cell
adhesion as assessed by spheroid blocking assay in RCC cell
lines (5).

Expression Function
SKRC E N 6 E N 6
6 + +(w) - + - -
35 - +(w) + - - +
52 - + - - +(W) -
59 + + + + - +

E, E-cadherin; N, N-cadherin; 6, cadherin-6; +, w, and -, positive,
weak, and absent expression or function, respectively.

Discussion

Most carcinomas derived from epithelial tissues express
E-cadherin at the cell-cell contact site, and this molecule is
important to the preservation of tissue integrity and polarity
of the cells (8,9). Therefore, disruption of the E-cadherin-
mediated cell-adhesion system is reasoned to be an initial
phase in the metastasis and invasion cascade of cancer (10-12).
However, in RCCs, E-cadherin is expressed at a relatively
low rate (approximately 20% to 30%) because expression
of E-cadherin is absent in renal proximal tubules, which is
presumably the origin of most RCCs. We previously reported
that cadherin-6 and N-cadherin were frequently expressed in
RCC instead of E-cadherin (2). Cadherin-6 was expressed in
80% of RCCs, and its abnormal expression was correlated
with a poor prognosis in patients with RCC (2,13,14). On the
other hand, it is not yet clear whether N-cadherin plays a role
as a cell-cell adhesion molecule or if its expression is a
predictor of patient prognosis. Tani et al have reported that
N-cadherin expression does not correlate with the tumor
grade of RCC in surgically resected specimens (4). We
reanalyzed our previous assay (5) in the four RCC cell lines
of SKRC-6, -35, -52 and -59, and the cadherin expression
pattern of each cell line is summarized in Table III. N-cadherin
expression was not associated with the cellular morphology
and characteristics of RCC cell lines, and functional analysis

Survival
rate
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Figure 2. Survival curves demonstrate no significant difference in the survival of patients with RCC according to the E-cadherin expression pattern (p=0.31),
as E-cadherin-normal RCC can be considered a minority (n=4) (A). RCC patients with normal N-cadherin expression have a poorer prognosis than those with

abnormal N-cadherin expression (p=0.048) (B).
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of cadherin molecules showed that N-cadherin seemed to
function as a cell adhesion molecule in RCC when other
cadherins, i.e. cadherin-6 and E-cadherin, were impaired (5).
This indicates that the expression of N-cadherin might remain
normal despite the elevation of tumor aggressiveness.
Otherwise, N-cadherin expression may increase along with
tumor aggressiveness in RCC, in contrast to the E-cadherin
expression profile in most carcinomas.

In the present clinical analysis, N-cadherin expression did
not correlate with tumor grade, stage or the E-cadherin
expression pattern in RCC. In addition, normal N-cadherin
expression was associated with poor prognosis in patients
with RCC, suggesting that N-cadherin might facilitate the
tumor progression of RCC in invasion and metastasis. It has
been reported that N-cadherin is expressed instead of
E-cadherin, the so-called ‘cadherin switching,” in bladder
tumor cell lines with a more aggressive phenotype (15). In a
previous study, Rieger-Christ ef al reported that the Akt
signaling pathway is implicated in N-cadherin-mediated
invasion in bladder tumor cell lines (16). Tomita et al also
reported that a loss of E-cadherin expression accompanied
N-cadherin up-regulation in prostate cancer (17).

In malignancies other than urological cancers, a correlation
of N-cadherin expression with tissue invasion or tumor
aggressiveness was observed in esophageal cancer (18) and
brain gliomas (19). In esophageal cancer, high N-cadherin
expression at the mRNA level in patients was correlated with
poorer prognosis more than low N-cadherin expression,
suggesting that N-cadherin expression may be associated
with depth of invasion and poor prognosis (18). Asano et al
reported that the expression of N-cadherin correlated with a
dramatic decrease in invasive behavior of high-grade gliomas
in an extracellular matrix invasion assay (19). This correlation
may suggest that N-cadherin is a key player in the preservation
of tissue integrity in brain tumors as tissues surrounding
gliomas primarily expressed N-cadherin.

In conclusion, N-cadherin expression might be considered
a promoter of invasion and a marker of poor prognosis
among the complex set of cadherins (e.g. E-cadherin,
cadherin-6, N-cadherin, and cadherin-11) that are expressed
in RCC (1). To determine the correlation of N-cadherin with
the invasive and metastatic potential of RCC, the expression
level and pattern of cadherin-6 should also be taken into
consideration. Unfortunately, an anti-cadherin-6 antibody is
unavailable for use on formalin-fixed paraffin-embedded
sections. Therefore, in the next stage, we plan to investigate
the prospective clinical analysis of complex cadherin
expression profiles and mechanisms using fresh frozen RCC
specimens.

References

1. Shimazui T, Oosterwijk E, Akaza H, Bringuier PP, Ruijter E,
van Berkel H, Oosterwijk Wakka J, van Bokhoven A,
Debruyne FMJ and Schalken JA: Expression of cadherin-6 as
a novel diagnostic tool to predict prognosis of patients with
E-cadherin-absent renal cell carcinoma. Clin Cancer Res 4:
2419-2424,1998.

SHIMAZUI et al: N-cadherin EXPRESSION AND PROGNOSIS IN RCC

2. Nouwen EJ, Dauwe S, Van der Biest I and De Broe ME: Stage-
and segment-specific expression of cell-adhesion molecules
N-CAM, A-CAM and L-CAM in the kidney. Kidney Int 44:
147-158, 1993.

3. Shimazui T, Giroldi LA, Bringuier PP, Oosterwijk E and
Schalken JA: Complex cadherin expression in renal cell
carcinoma. Cancer Res 56: 3234-3237, 1996.

4. Tani T, Laitinen L, Kangas L, Lehto V-P and Virtanen I:.
Expression of E- and N-cadherin in renal cell carcinomas, in
renal cell carcinoma cell lines in vitro and in their xenografts.
Int J Cancer 64: 407-414, 1995.

5. Shimazui T, Schalken JA, Kawai K, Kawamoto R, Oosterwijk E,
van Bokhoven A and Akaza H: Role of complex cadherins in
cell-cell adhesion evaluated by spheroid formation in renal cell
carcinoma cell lines. Oncol Rep 11: 357-360, 2004.

6. International Union Against Cancer TNM classification (kidney
cancer). In: TNM Classification of Malignant Tumors. 6th
edition. Hermanek P and Sobin L-H (eds). Springer-Verlag,
Berlin, 2002

7.Storkel S, Eble JN, Adlakha K, Amin M, Blute ML,
Bostwick DG, Darson M, Delahunt B and Iczkowski K: Class-
ification of renal cell carcinoma: Workgroup no. 1. Union
Internationale Contre le Cancer (UICC) and the American Joint
Committee on Cancer (AJCC). Cancer 80: 987-989, 1997.

8. Takeichi M: Cadherin cell adhesion receptors as a morphogenetic
regulator. Science 251: 1451-1455, 1991.

9. Takeichi M: Cadherins in cancer: Implications for invasion and
metastasis. Curr Opin Cell Biol 5: 806-811, 1993.

10. Behrens J, Mareel MM, Van Roy FM and Birchmeier W:
Dissecting tumor cell invasion: epithelial cells acquire invasion
properties after the loss of uvomorulin-mediated cell-cell adhesion.
J Cell Biol 108: 2435-2447, 1989.

11. Frixen UH, Behrens J, Sachs M, Eberle G, Voss B, Warda A,
Lochner D and Birchmeier W: E-cadherin-mediated cell-cell
adhesion prevents invasiveness of human carcinoma cells. J Cell
Biol 113: 173-185, 1991.

12. Vleminckx K, Vakaet L Jr, Mareel M, Fiers W and van Roy F:
Genetic manipulation of E-cadherin expression by epithelial
tumor cells reveals an invasion suppressor role. Cell 66: 107-119,
1991.

13. Paul R, Ewing CM, Robinson JC, Marshall FF, Johnson KR,
Wheelock MJ and Isaacs WB: Cadherin-6, a cell adhesion
molecule specifically expressed in the proximal renal tubule and
renal cell carcinoma. Cancer Res 57: 2741-2748, 1997.

14. Paul R, Necknig U, Busch R, Ewing CM, Hartung R and
Isaacs WB: Cadherin-6: a new prognostic marker for renal cell
carcinoma. J Urol 171: 97-101, 2004.

15. Giroldi LA, Bringuier PP, Shimazui T, Jansen K and Schalken JA:
Changes in cadherin-catenin complexes in the progression of
human bladder carcinoma. Int J Cancer 82: 70-76, 1999.

16. Rieger-Christ KM, Lee P, Zagha R, Kosakowski M,
Moinzadeh A, Stoffel J, Ben-Ze'ev A, Libertino JA and
Summerhayes IC: Novel expression of N-cadherin elicits in vitro
bladder cell invasion via the Akt signaling pathway. Oncogene
23: 4745-4753, 2004.

17. Tomita K, van Bokhoven A, van Leenders GJ, Ruijter ET,
Jansen CF, Bussemakers MJ and Schalken JA: Cadherin
switching in human prostate cancer progression. Cancer Res
60: 3650-3654,2000.

18. Yoshinaga K, Inoue H, Utsunomiya T, Sonoda H, Masuda T,
Mimori K, Tanaka Y and Mori M: N-cadherin is regulated by
activin A and associated with tumor aggressiveness in esophageal
carcinoma. Clin Cancer Res 10: 5702-5707, 2004.

19. Asano K, Duntsch CD, Zhou Q, Weimar JD, Bordelon D,
Robertson JH and Pourmotabbed T: Correlation of N-cadherin
expression in high grade gliomas with tissue invasion. J
Neurooncol 70: 3-15,2004.



