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The expression of cytokeratin 19 in lymph nodes
was a poor prognostic factor for hepatocellular
carcinoma after hepatic resection
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Abstract

Background: The expression of CK19 in primary hepatocellular carcinoma (HCC) is associated with a poor outcome.
However, few studies have investigated the expression profile of CK19 in regional lymph nodes (LNs) of HCC after
hepatic resection. The purpose of this study was to evaluate the expression of CK19 in primary liver tumor and
regional LNs of HCC with and without lymph node metastasis (LNM).

Methods: The expression of CK19 in patients with (n = 16) and without LNM (n = 26) was examined using
immunohistochemical staining. Both the primary tumor and LN specimen were studied for their CK19 expression.
Clinico-pathological variables and prognostic significance were analyzed.

Results: Immunopositivity of CK19 in primary liver tumor was significantly correlated with LNM (P = 0.005) and
tumor non-encapsulation (P <0.005). Univariate analysis showed that CK19 expression in primary liver tumor, CK19
expression in regional LN, vascular invasion, daughter nodules, positive resection margin and American Joint
Committee on Cancer (AJCC) tumor stage significantly decreased overall survival. Multivariate analysis demonstrated
that daughter nodules (P = 0.001) and CK19 expression in regional LN (P = 0.002) were independent prognostic
factors for overall survival.

Conclusions: This study showed that CK19 expression in regional LN of HCC was associated with LNM and an
extremely poor outcome after operation. It is of clinical significance to identify these patients at risk for more
aggressive HCC, and multi-modality treatment could be helpful to improve their dismal outcome.
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Background
Hepatocellular carcinoma (HCC) is the most common
primary malignancy of the liver with an estimated
annual death incidence of approximately 600,000 world-
wide. In Taiwan, it is the second most common cause of
cancer death and causes more than 7,500 deaths each
year [1]. Surgical resection remains the most effective
therapy in selected patients, but approximately 75% of
patients with HCC have advanced unresectable diseases
upon presentation. Compared with other malignancies
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such as lung cancer, esophageal cancer, renal cancer,
gastric cancer, and intra-hepatic cholangiocarcinoma,
the incidence of lymph node metastasis (LNM) in
primary HCC is very low, and the prognosis is poor
when LNM occurs [2-11]. Nevertheless, despite this
poor outcome, previous study has documented that the
5-year overall survival rate of HCC with LNM after
hepatectomy and lymph node dissection was 13.6%, and
5 out of 22 patients had survival of more than two years
[12]. Due to LNM’s dismal role in prognosis, it is
imperative to identify those patients at risk for LNM for
more aggressive treatment and detailed examination.
Cytokeratin19 (CK19) is a biliary epithelial cell marker

and is generally expressed in intrahepatic cholangiocar-
cinoma (ICC) cells [13]. Studies have shown that the
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expression of CK19 in primary HCC is associated with
poorer outcome [14]. There have also been studies dem-
onstrating that CK19 expression in primary HCC is a
significant risk factor for developing LNM [15-17]. How-
ever, few studies have investigated the expression profile
of CK19 in regional lymph nodes (LN) of HCC after
hepatic resection. HCC with CK19 expression, specula-
tively, may be a special subtype of HCC with distinct
clinical behavior from HCC without CK19 expression.
Therefore, the purpose of this study was to examine the
expression of CK19 in primary liver tumor and regional
LN of HCC with and without lymph node metastasis.
The correlation between CK19 expression in LN and
LNM was determined. Clinico-pathological variables
were also investigated to explore the impact of CK19
expression on survival outcome. Finally, the significance
of HCC categorization according to CK19 expression
was elaborated.

Methods
Patients
For the years from 1982 to 2010, records of patients
with histological proven primary HCC from the Cancer
Registry of the Cancer Center, Chang Gung Memorial
Hospital, Linkou, Taiwan, were retrospectively reviewed.
Only patients who underwent curative hepatectomy by
the same surgical team were eligible for this study, and
their clinico-pathological data were retrieved from the
prospectively collected database. The following variables
were included in the analyses: age, gender, cigarette
smoking, alcohol consumption, hepatitis B virus (HBV)
infection, anti-hepatitis C virus antibody (anti-HCV) level,
alkaline phosphotase level, bilirubin level, preoperative
alpha-fetoprotein level, Child-Pugh classification, tumor
size, tumor-LNM status, tumor encapsulation, histological
grade, fatty liver, resection margin, and mortality. The
study endpoint was 30 June 2010, and tumor staging was
based on the 6th edition of AJCC TNM staging system for
HCC. This study was approved by the Institutional Review
Boards (IRB 99-1127B) of Chang Gung Memorial Hospital
(CGMH).
The indications for surgery included a lack of cancerous

thrombi in the main trunk of the portal vein, no distant
metastasis to other organs, absence of ascites or jaundice,
and a technically operable main tumor in the preoperative
evaluation [18]. Suspected LNM restricted to the hepato-
duodenal ligament, detected by a preoperative image
study, was defined as HCC operable by experienced
surgeons, and hepatectomy combined with lymph node
dissection was performed. For resectable tumors, the
hepatic hilum and hepatoduodenal ligament were carefully
examined and palpated to detect any enlarged lymph
nodes by the chief surgeons. Lymphadenectomy was
performed if there were enlarged lymph nodes. Forty-two
patients who received lymph node dissection or sampling
were selected from our database for this study. Of them,
sixteen patients (38.1%) had pathologically proven LNM
and 26 (61.9%) did not have LNM. Absence of LNM was
confirmed by the following three criteria: (1) negative
reports of preoperative computed tomography scans,
interpreted by experienced radiologists; (2) no intra-
operative detectable enlarged lymph nodes, proven by
experienced hepatobiliary surgeons; and (3) negative post-
operative pathological report of LNM in the resected
specimen, examined by pathologists who were experts in
hepatology.

Immunohistochemistry
Formalin-fixed and paraffin-embedded resection spe-
cimens were sectioned to 4µm in thickness and
deparaffinized, rehydrated, and processed for antigen
retrieval. The slides were further incubated with diluted
(1:100) monoclonal antibody to CK19 (Abcam, San
Francisco, CA, USA) at room temperature for 1 hour.
After incubation, the slides were washed three times in
phosphate-buffered saline, incubated with a horse reddish
peroxidase conjugated antibody (ZYMED, San Francisco,
CA, USA) at room temperature for 10 minutes, and then
developed by treatment with 3,3-diaminobenzidine
(Dako North America, Inc. Carpinteria, CA, USA) at
room temperature for another 10 minutes. Inde-
pendent experienced pathologists without knowledge
of patient characteristics and outcome determined the
results of immunohistochemical staining under mi-
croscopy. Both the primary tumor and LN specimen
were subjected to study, and positive CK19 expression
was defined as ≥5% of tumor/LN cells stained positive
for CK19 [15].

Statistical analysis
The statistical analysis was performed with IBM SPSS
Statistics 21 (IBM Corporation, Software Group, Somers,
NY, USA). Fisher’s exact test and Pearson’s χ2 test were
used to analyze categorical data. Student’s t test was
used to analyze quantitative variables. Overall survival
(OS) was defined by the time elapsing from the date of
diagnosis to either the date of death or the date of the
last contact. Cases with surgical mortality, defined as
death within one month of surgery, were excluded from
the survival analyses. Kaplan-Meier analysis was used to
determine the OS. The log-rank test and Cox regression
multivariate analysis were applied to determine prognos-
tic significance of clinic pathological variables. Statistical
significance was defined as P <0.05.

Results
There were 34 (80.95%) males and 8 (19.05%) females.
Twenty-eight (66.67%) patients were HBV carriers and 9



Table 1 The relationship between clinicopathological variables and CK19 expression in hepatocellular carcinoma

Hepatocellular carcinoma, n = 42

CK19 liver a CK19 lymph node b

Negative Positive (%) P value Negative Positive (%) P value

Age (yr)

≦60 24 5 (17.2) 0.275 26 3 (10.3) 0.497

>60 9 4 (30.8) 11 2 (15.4)

Gender

Male 26 8 (23.5) 0.443 30 4 (11.8) 0.673

Female 7 1 (12.5) 7 1 (12.5)

Hepatitis B virus

Positive 24 4 (14.3) 0.117 26 2 (7.1) 0.197

Negative 9 5 (35.7) 11 3 (21.4)

Hepatitis C virus

Positive 7 2 (22.2) 0.633 8 1 (11.1) 0.712

Negative 26 7 (21.2) 29 4 (12.1)

Total bilirubin(mg/dl)c 1.348 ± 2.373 0.844 ± 0.335 0.533 1.303 ± 2.236 0.760 ± 0.270 0.595

Alkaline phosphotase (U/L)c 111.4 ± 70.447 93.86 ± 30.905 0.527 111.63 ± 68.54 85.40 ± 26.444 0.408

Preoperative α-fetoprotein (ng/ml)c 8300 ± 39207 669.42 ± 1258 0.589 7594 ± 37510 1033 ± 1525 0.701

Child-Pugh classification

A 32 9 (21.9) 0.786 36 5 (12.2) 0.881

B 1 0 (0) 1 0 (0)

Size (cm) 9.027 ± 5.2192 6.156 ± 3.0121 0.124 8.519 ± 5.1876 7.620 ± 2.7472 0.708

T stage

T1/T2 13 5 (27.8) 0.524 16 2 (11.1) 0.688

T3/T4 20 4 (16.7) 21 3 (12.5)

N stage

N0 24 2 (7.7) 0.005 26 0 (0) 0.002

N1 9 7 (43.8) 11 5 (31.3)

Encapsulation

Yes 19 1 (5) 0.013 19 1 (5) 0.203

No 14 8 (36.4) 18 4 (18.2)

Tumor rupture

Yes 4 0 (0) 0.366 4 0 (0) 0.590

No 29 9 (23.4) 33 5 (13.2)

Vascular invasion

Yes 12 4 (25) 0.471 12 4 (25) 0.061

No 21 5 (19.2) 25 1 (3.8)

Daughter nodules

Yes 13 3 (18.75) 0.529 15 1 (6.25) 0.359

No 20 6 (23.07) 22 4 (15.4)

Resection margin

Positive 4 1 (20) 0.606 5 0 (0) 0.284

Negative 29 8 (21.6) 32 5 (13.5)
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Table 1 The relationship between clinicopathological variables and CK19 expression in hepatocellular carcinoma
(Continued)

Edmonson and Steiner grade

I/II 15 4 (21.1) 0.180 18 1 (5.3) 0.341

III/IV 18 5 (21.7) 19 4 (17.4)
a Immunohistochemical staining of primary liver tumor specimen for CK19.
b Immunohistochemical staining of lymph nodes specimen for CK19.
c Data are presented as mean±standard deviation.
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(21.42%) patients had chronic HCV infection. As for the
severity of liver cirrhosis, 41 (97.62%) patients were
Child-Pugh classification A whereas only one patient
(2.38%) had Child-Pugh classification B liver cirrhosis. In
terms of tumor T stage, there were 12 (28.57%) T1, 6
(14.29%) T2, 18 (42.86%) T3, and 6 (14.29%) T4 patients.
Table 1 summarizes the relationship between clinico-

pathological variables and CK19 expression in HCC.
CK19 expression was positive in nine (21.43%) primary
liver tumor specimens and five (11.90%) regional LNs;
immunopositivity of CK19 in primary liver tumor was
significantly correlated with CK19 expression in LN
(Spearman correlation coefficient 0.704, P <0.001).
Statistical analysis showed that LNM (Spearman corre-
lation coefficient 0.427, P = 0.005) and tumor non-
encapsulation (Spearman correlation coefficient 0.382,
P = 0.013) were significantly related to CK19 expression
in primary liver tumor. On the other hand, patient age,
gender, cigarette smoking, alcohol consumption, hepa-
titis viral status, preoperative total bilirubin, preope-
rative AFP, preoperative alkaline phosphatase (ALK-P),
Child-Pugh classification, tumor size, T stage, tumor
rupture, vascular invasion, daughter nodules, and
Figure 1 The overall survival (OS) of hepatocellular carcinoma (HCC) w
solid line represents HCC without CK19 expression in primary liver tumor a
liver tumor. The horizontal axis is the survival in months and the vertical ax
(95% CI 2.942 to 15.798) months for tumor with CK19 expression and 28.96
expression (P = 0.026). HCC with CK19 expression in primary liver tumor ha
histologic grade were not related to CK19 expression in
primary liver tumor.
As for lymph node examination, five (11.90%) patients

had at least one regional LN positive for CK19 expression,
and they all had CK19 expression in their primary liver
tumor. All CK19 (+) LN were metastatic LN (N1 disease).
CK19 expression in regional lymph node was therefore
significantly correlated with LNM (Spearman correlation
coefficient 0.469, P = 0.002). All of the other clinicopa-
thological factors were not related to CK19 expression in
regional LN.
Of 42 patients, 26 (61.9%) patients died during the

follow-up period, including one patient who died
from acute respiratory failure unrelated to HCC or liver
cirrhosis. The 5-year OS rate was 32.5%, with median
survival time of 22.08 months. Patients with CK19 (+)
primary liver tumor or CK 19(+) LN had significantly
poorer overall survival than those without CK19 expres-
sion (for primary liver tumor, 9.37 ± 3.28 (2.942 to 15.798)
months versus 28.96 ± 20.96 (0 to 70.039) months, P =
0.026, and for LN, 9.37 ± 3.17 (3.165 to 15.575) months
versus 28.96 ± 12.92 (3.642 to 54.278) months, P = 0.007,
respectively) (Figures 1 and 2). The 5-year OS rates for
ith and without CK19 expression in primary liver tumor. The
nd the dashed line represents HCC with CK19 expression in primary
is is the percentile cumulative survival. The median OS was 9.37 ± 3.28
± 20.96 (95% CI 0 to 70.039) months for tumor without CK19
d a significantly poorer OS.



Figure 2 The overall survival (OS) of hepatocellular carcinoma (HCC) with and without CK19 expression in regional lymph nodes (LN).
The solid line represents LN without CK19 expression and the dashed line represents LN with CK19 expression. The horizontal axis is the survival
in months and the vertical axis is the percentile cumulative survival. The median OS was 9.37 ± 3.17 (95% CI 3.165 to 15.575) months for LN with
CK19 expression and 28.96 ± 12.92 (95% CI 3.642 to 54.278) months for LN without CK19 expression (P = 0.007). HCC with CK19 expression in
regional LN had a worst prognosis in terms of OS.
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patients with CK19(+) primary liver tumor or CK19(+)
LN were 11.1% and 0%, respectively, while those for CK19
(−) primary liver tumor or CK19(−) LN were 45.8% and
43.3%, respectively. Vascular invasion (P = 0.005), daughter
nodules (P = 0.009), positive resection margin (P = 0.029),
and AJCC tumor stage (P = 0.020) significantly decreased
overall survival for HCC (Table 2). In patients with N1
disease, although not statistically significant yet, CK19
expression in metastatic LN decreased the OS months
(9.37 ± 3.17 versus 27.88 ± 8.25, P = 0.068). After clas-
sifying these N1 patients into three groups based on the
expression of CK19 in primary liver tumor, we found that
patients with CK19(+) LNM and CK19(+) primary tumor
had a significantly poorer OS than patients with CK19(−)
LNM and CK19(−) primary tumor (P = 0.042) (Figure 3).
Cox regression analysis demonstrated that CK19 expres-
sion in regional LN (HR: 5.695 (1.85 to 17.52), P = 0.002)
and daughter nodules (HR: 2.573 (1.50 to 4.40), P = 0.01)
were independent poor prognostic factors for overall
survival. CK19 expression in primary liver tumor, on the
other hand, was not a significant independent prognostic
factor after Cox regression analysis (Table 3). Figure 4 is
the immunohistochemical microphotograph of primary
liver tumor and regional LN.

Discussion
During development of human liver, hematopoietic stem
cells first differentiate into hepatic stem cells (hepatoblasts),
then hepatic progenitor cells (HPC), and finally hepatocytes
or biliary epithelial cells [19-21]. Cytokeratins, on the other
hand, are typical epithelial cell markers that are expressed
in a tissue-specific and differentiation-dependent manner
[22]. Differences in cytokeratin expression are routinely
used to determine the primary cells of origin of malignant
tumor [23,24]. In normal human liver, hepatocytes express
CK8 and CK18, while biliary epithelial cells express CK7
and CK19 [25]. Hepatic progenitor cells, on the other hand,
express markers specific for both hepatocytes and biliary
epithelial cells. As progenitor cells differentiate into differ-
ent cell lineages, they lose specific phenotypic characteris-
tics. For example, CK19 is first lost when hepatic
progenitor cells differentiate into hepatocyte lineage [14]. In
other words, tumor cells of HCC should not express CK19
if they originate from hepatocytes. However, the current
study and several previous reports showed that some
HCC can express CK19, the marker specific for biliary
epithelial cells [14,15,26-30]. These consistent findings
suggested that some HCC may develop from, instead of
hepatocytes directly, but hepatic progenitor cells which
express CK19 [14,25,31,32]. An earlier study that focused
on immunohistologic expression of HCC patients who
received hepatectomy indicated that about 10% of HCC
with typical microscopic histologic features had cholangio-
cellular characteristics [14]. The study employed CK19
expression as the cholangiocellular marker and con-
cluded that the cholangiocellular-marker positive HCC
may originate from hepatic progenitor cells, or they
may acquire the characteristics of cholangiocellular
epithelium by metaplasia. Further studies are warranted
to investigate the carcinogenesis of this special HCC
subtype.
Our study found that CK19 expression in primary liver

tumor was associated with a higher incidence of LNM
and tumor non-encapsulation. An earlier published work



Table 2 Univariate analyses of factors associated with overall survival in hepatocellular carcinoma after hepatectomy

Median survival (months)a 5-year OS rate (%) P value

Age (yr)

≦60 28.96 ± 3.98 (21.165 to 36.755) 40.4 0.338

>60 15.02 ± 19.37 (0 to 52.977) 34.6

Gender

Male 22.68 ± 5.44 (12.020 to 33.340) 30.1 0.068

Female 28.14 ± 6.45 (15.491 to 40.789) 62.5

Alcohol

Yes 19.40 ± 7.87 (3.968 to 34.832) 18.5 0.027

No 47.08 ± 32.31 (0 to 110.413) 46.6

Hepatitis B virus

Positive 28.96 ± 3.74 (21.630 to 36.290) 40.3 0.332

Negative 17.72 ± 3.66 (10.556 to 24.884) 32.7

Hepatitis C virus

Positive 47.08 ± 38.99 (0 to 123.488) 41.7 0.665

Negative 28.14 ± 5.04 (18.265 to 38.015) 37.2

Preoperativeα-fetoprotein (ng/ml)

≦20 61.91 ± 31.65 (0 to 123.934) 51.3 0.847

>20 27.88 ± 6.69 (14.772 to 40.988) 33.4

Child-Pugh classification

A 28.96 ± 7.08 (15.086 to 42.834) 38.7 0.461

B 19.40 ± 0 (−− to --) 0

Size (cm)

≦5 61.91 ± 34.99 (0 to 130.486) 58.3 0.310

>5 22.68 ± 5.46 (11.988 to 33.372) 30.7

Encapsulation

Yes 47.08 ± 28.79 (0 to 103.515) 48.6 0.122

No 19.10 ± 3.34 (12.551 to 25.649) 28.6

Tumor rupture

Yes 27.88 ± 4.99 (18.105 to 37.655) 32.9 0.206

No 80.55 ± 46.93 (0 to 172.539) 75.0

Vascular invasion

Yes 17.72 ± 4.26 (9.373 to 26.067) 9.0 0.005

No 61.91 ± 31.46 (0.240 to 123.58) 51.3

Daughter nodules

Yes 17.72 ± 8.14 (1.760 to 33.680) 10.8

No 47.08 ± 26.69 (0 to 98.611) 48.6 0.009

Resection margin

Positive 7.63 ± 2.17 (3.379 to 11.881) 20.0 0.029

Negative 32.71 ± 9.00 (15.067 to 50.353) 40.1

Liver cirrhosis

Positive 28.96 ± 8.66 (11.981 to 45.939) 41.0 0.791

Negative 22.68 ± 9.37 (4.322 to 41.038) 33.3
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Table 2 Univariate analyses of factors associated with overall survival in hepatocellular carcinoma after hepatectomy
(Continued)

Edmonson and Steiner grade

I 36.91 ± 36.64 (0 to 133.736) 60.0 0.063

II 80.55 ± 32.99 (15.895 to 145.205) 60.0

III 22.68 ± 5.46 (11.978 to 33.382) 24.2

IV 17.72 ± 3.20 (11.443 to 23.997) 0

Stage

I 101.98 ± 0 (−− to --) 55.6 0.020

II 61.91 ± 22.30 (18.198 to 105.622) 75.0

III 19.40 ± 3.33 (12.873 to 25.927) 22.5

IV 11.34 ± 6.12 (0 to 23.326) 0

CK19 liver b

Positive 9.37 ± 3.28 (2.942 to 15.798) 11.1 0.026

Negative 28.96 ± 20.96 (0 to 70.039) 45.8

CK19 LN c

Positive 9.37 ± 3.17 (3.165 to 15.575) 0 0.007

Negative 28.96 ± 12.92 (3.642 to 54.278) 43.3
a Median survival±standard error (95% confidence interval).
b Immunohistochemical staining of primary liver tumor specimen for CK19.
c Immunohistochemical staining of lymph nodes specimen for CK19.
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reported that HCC with LNM, though occurring in a
very low incidence, tended to be an infiltrating type of
HCC and carried an extremely poor prognosis [12]. A
study from our group also indicated that HCC encapsu-
lation was associated with less vascular invasion and was
a significant prognostic factor for better outcome in
larger HCC. These studies suggested that LNM and
tumor non-encapsulation were significant indicators for
HCC invasiveness and poor outcome. In other words,
CK19 expression of primary liver tumor may possibly
Figure 3 The overall survival (OS) of N1 hepatocellular carcinoma (HC
nodes (LN). The solid line represents the OS of CK19 (−) primary liver tum
represents that of CK19(+) primary liver tumor with CK19(+) LNM. The horiz
percentile cumulative survival. The median OS of patients with CK19(+) LN
CK19(−) LNM and CK19(−) primary tumor (P = 0.042). CK19 expression in m
indicate the worse prognosis for the patient. The survival
analysis from the current study further strengthened this
implication. Reports done by groups in China and by
others stated that increased expression of CK19 in HCC
was significantly correlated with LNM and a poorer
outcome [14,16,17]. CK19 expression by HCC was also
suggested to be a predictor of early postoperative recur-
rence and was associated with increased invasiveness
and lymph node metastasis [16]. Studies focused on
molecular classification and diagnosis of HCC also
C) patients with and without CK19 expression in regional lymph
or with CK19(−) lymph node metastasis (LNM) and dashed line
ontal axis was the survival in months and the vertical axis was the
M and CK19(+) primary tumor was significantly poorer than those with
etastatic LN was a poor prognostic factor for HCC with LNM.



Table 3 Multivariate analyses of factors associated with
overall survival in hepatocellular carcinoma after
hepatectomy

Multivariate analysis

Hazard ratio (95% CI) P value

Daughter nodules 2.573 (1.50 to 4.40) 0.001

CK19 LNa 5.695 (1.85 to 17.52) 0.002
aImmunohistochemical staining of lymph nodes specimen for CK19.
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indicated that CK19 expression can be used as a marker
of aggressive and advanced HCC [33,34]. Our findings
were consistent with these reports and we concluded
that: (1) CK19 expression in primary liver tumor was
an indicator of HCC invasiveness including LNM and
non-encapsulation, and (2) CK 19 expression in pri-
mary liver tumor was a poor prognostic factor for over-
all survival.
Several studies, including the aforementioned ones,

demonstrated the impact of CK19 expression by primary
tumor on HCC outcome [14-17,25,33,34]. Nevertheless,
few investigated the molecular signature of metastatic
LN and the influence of these specific molecules on
HCC outcome. Our study was the first one in the
literature to examine the expression of CK19 by re-
gional LN of HCC. The expression of CK19 in regional
LN, which usually did not have epithelial cells, may
indicate that the CK19(+) primary liver tumor cell had
metastasized from liver to regional LN. We found that
seven out of nine (77.8%) CK19 (+) HCC had LNM,
and all patients who had positive CK19 expression in
their LN (five patients) were also positive for CK19
expression in primary liver tumor. Therefore, we sug-
gested that HCC with immunopositivity of CK19,
meaning presence of hepatic progenitor cells, had a high
propensity for LNM.
Our study shows that CK19 expression in primary

liver tumor or regional LN was associated with poorer
overall survival. However, after Cox regression multivari-
ate analysis, only CK19 expression in LN (HR: 5.695
(1.85 to 17.52), P = 0.002) and the presence of daughter
nodules (HR: 2.573 (1.50 to 4.40), P = 0.01) were inde-
pendent poor prognostic factors for overall survival. In
addition, in patients with LNM, CK19 expression in
metastatic LN significantly decreased the overall sur-
vival, when compared with CK19(−) LNM in CK19(−)
primary liver tumor. Subgroup analysis found that there
was no significant difference between CK19 (+) LNM
and CK19(−) LNM regarding most major clinicopatho-
logical factors. This indicated that the worst prognosis of
CK19 (+) LNM was not attributed to other prognostic
factors, but only to CK19 expression in metastatic LN.
Our study, therefore, was the first report in the English
literature to demonstrate the worst prognostic impact of
CK19 (+) LNM on HCC after hepatectomy. The nature
of CK19 (+) primary liver tumor with CK19(−) meta-
static LN remains uncertain and mandates further inves-
tigation. As shown above, HCC with LNM carried a
poor outcome [12]. Our study further explored the
possibility that HCC with CK19(+) metastatic LN may
be an HCC subtype with even worse prognosis. How-
ever, with appropriate treatment and follow-up, this
subset of patients still can achieve a median overall
survival of 9.37 ± 3.17 months after hepatectomy. Our
earlier study demonstrated that LNM may not be a
contraindication for curative resection for HCC. A more
aggressive surgical treatment including lymph node
dissection was suggested when LNM was suspected [12].
The present study echoed that finding and we further
suggested that CK19 immunohistochemical staining of
primary liver tumor and dissected LN should be perfor-
med after hepatectomy to determine LN status and to
predict outcome.
This study had some drawbacks. First, the rarity of

HCC with LNM resulted in a small sample size and
rendered statistical analysis difficult. We believe that
with a larger sample size, our findings will become even
more significant and persuasive. Second, since this study
was a retrospective hospital-based analysis, incomplete
data collection were inevitable when reviewing records
from a very long time ago. Selection bias might also exist
when enrolling patients into this study. In addition,
there is fundamental problem in using immunohisto-
chemical staining in evaluating the expression profile of
CK19. It requires experienced histopathologists for
staining and interpreting the immunohistochemical
examination result. Other techniques, including poly-
merase chain reaction, could be more objective and
sensitive. Therefore, a well-designed prospective study
with long-term follow-up is required to further validate
our study.

Conclusions
In conclusion, our study showed that (1) CK19 expression
in primary liver tumor is an indicator of HCC invasiveness
including LNM and non-encapsulation, (2) CK19 expres-
sion in metastatic LN of primary HCC iss associated with
an extremely poor outcome after operation, and (3) CK19
immunohistochemical staining of primary liver tumor and
regional LN should be performed after hepatic resection
to determine LN status and to predict outcome. Since
CK19 was considered a marker of hepatic progenitor cells
and biliary epithelial cells, the subset of HCC expressing
CK19 in metastatic LN may represent an HCC category
that originates from HPC or by metaplasia and carries an
extremely poor prognosis. It is of clinical significance to
identify these patients at risk for more aggressive surgical
treatment and postoperative follow-up. A recent study
also indicated that the activation of the epidermal growth



Figure 4 Immunohistochemical microphotograph of primary liver tumor (left column: A, C, E, G, and I) and regional lymph nodes (LN)
(right column: B, D, F, H, and J) for CK19 expression. A and B) CK19 (+) primary liver tumor with CK19 (+) lymph node metastasis (LNM). The
cytoplasmic staining of CK19 can be demonstrated in both primary tumor and metastatic LN. C and D) CK19 (+) primary liver tumor with CK19(−)
LNM. The regional lymph nodes had been infiltrated by metastatic tumor cells, which did not express CK19. E and F) CK19 (+) primary liver
tumor without LNM. The normal LN structure can be clearly identified. G and H) CK19 (−) primary liver tumor with CK19(−) LNM. Both the
primary tumor and metastatic LN did not express CK19 in their cytoplasm. On the other hand, the biliary epithelial cells expressed CK19. I and J)
CK19(−) primary liver tumor without LNM. (Magnifications, x100).
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factor (EGF)-EGF receptor signaling pathway is associ-
ated with the development of CK19 (+) HCC, and this
pathway may account for the poor prognosis of patients
[35]. The mechanism by which EGFR signaling pathway
induces CK19 expression remains unknown. Further
studies are warranted to elucidate the carcinogenesis of
this subset of HCC.
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images.

Abbreviations
AJCC: American Joint Committee on Cancer; HBV: Hepatitis B virus;
HCC: Hepatocellular carcinoma; HCV: Hepatitis C virus; HPC: Hepatic
progenitor cells; ICC: Intrahepatic cholangiocarcinoma; LN: Lymph node;
LNM: Lymph node metastasis; OS: Overall survival.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
CWL analyzed the clinico-pathological data and drafted the manuscript. WLK
collected the clinical data and revised the manuscript. MCY designed and
coordinated the study. TCC carried out IHC examination and interpreted the
results. CNT designed the study and analyzed the clinical data. WCL revised
the manuscript. MFC coordinated the study and revised the manuscript. All
authors read and approved the final manuscript.

Acknowledgments
We are grateful to all our colleagues in the Department of Cancer Center,
Pathology and the Genomic Medicine Research Core Laboratory of Chang
Gung Memorial Hospital for their technical assistance. This study was
supported by Chang Gung Memorial Hospital (CMRPG391931-2, Chen MF).

Author details
1The Department of Surgery, Chang Gung Memorial Hospital, No 5 Fusing
Street, Taoyuan County, Gueishan 333, Taiwan. 2The Department of
Pathology, Chang Gung Memorial Hospital, No 5 Fusing Street, Taoyuan
County, Gueishan 333, Taiwan. 3Chang Gung University, 259 Wen-Hwa 1st
Road, Taoyuan, Kuei-Shan 333, Taiwan. 4Graduate Institute of Clinical Medical
Sciences, Chang Gung University, 259 Wen-Hwa 1st Road, Taoyuan,
Kuei-Shan 333, Taiwan.

Received: 12 September 2012 Accepted: 1 June 2013
Published: 12 June 2013

Reference
1. Department of Health: Report of leading cancer-related death. Taipei, Taiwan,

R.O.C.: Department of Health; 2010.
2. Uenishi T, Hirohashi K, Shuto T, Kubo S, Tanaka H, Sakata C, Ikebe T,

Kinoshita H: The clinical significance of lymph node metastases in
patients undergoing surgery for hepatocellular carcinoma. Surg Today
2000, 30:892–895.

3. Chu KM, Lai EC, Al-Hadeedi S, Arcilla CE Jr, Lo CM, Liu CL, Fan ST, Wong J:
Intrahepatic cholangiocarcinoma. World J Surg 1997, 21:301–305.

4. Valverde A, Bonhomme N, Farges O, Sauvanet A, Flejou JF, Belghiti J:
Resection of intrahepatic cholangiocarcinoma: a Western experience.
J Hepatobiliary Pancreat Surg 1999, 6:122–127.

5. Mitchell JD, Mathinsen DJ, Wright CD: Resection for bronchogenetic
carcinoma involving the carina: long-term results and effect of nodal
status on outcome. J Thorac Cardiovasc Surg 2001, 121:465–471.

6. Hsu CP, Chen CY, Hsia JY, Shai SE: Prediction of prognosis by the extent of
lymph node involvement in squamous cell carcinoma of the thoracic
esophagus. Eur J Cardio Thorac Surg 2001, 19:10–13.
7. Miyao N, Masumori N, Takahashi A, Sasai M, Hisataki T, Kitamura H, Satoh M,
Tsukamoto T: Lymph node metastasis in patients with carcinomas of the
renal pelvis and ureter. Eur Urol 1998, 33:180–185.

8. Roukos DH: Extended (D2) lymph node dissection for gastric cancer: do
patients benefit? Ann Surg Oncol 2000, 7:253–255.

9. Kitagawa Y, Nagino M, Kamiya J, Uesaka K, Sano T, Yamamoto H, Hayakawa N,
Nimura Y: Lymph node metastasis from hilar cholangiocarcinoma: audit of
110 patients who underwent regional and paraaortic node dissection.
Ann Surg 2001, 233:385–392.

10. Pichlmayr R, Weimann A, Klempnauer J, Oldhafer KJ, Maschek H, Tusch G,
Ringe B: Surgical treatment in proximal bile duct cancer A single-center
experience. Ann Surg 1996, 224:628–638.

11. Ogura Y, Kawarada Y: Surgical strategies for carcinoma of the hepatic
duct confluence. Br J Surg 1998, 85:20–24.

12. Lee CW, Chan KM, Lee CF, Yu MC, Lee WC, Wu TJ, Chen MF: Hepatic
resection for hepatocellular carcinoma with lymph node metastasis:
clinicopathological analysis and survival outcome. Asian J Surg 2011,
34:53–62.

13. Corcelle V, Stieger B, Gjinovci A, Wollheim CB, Gauthier BR: Characterization
of two distinct liver progenitor cell subpopulations of hematopoietic
and hepatic origins. Exp Cell Res 2006, 312:2826–2836.

14. Yamamoto T, Uenishi T, Ogawa M, Ichikawa T, Hai S, Sakabe K, Tanaka S,
Kato H, Mikami S, Ikebe T, Tanaka H, Ito S, Kaneda K, Hirohashi K, Kubo S:
Immunohistologic attempt to find carcinogenesis from hepatic
progenitor cell in hepatocellular carcinoma. Dig Surg 2005, 22:364–370.

15. Uenishi T, Kubo S, Yamamoto T, Shuto T, Ogawa M, Tanaka H, Tanaka S,
Kaneda K, Hirohashi K: Cytokeratin 19 expression in hepatocellular
carcinoma predicts early postoperative recurrence. Cancer Sci 2003,
94:851–857.

16. Xiang ZL, Zeng ZC, Tang ZY, Fan J, Sun HC, Wu WZ, Tan YS: Nuclear
accumulation of CXCR4 and overexpressions of VEGF-C and CK19 are
associated with a higher risk of lymph node metastasis in hepatocellular
carcinoma. Chung Hua Chung Liu Tsa Chih 2010, 32:344–349.

17. Zhuang PY, Zhang JB, Zhu XD, Zhang W, Wu WZ, Tan YS, Hou J, Tang ZY,
Qin LX, Sun HC: Two pathologic types of hepatocellular carcinoma with
lymph node metastasis with distinct prognosis on the basis of CK19
expression in tumor. Cancer 2008, 112:2740–2748.

18. Sun HC, Qin LX, Wang L, Ye QH, Wu ZQ, Fan J, Tang ZY: Risk factors for
postoperative complications after liver resection. Hepatobiliary Pancreat
Dis Int 2005, 4:370–374.

19. Desmet VJ: Organizational principles. In The liver: biology and pathology.
Edited by Arias IM, Boyer JL, Chisari FV. Philadelphia: Lippincott Williams &
Wilkins; 2001:3–15.

20. Suzuki K, Hayashi N, Miyamoto Y, Yamamoto M, Ohkawa K, Ito Y, Sasaki Y,
Yamaguchi Y, Nakase H, Noda K, Enomoto N, Arai K, Yamada Y, Yoshihara H,
Tujimura T, Kawano K, Yoshikawa K, Kamada T: Expression of vascular
permeability factor/vascular endothelial growth factor in human
hepatocellular carcinoma. Cancer Res 1996, 56:3004–3009.

21. Tee LB, Kirilak Y, Huang WH, Smith PG, Morgan RH, Yeoh GC: Dual
phenotypic expression of hepatocytes and bile ductular markers in
developing and preneoplastic rat liver. Carcinogenesis 1996, 17:251–259.

22. Kurokawa I, Urakawa Y, Senba Y, Kawabata E, Nishimura K, Omoto Y, Tokime K,
Mizutani H, Tsubura A: Keratin profiles may differ between intraepidermal and
intradermal invasive eccrine porocarcinoma. Oncol Rep 2006, 16:473–477.

23. Yang XJ, Lecksell K, Gaudin P, Ji E: Rare expression of high-molecular-
weight cytokeratin in adenocarcinoma of the prostate gland: a study of
100 cases of metastatic and locally advanced prostate cancer. Am J Surg
Pathol 1999, 23:147–152.

24. Wang GF, Lai MD, Yang RR, Chen PH, Su YY, Lv BJ, Sun LP, Huang Q, Chen SZ:
Histological types and significance of bronchial epithelial dysplasia.
Mod Pathol 2006, 19:429–437.

25. Libbrecht L, Desmet V, Van Damme B, Roskams T: The
immunohistochemical phenotype of dysplastic foci in human liver:
correlation with putative progenitor cells. J Hepatol 2000, 33:76–84.

26. Leong AS, Sormunen RT, Tsui WM, Liew CT: Hep Par 1 and selected
antibodies in the immunohistological distinction of hepatocellular
carcinoma from cholangiocarcinoma, combined tumours and metastatic
carcinoma. Histopathology 1998, 33:318–324.

27. Van-Eyken P, Sciot R, Paterson A, Callea F, Kew MC, Desmet VJ: Cytokeratin
expression in hepatocellular carcinoma: an immunohistochemical study.
Hum Pathol 1988, 19:562–568.



Lee et al. World Journal of Surgical Oncology 2013, 11:136 Page 11 of 11
http://www.wjso.com/content/11/1/136
28. Fischer HP, Altmannsberger M, Weber K, Osborn M: Keratin polypeptides in
malignant epithelial liver tumors differential diagnostic and histogenetic
aspects. Am J Pathol 1987, 127:530–537.

29. Wu PC, Fang JW, Lau VK, Lai CL, Lo CK, Lau JY: Classification of
hepatocellular carcinoma according to hepatocellular and biliary
differentiation markers clinical and biological implications. Am J Pathol
1996, 149:1167–1175.

30. Uenishi T, Kubo S, Hirohashi K, Yamamoto T, Ogawa M, Tanaka H, Shuto T,
Kinoshita H: Expression of bile duct-type cytokeratin in hepatocellular
carcinoma in patients with hepatitis C virus and prior hepatitis B virus
infection. Cancer Lett 2002, 178:107–112.

31. Roskams T, Vos RD, Von-Eyken PV, Myazaki H, Van-Damme B, Desmet V:
Hepatic OV-6 expression in human liver disease and rat experiments:
evidence for hepatic progenitor cells in man. J Hepatol 1998, 29:455–463.

32. Haque S, Haruna Y, Saito K, Nalesnik MA, Atillasoy E, Thung SN, Gerber MA:
Identification of bipotential progenitor cells in human liver regeneration.
Lab Invest 1996, 75:699–705.

33. Hoshida Y, Toffanin S, Lachenmayer A, Villanueva A, Minguez B, Llovet JM:
Molecular classification and novel targets in hepatocellular carcinoma:
recent advancements. Semin Liver Dis 2010, 30:35–51.

34. Sakamoto M, Effendi K, Masugi Y: Molecular diagnosis of multistage
hepatocarcinogenesis. Jpn J Clin Oncol 2010, 40:891–896.

35. Yoneda N, Sato Y, Kitao A, Ikeda H, Sawada-Kitamura S, Miyakoshi M, Harada K,
Sasaki M, Matsui O, Nakanuma Y: Epidermal growth factor induces
cytokeratin 19 expression accompanied by increased growth abilities in
human hepatocellular carcinoma. Lab Invest 2011, 91:262–272.

doi:10.1186/1477-7819-11-136
Cite this article as: Lee et al.: The expression of cytokeratin 19 in lymph
nodes was a poor prognostic factor for hepatocellular carcinoma after
hepatic resection. World Journal of Surgical Oncology 2013 11:136.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Patients
	Immunohistochemistry
	Statistical analysis

	Results
	Discussion
	Conclusions
	Consent
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	Reference

