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Down-regulation of sirtuin 3 is associated with
poor prognosis in hepatocellular carcinoma after
resection
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Abstract

Background: Sirtuin 3 (Sirt3), one of the seven Sirtuins family members, plays critical roles in the progression of
multiple cancer types. However, its role in the prognosis of hepatocellular carcinoma (HCC) has not yet been
investigated systematically.

Methods: The correlation of Sirtuins expression with prognosis of HCC was determined by immunohistochemistry
(IHC) in a large HCC patient cohort (n = 342). Expression of Sirt3 in tumoral and peritumoral tissues of HCC patients
were further determined by western blotting (WB).

Results: IHC and WB studies both showed a decreased expression of Sirt3 in tumoral tissues compared with
peritumoral tissues (P = 0.003 for IHC, P = 0.0042 for WB). Decreased expression of Sirt3 in both tumoral and
peritumoral tissues was associated with increased recurrence probability and decreased overall survival rate by
univariate analyses (intratumoral Sirt3: P = 0.011 for TTR, P = 0.001 for OS; peritumoral Sirt3: P = 0.017 for TTR,
P = 0.023 for OS), the prognostic value was strengthened by multivariate analyses (intratumoral Sirt3: P = 0.031
for TTR, P = 0.001 for OS; peritumoral Sirt3: P = 0.047 for TTR, P = 0.031 for OS). Intratumoral Sirt3 also showed a
favorable prognostic value in patients with BCLC stage A (TTR, P = 0.011; OS, P < 0.001). In addition, we found
that IHC studies of other sirtuin members showed a decreased expression of Sirt2, Sirt4 and Sirt5 and an
increased expression of Sirt1, Sirt6 and Sirt7 in intratumoral tissues compared with peritumoral tissues. In
contrast to Sirt3, other members did not showed a remarkable correlation with HCC prognosis.

Conclusions: Down-regulation of intratumoral and peritumoral Sirt3 were both associated with poor outcome in
HCC, moreover, intratumoral Sirt3 was a favorable prognostic predictor in early stage patients.
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Background
Hepatocellular carcinoma (HCC), with rising incidence
in the west, is the third leading cause of cancer-related
death worldwide [1]. Although many advances in HCC
therapy had been reached, surgical resection and liver
transplantation remain the most reliable curative treat-
ment modalities for selected patients. One of the major
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obstacles for improved outcome after resection is the
high frequency of recurrence. It was proposed that react-
ive oxygen species (ROS) produced by mitochondria was
participated in HCC progression and metastasis, through
promoting DNA damage or altering cellular signaling
pathways [2-5]. Recently, Sirt3 has emerged as a critical
modulator of mitochondria function by reducing mito-
chondria membrane potential and ROS levels [6-9].
The Sirtuins, a family of orthologues of yeast silent in-

formation regulator 2 (Sir2) found in a wide range of or-
ganisms from bacteria to human, regulate metabolism;
cellular proliferation and survival; stress resistance and
apoptosis, and participate in metabolic; cardiovascular
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Table 1 Clinicopathologic features of the patients

Age, y, median (range) 53 (10 ~ 70)

Gender (male/female) 290/52

Hepatitis infection (no/yes) 94/248

Liver cirrhosis (no/yes) 38/304

AFP, ng/ml, median (range) 98.5 (0 ~ 60500)

γ-GT, U/L, median (range) 57 (7 ~ 693)

ALT, U/L, median (range) 39 (8 ~ 949)

Child-Pugh score (A/B) 342/0

Tumor size, cm, median (range) 4 (1.0 ~ 21.0)

Tumor number (single/multiple) 298/44

Tumor capsule (yes/no) 183/159

Tumor differentiation (I/II/III/IV) 7/248/85/2

Tumor thrombi (no/yes) 249/93

TNM stage (I/II&III) 154/188

BCLC stage (A/B&C) 233/109

Prophylactic therapy (none/TACE/immunotherapya) 342/0/0

Post-recurrence therapy
(none/TACE/regionalb/resection/othersc)

221/121/0/0

Abbreviations: AFP, alpha-fetoprotein; γ-GT, gamma-glutamyl transpeptidase;
ALT, alanine transaminase; TNM, tumor-node-metastasis; BCLC, Barcelona Clinic
Liver Cancer; TACE, transcatheter arterial chemoembolization.
a. immunotherapy: interferon-α or thymosin therapy.
b. regional: radio frequency ablation (RFA), percutaneous ethanol injection
therapy (PEI) or microwave ablation (MA); others: traditional Chinese
medicine etc.
c. others: thrombi from hepatic vein, inferior caval vein or intrahepatic ducts.
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and neurodegenerative diseases; inflammatory and can-
cers [10-12]. Sirt3, a member of the family, functions
mainly as the primary mitochondrial deacetylase that
modulates mitochondrial metabolic and oxidative stress
regulatory pathways [9,13,14]. Published data revealed
that Sirt3 was implicated in tumor progress [15,16],
mainly through mediating the suppression of hypoxia in-
ducible factor 1α (HIF-1α) and inhibiting mitochondrial
ROS production [17,18]. The proliferation-suppressor
role of Sirt3 was confirmed in multiple cancer types, in-
cluding breast cancer and colon cancer, both in vitro
and in vivo [6,18]; it was also reported that Sirt3 could
inhibit HCC cell growth through reducing Mdm2-
mediated p53 degradation [19]. However, the expression
status of Sirt3 in human HCC specimens is still ambigu-
ous and the relationship between Sirt3 expression and
cancer prognosis is still unclear. Hence, further intensive
investigation is substantial.
In this study, we evaluated the expression status of the

Sirtuin family members (Sirt1-7), mainly focusing on
mitochondria member Sirt3, in a large HCC cohort by
IHC staining. Then we further investigated the expres-
sion of the Sirt3 in HCC specimens.

Methods
Patients and TMA construction
A total of 342 HCC patients were enrolled in this study at
the Liver Cancer Institute of Fudan University (Shanghai,
China) between 2007 and 2008, and informed consent was
obtained from each patient. The including criteria and
postoperative follow-up procedure were described previ-
ously [20,21]. The clinicopathological characteristics of
the patients were summarized in Table 1. The Barcelona
Clinic Liver Cancer (BCLC) staging system was applied to
classify the disease stage [22]. Tumor differentiation was
graded by the Edmond-son-Steiner grading system [23].
Time to recurrence (TTR) and overall survival (OS) time
were defined as the interval from primary surgical resec-
tion to the first recurrence or death, respectively. The
study was approved by the Zhongshan Hospital Research
Ethics Committee (Fudan University, China).

Tissue immunohistochemistry and evaluation system
Tissue microarray (TMA) was constructed as described
previously [24]. IHC was carried out according to appro-
priate protocols as described in our previous reports
[21]. Briefly, slides were deparaffinized in xylene and
hydrated through a graded alcohol series before being
placed in blocking solution to inhibit endogenous perox-
idase activity. The slides were incubated with primary
antibody (Sirt1 1:100, Epitomics; Sirt2 1:200, Epitomics;
Sirt3, 1:200 Abgent; Sirt4, 1:200 Abgent; Sirt5, 1:100
Abgent; Sirt6, 1:150 Abgent; Sirt7, 1:100 Abgent) at 4°C
overnight. Slides were then applied in the detection
system of Elivision™ Plus Kit and DAB, followed by
counterstaining with hematoxylin.
As a mitochondrial factor, we evaluated cytoplasmic ex-

pression of Sirt3 in HCC. A scoring system was applied as
previously described with some modifications [25-27]. In
brief, a staining index for each case was determined by
multiplying the score for intensity of cytoplasmic staining
(none = 0, weak = 1, strong = 2) with the score for propor-
tion of tumor cytoplasma stained (<5% = 0, 5%-25% = 1,
25%-50% = 2, 50%-75% = 3, >75% = 4) [21,26]. The results
were confirmed by two experienced pathologists who were
blinded to the clinicopathologic data of the patients.

Western blot analysis
The immunoblotting was carried out as previously de-
scribed [28]. In brief, about thirty micrograms of pro-
teins extracted from paired HCC and its adjacent tissues
were separated by SDS-PAGE, after which the protein
was transferred to polyvinylidene fluoride membranes
(Millipore), membrane-bound Sirt3 was detected with
rabbit anti-human Sirt3 (1:1000, Epitomics). GAPDH
(1:5000, KANGCHENG) was used as an internal control.
WB analysis was proceeded by the relative expression
of Sirt3 in peritumoral tissues compared with tumoral
tissues in each case of 51 specimen, by using GAPDH as



Wang et al. BMC Cancer 2014, 14:297 Page 3 of 9
http://www.biomedcentral.com/1471-2407/14/297
an internal control. Furthermore, we detected the pro-
tein level of superoxide dismutase 2 (SOD2) (1:1000,
Epitomics) and Sirt3 via WB analysis in another inde-
pendent 15 HCC specimen.

Statistics
Statistical analyses were carried out using Statistical
Package of the Social Sciences (SPSS version 17.0). χ2
test and paired t test were done as appropriate. Univari-
ate analyses were done using the Kaplan-Meier method
and compared by the long-rank test. Cox multivariate
analysis was used to adjust for potentially confounding
variables and to determine the independent prognostic
factors. The “minimum P value” approach [24,29] was
used to get optimal cut-off for the best separation be-
tween groups of patients related to TTR or OS. Unless
otherwise specified, all data were analyzed using two-tail
test and P < 0.05 was considered statistically significant.

Results
Patient profile
The detailed clinicopathological characteristics of the
patients are supplied in Table 1. The median follow-up was
42.9 months (range, 0.43-61.83 months; SD, 18.8 months).
At the last follow-up (March 31st, 2012), 158 patients
(46.2%) had recurrence. 125 patients (36.5%) died of
Figure 1 Representative immunohistochemical staining of Sirt3. The m
negative staining in Patient II (C) in tumor tissues, and strong staining of p
& 400×).
recurrence (n = 103) or cirrhosis related complications
without recurrence (n = 22) (These data of follow up of pa-
tients were not shown in Table 1).

Immunohistochemical expression pattern of Sirt3 in
paired tumoral and peritumoral tissues
We found that the majorities of tumoral and peritumoral
tissues showed diffuse cytoplasmic expression pattern of
Sirt3 (Figure 1). Compared with paired peritumoral tis-
sues, tumoral tissues had significantly down-regulated
expression of Sirt3 (mean, 4.07 vs. 4.27, P = 0.003). Repre-
sentative cases of Sirt3 IHC staining were show in Figure 1.
The expression pattern of other sirtuin members was de-
scribed in the Supplementary Information (See Additional
file 1: Figure S1).

Prognostic significance of Sirt3 for HCC
By using the “minimum P value” approach, scoring value of
2 and 4 are the best cut-off value for intratumoral and peri-
tumoral Sirt3, respectively (See Additional file 2: Table S1).
On univariate analysis, patients with lower expression of

Sirt3 in tumor were prone to lower OS (Figure 2A,
P = 0.001) and shorter TTR (Figure 2B, P = 0.011). Other
clinicopathologic factors associated with OS or TTR were
shown in Table 2. Factors that showed significance by uni-
variate analysis were enrolled as covariate in a multivariate
icrographs showed weak staining of Sirt3 in Patient I (A), nearly
eritumoral liver tissues (B, D) in patient I and II. (magnification100×



Figure 2 Kaplan-Meier analysis of OS and TTR for the expression levels of Sirt3. Kaplan-Meier analysis of OS and TTR for the expression
levels of intratumoral Sirt3 (A and B) and peritumoral Sirt3 (G and H). Subgroup analysis of Sirt3 expression in relation to OS and TTR indicated
that intratumoral Sirt3 had prognostic role when classified by BCLC stage A (C and D) and without thrombi (E and F).
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Table 2 Univariate and multivariate analyses of Sirt3 associated with recurrence and survival

TTR OS

Univariate Multivariate Univarate Multivariate

P value H.R. (95% CI) P value P value H.R. (95% CI) P value

BCLC stage A

γ-GT, U/L (≤54 vs >54) 0.003 1.646 (1.091–2.484) 0.016 0.003 1.718 (1.051–2.810) 0.028

AFP, ng/ml (≤20 vs >20) 0.013 1.574 (1.033–2.398) 0.032 0.060 NA NA

Tumor size, cm (≤5 vs >5) <0.001 2.292 (1.515–3.470) <0.001 <0.001 3.150 (1.952–5.084) <0.001

Tumor number (single vs multiple) 0.948 NA NA 0.726 NA NA

Tumor capsule (yes vs no) 0.296 NA NA 0.690 NA NA

Differentiation (well vs poor) 0.429 NA NA 0.550 NA NA

Mean density score (low vs high)

iSirt3(2) 0.008 0.591 (0.396–0.884) 0.011 <0.001 0.404 (0.251–0.650) <0.001

pSirt3(4) 0.020 0.538 (0.316–0.914) 0.022 0.278 NA NA

TMA assays

Age, year (≤52 vs >52) 0.173 NA NA 0.787 NA NA

Gender (female vs male) 0.616 NA NA 0.654 NA NA

HBV infection (no vs yes) 0.903 NA NA 0.168 NA NA

Liver cirrhosis (no vs yes) 0.803 NA NA 0.225 NA NA

ALT, U/L (≤75 vs >75) 0.177 NA NA 0.225 NA NA

γ-GT, U/L (≤54 vs >54) <0.001 1.563 (1.121–2.177) 0.008 <0.001 1.471 (1.003–2.159) 0.046

AFP, ng/ml (≤20 vs >20) 0.004 1.474 (1.048–2.072) 0.023 0.014 1.379 (0.936–2.031) 0.098

Tumor size, cm (≤5 vs >5) <0.001 1.830 (1.314–2.549) <0.001 0.000 2.919 (2.019–4.220) <0.001

Tumor number (single vs multiple) 0.057 NA NA 0.069 NA NA

Tumor capsule (yes vs no) 0.096 NA NA 0.167 NA NA

Differentiation (well vs poor) 0.162 NA NA 0.124 NA NA

Tumor thrombi (no vs yes) 0.001 1.506 (1.072–2.116) 0.021 <0.001 1.658 (1.146–2.399) 0.009

TNM stage (I vs II/III) <0.001 NA NA <0.001 NA NA

BCLC stage (A vs B/C) 0.001 NA NA <0.001 NA NA

Mean density score (low vs high)

iSirt3(2) 0.011 0.705 (0.514–0.967) 0.031 0.001 0.558 (0.392–0.795) 0.001

pSirt3(4) 0.017 0.674 (0.450–1.009) 0.047 0.023 0.611 (0.381–0.979) 0.031

Note: Univariate analysis was calculated by the Kaplan–Meier method (the log-rank test). Multivariate analysis was done using the Cox multivariate proportional
hazards regression model in a stepwise manner (backward, likelihood ratio). AFP, a-fetoprotein; 95% CI, 95% confidence interval; γ-GT, γ-glutamyl transferase;
HR, hazard ratio; NA, not applicable; OS, overall survival; TTR, time to recurrence;TNM, tumor-node-metastasis; BCLC, Barcelona Clinic Liver Cancer.
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Cox proportional hazards model. Multivariate analysis re-
vealed that intratumoral Sirt3 was an independent prog-
nostic indicator for OS (Table 2, P = 0.001), and retained
the prognostic power for predicting recurrence (Table 2,
P = 0.031). Furthermore, we found that intratumoral Sirt3
showed prognostic role in BCLC stage A patients (Figure 2C
and D, OS, P < 0.001; TTR, P = 0.008), and in no vascu-
lar invasion subgroups (Figure 2E and F, OS, P = 0.002;
TTR, P = 0.008). Intratumoral Sirt3 also showed prognos-
tic role in other groups when classified by the following
variables (Table 3): large tumor (>5 cm) (OS, P = 0.003;
TTR, P = 0.046), single tumor (OS, P < 0.001; TTR, P =
0.011), tumor with encapsulation (OS, P = 0.002; TTR,
P = 0.036), tumor differentiation grade I-II (OS, P <
0.001; TTR, P = 0.007).
Meanwhile, patients with higher expression of Sirt3 in

peritumoral tissues were prone to higher OS (Figure 2G,
P = 0.023) and longer TTR (Figure 2H, P = 0.017), and
multivariate analysis also revealed peritumoral Sirt3
had independent prognostic value for both OS (Table 2,
P = 0.031) and TTR (Table 2, P = 0.047). Peritumoral
Sirt3 also showed prognostic role in groups when classi-
fied by the following variables (Table 3): single tumor
(OS, P = 0.023; TTR, P = 0.016), tumor differentiation
grade I-II (OS, P = 0.028; TTR, P = 0.009). The afore-
mentioned results suggested that down-regulation of



Table 3 Survival analysis of Sirt3 expression in HCC
patients when stratified by clinicopathologic factors

Variables
iSirt3-TTR iSirt3-OS pSirt3-TTR pSirt3-OS

P value P value P value P value

TNM

I 154 0.110 0.059 0.078 0.100

II/III 188 0.066 0.004 0.020 0.031

BCLC

A 233 0.008 < 0.001 0.020 0.278

B/C 109 0.690 0.366 0.204 0.020

HBV infection

No 94 0.037 0.127 0.343 0.217

Yes 248 0.095 0.003 0.033 0.051

Cirrhosis

No 303 0.029 0.003 0.046 0.059

Yes 38 0.151 0.076 0.131 0.148

AFP

≤20 132 0.075 0.078 0.371 0.334

>20 210 0.104 0.006 0.049 0.079

γ-GT (U/L)

≤54 163 0.639 0.208 0.025 0.111

>54 179 0.012 0.002 0.384 0.164

Tumor size

≤5 229 0.127 0.045 0.094 0.093

>5 113 0.046 0.003 0.062 0.108

Tumor number

1 297 0.011 < 0.001 0.016 0.023

≥2 44 0.547 0.903 0.566 0.585

Tumor thrombi

No 249 0.008 0.002 0.015 0.263

Yes 93 0.706 0.154 0.386 0.024

Tumor capsule

Yes 183 0.036 0.002 0.200 0.191

No 159 0.209 0.124 0.035 0.064

Differentiation

Well 255 0.007 < 0.001 0.009 0.028

Poor 87 0.856 0.879 0.838 0.535

Note: χ2 tests for all the analysis. AFP, alpha-fetoprotein, γ-GT, γ-glutamyl
transferase. OS, overall survival; TTR, time to recurrence.

Table 4 Correlation of clinicopathologic characteristics
with Sirt3 expression

iSirt3 pSirt3

Characteristics Low High P value Low High P value

Gender Male 124 166 0.649 219 71 0.632

Female 24 28 41 11

Age (Years) ≤52 75 93 0.616 135 32 0.051

>52 73 101 125 49

HBV infection No 47 47 0.122 68 26 0.296

Yes 101 147 192 55

Liver cirrhosis No 132 172 0.877 231 72 0.991

Yes 16 22 29 9

ALT (U/L) ≤75 127 176 0.157 229 73 0.613

>75 21 18 31 8

AFP (ng/ml) ≤20 51 81 0.170 90 42 0.005

>20 97 113 170 39

γ-GT (U/L) ≤54 63 100 0.100 120 43 0.275

>54 85 94 140 38

Tumor size (cm) ≤5 95 134 0.342 174 55 0.870

>5 53 60 86 26

Tumor number 1 132 166 0.322 229 68 0.333

≥2 16 28 31 13

Tumor thrombi No 103 146 0.244 188 61 0.595

Yes 45 48 72 20

Encapsulation Yes 72 111 0.115 190 64 0.368

No 76 83 70 17

Differentiation Well 109 146 0.735 136 47 0.285

Poor 39 48 124 34

TNM stage I 64 90 0.562 122 32 0.242

II/III 84 104 138 49

BCLC stage A 96 137 0.258 178 55 0.925

B/C 52 57 82 26

Note: χ2 tests for all the analysis. AFP, alpha-fetoprotein; γ-GT, γ-glutamyl
transferase ; OS, overall survival ; TTR, time to recurrence.
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intratumoral and peritumoral Sirt3 were both associ-
ated with unfavorable prognostic performance of HCC.
The prognostic value of other Sirtuin members were

shown in the Supplementary Information (See Additional
file 3: Table S2).

Correlation between Sirt3 and clinicopathological features
Both tumoral and peritumoral Sirt3 expression level
were not correlated with tumor size, tumor numbers,
differentiation, encapsulation or vascular invasion. We
found that Sirt3 expression level in peritumoral tissues
was associated with AFP (Table 4). Peritumoral tissues
with higher AFP were prone to have lower expression of
Sirt3.

Sirt3 expression in HCC and peritumoral tissues
By WB detection of Sirt3 in 51 paired tumoral and peritu-
moral tissues, Sirt3 was significantly down-regulated in tu-
moral tissues compared to peritumoral tissues (Figure 3,
P = 0.0042). As shown in Additional file 4, 9 of 51 speci-
men had higher expression of Sirt3 in tumor compared
with paired peritumoral tissues, by using GAPDH as an
internal control. In the 9 cases as mentioned above, 3 had



Figure 3 Western blot analysis of Sirt3 in HCC and peritumoral
liver tissues. (A) WB detection of Sirt3 protein in 51 paired tumors
(T) and peritumoral tissues (pT). GAPDH served as a loading control.
(B) Sirt3 protein level obtained by densitometric scaning was
significantly down-regulated in tumors compared to peritumoral
tissues (P = 0.0042).
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recurrence, while 12 of 42 cases which showed high
expression of Sirt3 in peritumoral tissues had recurrence
(P = 0.776). Meanwhile, no difference was shown regard-
ing the disease stage in 9 cases compared with residual 42
cases (See Additional file 5). This result was in accordance
with the IHC analysis as mentioned and was supported by
previous studies [19,30].

Correlation between the expression of Sirt3 and SOD2 in
HCC and peritumoral tissues
By WB detection of Sirt3 and SOD2 in independent 15
paired tumoral and peritumoral tissues, we showed that
the expression of SOD2 was positively correlated with
Sirt3 (r = 0.5418, P = 0.037) (See Additional file 6).

Discussion
We systematically investigated the expression pattern and
prognostic importance of the Sirtuins family for HCC
undergoing radical resection for the first time. After a
comprehensive analysis by IHC studies, we found that
Sirt3 had more prognostic value.
In this study, we reported the down-regulation of Sirt3

in tumoral specimens compared with peritumoral tissues
at the protein level, both by IHC staining and WB ana-
lysis (Figure 1 and Figure 3). The discrepancy of Sirt3
expression between tumoral and peritumoral tissues was
consistent with the results of other cancer studies [6,19].
To our knowledge, ROS act as the second messengers to
stimulate cell proliferation, apoptosis, and gene expres-
sion at the submicroscopic level, and excessively elevated
levels of ROS can produce oxidative stress which leads to
a variety of diseases, including cancer, aging, and neuro-
logic disorders [31]. It has been proposed that Sirt3 regu-
lated mitochondrial acetylation and ROS generation, and
therefore mediated the tumor-inhibiting role in cancer. In
consistent with this hypothesis, we found that the de-
creased expression level of intratumoral Sirt3 could inde-
pendently predict elevated risks of tumor recurrence and
patients’ death.
Of note, Sirt3 reduces cellular ROS levels via SOD2, a

major mitochondrial antioxidant enzyme [32,33]. Sirt3
deacetylates two critical lysine residues on SOD2 and
promotes its antioxidative activity [34]. Importantly, the
abilities of SOD2 to reduce cellular ROS and promote
oxidative stress resistance is greatly enhanced by Sirt3.
In consistent with this relationship between SOD2 and
Sirt3, our results showed that the expression of SOD2
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was also correlated with that of Sirt3 in 15 HCC speci-
mens, which supported that Sirt3 may reduce the ex-
pression level of ROS via the activation of SOD2.
In recent years, high recurrence rate remains a major

barrier to improve postoperative outcome of HCC. So
the early prediction of recurrence in HCC patients after
resection is obviously important for timely treatment,
which may lead to better clinically outcome, especially
in patients with early stage HCC [35]. Compared to the
advanced-stage HCC, the prognosis of early-stage HCC
is far from homogenous, and lacks ideal indicators
[36,37]. Now our results showed that in BCLC stage A
or no vascular invasion group of patients, intratumoral
Sirt3 expression showed the ability to predict the risk of
recurrence and patient survival (Figure 2). Its independ-
ent prognostic value in early BCLC stage HCC patients
is of clinical importance, which maybe a useful bio-
marker to identify patients who should be monitored
frequently and then be subjected to adjuvant therapy like
antioxidant therapy [38].
In our study, the patients with lower intratumoral

Sirt3 expression showed not only higher recurrence but
shorter survival times after curative resection, which was
partly consistent with the results of a previous study
[30]. The different results of recurrence in multivariate
analysis between us may partly due to the different scor-
ing systems of IHC evaluation and the methods of the
definition of cutting off score. However, both results
suggested intratumoral Sirt3 as an independent prognos-
tic biomarker for OS in HCC patients after resection.
Recently, many studies revealed that robust production

of ROS played important roles in hepatocarcinogenesis,
which could directly induce DNA damage and alter gene
expression [39,40]. Furthermore, there existed a high in-
cidence of intrahepatic metastasis and recurrence after
resection [41-43], which suggested that peritumoral en-
vironment was important. In our results, low expression
of peritumoral Sirt3 was also associated with HCC re-
currence and poor survival after hepatectomy. Therefore,
peritumoral Sirt3 may serve as a protector of recurrence
of HCC through preventing the generation of ROS.
These results highlight the important role of remanent
liver in recurrence and metastasis, and will be helpful in
shaping postoperative strategy for the prevention of re-
currence after hepatectomy.

Conclusions
This present study indicated that both intratumoral and
peritumoral Sirt3 expression were associated with prog-
nosis in HCC. Moreover, we demonstrated that the
down-regulation of Sirt3 in HCC indicated aggressive
tumor behaviors and predicted an unfavorable clinical
outcome. Also, Sirt3 may be a useful biomarker to iden-
tify the BCLC stage A group of patients at high risk of
post-operative recurrence. Therefore, further study elu-
cidating the molecular pathogenesis of the multi-facet
Sirt3 in HCC may lead to more effective and specific
therapies against this intractable cancer.

Additional files

Additional file 1: Figure S1. Representative IHC staining of Sirt1, 2, 4, 5,
6, 7. The micrographs showed nearly negative cytoplasma staining of
Sirt2, Sirt4, Sirt5 in tumor tissues, and Sirt1, Sirt6, Sirt7 of peritumoral liver
tissues in HCC patients. (magnification100× & 400×).

Additional file 2: Table S1. X-tile for minimum P value.

Additional file 3: Table S2. Univariate and multivariate analyses of
prognostic factors.

Additional file 4: The ratio of pT/T of Sirt3 by WB in 51 HCC
patients.

Additional file 5: Correlation between the ratio of iSirt3/pSirt3 and
clinicopathologic characteristics in 51 patients.

Additional file 6: Correlation between expression level of Sirt3 and
SOD2 in HCC patients. 15 cases were studied.

Abbreviations
Sirt3: Sirtuin 3; HCC: Hepatocellular carcinoma; IHC: Immunohistochemistry;
WB: Western blotting; ROS: Reactive oxygen species; HIF-1α: Hypoxia
inducible factor 1α; BCLC: Barcelona clinic liver cancer; TTR: Time to
recurrence; OS: Overall survival; TMA: Tissue microarray; SPSS: Statistical
package of the social sciences; SOD2: Superoxide dismutase 2.

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

Authors’ contributions
Conceived and designed the experiments: WJX, YY and QSJ. Performed
the experiments: WJX. Analyzed the data: WJX, YY, LYW, CXY, HHW, NXC, ZJ,
CYF, JJJ, FJ. Wrote the paper: WJX. All authors read and approved the final
manuscript.

Acknowledgements
Financial support by National Key Sci-Tech Special Project of China
(Grant No. 2012ZX10002010-001/002), the National Natural Science
Foundation of China (Grant Nos.81071707 and 81030038).

Received: 28 February 2013 Accepted: 17 April 2014
Published: 28 April 2014

References
1. Forner A, Llovet JM, Bruix J: Hepatocellular carcinoma. Lancet 2012,

379:1245–1255.
2. Yoon CY, Park MJ, Lee JS, Lee SC, Oh JJ, Park H, Chung CW, Abdullajanov

MM, Jeong SJ, Hong SK, Byun SS, Lee ES, Lee SE: The histone deacetylase
inhibitor trichostatin A synergistically resensitizes a cisplatin resistant
human bladder cancer cell line. J Urol 2011, 185:1102–1111.

3. Kim TH, Jung JA, Kim GD, Jang AH, Cho JJ, Park YS, Park CS: The histone
deacetylase inhibitor, trichostatin A, inhibits the development of
2,4-dinitrofluorobenzene-induced dermatitis in NC/Nga mice.
Int Immunopharmacol 2010, 10:1310–1315.

4. Anh TD, Ahn MY, Kim SA, Yoon JH, Ahn SG: The histone deacetylase
inhibitor, Trichostatin A, induces G2/M phase arrest and apoptosis in
YD-10B oral squamous carcinoma cells. Oncol Rep 2012, 27:455–460.

5. Royce SG, Dang W, Yuan G, Tran J, El-Osta A, Karagiannis TC, Tang ML:
Effects of the histone deacetylase inhibitor, trichostatin A, in a chronic
allergic airways disease model in mice. Arch Immunol Ther Exp (Warsz)
2012, 60:295–306.

6. Bell EL, Emerling BM, Ricoult SJ, Guarente L: SirT3 suppresses hypoxia
inducible factor 1alpha and tumor growth by inhibiting mitochondrial
ROS production. Oncogene 2011, 30:2986–2996.

http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S5.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-297-S6.pdf


Wang et al. BMC Cancer 2014, 14:297 Page 9 of 9
http://www.biomedcentral.com/1471-2407/14/297
7. Jeseta M, Petr J, Krejcova T, Chmelikova E, Jilek F: In vitro ageing of pig
oocytes: effects of the histone deacetylase inhibitor trichostatin A.
Zygote 2008, 16:145–152.

8. Liang XJ, Finkel T, Shen DW, Yin JJ, Aszalos A, Gottesman MM: SIRT1
contributes in part to cisplatin resistance in cancer cells by altering
mitochondrial metabolism. Mol Cancer Res 2008, 6:1499–1506.

9. Yu WP, Scott SA, Dong WF: Induction of ID1 expression and apoptosis by
the histone deacetylase inhibitor (trichostatin A) in human acute
myeloid leukaemic cells. Cell Prolif 2008, 41:86–97.

10. Seo JS, Cho NY, Kim HR, Tsurumi T, Jang YS, Lee WK, Lee SK: Cell cycle
arrest and lytic induction of EBV-transformed B lymphoblastoid cells by
a histone deacetylase inhibitor, Trichostatin A. Oncol Rep 2008, 19:93–98.

11. Wu ZQ, Zhang R, Chao C, Zhang JF, Zhang YQ: Histone deacetylase
inhibitor trichostatin A induced caspase-independent apoptosis in
human gastric cancer cell. Chin Med J (Engl) 2007, 120:2112–2118.

12. Sourlingas TG, Kypreou KP, Topakas GN, Karchilaki IN, Stavropoulos-Giokas C,
Sekeri-Pataryas KE: Effect of the histone deacetylase inhibitor trichostatin
a in human peripheral blood lymphocytes as a function of donor age.
Ann N Y Acad Sci 2007, 1119:64–71.

13. Schnur N, Seuter S, Katryniok C, Radmark O, Steinhilber D: The histone
deacetylase inhibitor trichostatin A mediates upregulation of 5-
lipoxygenase promoter activity by recruitment of Sp1 to distinct GC-
boxes. Biochim Biophys Acta 2007, 1771:1271–1282.

14. Zhang QC, Jiang SJ, Zhang S, Ma XB: Histone deacetylase inhibitor
trichostatin A enhances anti-tumor effects of docetaxel or erlotinib in
A549 cell line. Asian Pac J Cancer Prev 2012, 13:3471–3476.

15. Fenic I, Hossain HM, Sonnack V, Tchatalbachev S, Thierer F, Trapp J, Failing
K, Edler KS, Bergmann M, Jung M, Chakraborty T, Steger K: In vivo
application of histone deacetylase inhibitor trichostatin-a impairs murine
male meiosis. J Androl 2008, 29:172–185.

16. Campanero MR, Herrero A, Calvo V: The histone deacetylase inhibitor
trichostatin A induces GADD45 gamma expression via Oct and NF-Y
binding sites. Oncogene 2008, 27:1263–1272.

17. Schumacker PT: SIRT3 controls cancer metabolic reprogramming by
regulating ROS and HIF. Cancer Cell 2011, 19:299–300.

18. Finley LW, Carracedo A, Lee J, Souza A, Egia A, Zhang J, Teruya-Feldstein J,
Moreira PI, Cardoso SM, Clish CB, Pandolfi PP, Haigis MC: SIRT3 opposes
reprogramming of cancer cell metabolism through HIF1alpha
destabilization. Cancer Cell 2011, 19:416–428.

19. Zhang YY, Zhou LM: Sirt3 inhibits hepatocellular carcinoma cell growth
through reducing Mdm2-mediated p53 degradation. Biochem Biophys Res
Commun 2012, 423:26–31.

20. Novgorodtseva TP, Abakumov AI, Sorokina LV: Multidimensional statistical
methods and the diagnostic significance of erythrocyte fatty acids in
cardiovascular diseases. Klin Lab Diagn 2001, 3:13–16.

21. Flekna G, Schneeweiss W, Smulders FJ, Wagner M, Hein I: Real-time PCR
method with statistical analysis to compare the potential of DNA
isolation methods to remove PCR inhibitors from samples for diagnostic
PCR. Mol Cell Probes 2007, 21:282–287.

22. Cecconi D, Donadelli M, Rinalducci S, Zolla L, Scupoli MT, Scarpa A, Palmieri
M, Righetti PG: Proteomic analysis of pancreatic endocrine tumor cell
lines treated with the histone deacetylase inhibitor trichostatin A.
Proteomics 2007, 7:1644–1653.

23. Kovacs P, Csaba G: The effect of histone deacetylase inhibitor trichostatin
A (TSA) on the incorporation of 32P (Pi) and 3H-palmitic acid into the
phospholipids of Tetrahymena. Cell Biochem Funct 2008, 26:39–42.

24. Li YW, Qiu SJ, Fan J, Zhou J, Gao Q, Xiao YS, Xu YF: Intratumoral
neutrophils: a poor prognostic factor for hepatocellular carcinoma
following resection. J Hepatol 2011, 54:497–505.

25. Tian F, Marini AM, Lipsky RH: Effects of histone deacetylase inhibitor
Trichostatin A on epigenetic changes and transcriptional activation of
Bdnf promoter 1 by rat hippocampal neurons. Ann N Y Acad Sci 2010,
1199:186–193.

26. Chen J, Zhang B, Wong N, Lo AW, To KF, Chan AW, Ng MH, Ho CY, Cheng SH,
Lai PB, Yu J, Ng HK, Ling MT, Huang AL, Cai XF, Ko BC: Sirtuin 1 is upregulated
in a subset of hepatocellular carcinomas where it is essential for telomere
maintenance and tumor cell growth. Cancer Res 2011, 71:4138–4149.

27. Kim HS, Vassilopoulos A, Wang RH, Lahusen T, Xiao Z, Xu X, Li C, Veenstra
TD, Li B, Yu H, Ji J, Wang XW, Park SH, Cha YI, Gius D, Deng CX: SIRT2
maintains genome integrity and suppresses tumorigenesis through
regulating APC/C activity. Cancer Cell 2011, 20:487–499.
28. Corvaisier M, Moreau-Aubry A, Diez E, Bennouna J, Mosnier JF, Scotet E,
Bonneville M, Jotereau F: V gamma 9 V delta 2 T cell response to colon
carcinoma cells. J Immunol 2005, 175:5481–5488.

29. Galon J, Costes A, Sanchez-Cabo F, Kirilovsky A, Mlecnik B, Lagorce-Pages C,
Tosolini M, Camus M, Berger A, Wind P, Zinzindohoue F, Bruneval P, Cugnenc
PH, Trajanoski Z, Fridman WH, Pages F: Type, density, and location of immune
cells within human colorectal tumors predict clinical outcome. Science 2006,
313:1960–1964.

30. Reilly CM, Thomas M, Gogal R Jr, Olgun S, Santo A, Sodhi R, Samy ET, Peng
SL, Gilkeson GS, Mishra N: The histone deacetylase inhibitor trichostatin
A upregulates regulatory T cells and modulates autoimmunity in
NZB/W F1 mice. J Autoimmun 2008, 31:123–130.

31. Finkel T: Oxidant signals and oxidative stress. Curr Opin Cell Biol 2003,
15:247–254.

32. Alhazzazi TY, Kamarajan P, Verdin E, Kapila YL: Sirtuin-3 (SIRT3) and the
hallmarks of cancer. Genes Cancer 2013, 4:164–171.

33. Qiu X, Brown K, Hirschey MD, Verdin E, Chen D: Calorie restriction reduces
oxidative stress by SIRT3-mediated SOD2 activation. Cell Metab 2010,
12:662–667.

34. Tao R, Coleman MC, Pennington JD, Ozden O, Park SH, Jiang H, Kim HS,
Flynn CR, Hill S, Hayes McDonald W, Olivier AK, Spitz DR, Gius D:
Sirt3-mediated deacetylation of evolutionarily conserved lysine
122 regulates MnSOD activity in response to stress. Mol Cell 2010,
40:893–904.

35. Bai J, Demirjian A, Sui J, Marasco W, Callery MP: Histone deacetylase
inhibitor trichostatin A and proteasome inhibitor PS-341 synergistically
induce apoptosis in pancreatic cancer cells. Biochem Biophys Res Commun
2006, 348:1245–1253.

36. Zhang X, Yashiro M, Ren J, Hirakawa K: Histone deacetylase inhibitor,
trichostatin A, increases the chemosensitivity of anticancer drugs in
gastric cancer cell lines. Oncol Rep 2006, 16:563–568.

37. Olaharski AJ, Ji Z, Woo JY, Lim S, Hubbard AE, Zhang L, Smith MT: The
histone deacetylase inhibitor trichostatin a has genotoxic effects in
human lymphoblasts in vitro. Toxicol Sci 2006, 93:341–347.

38. Bell EL, Guarente L: The SirT3 divining rod points to oxidative stress.
Mol Cell 2011, 42:561–568.

39. Tien Kuo M, Savaraj N: Roles of reactive oxygen species in hepatocarcinogenesis
and drug resistance gene expression in liver cancers. Mol Carcinog 2006,
45:701–709.

40. Chung JS, Park S, Park SH, Park ER, Cha PH, Kim BY, Chung YM, Woo SR, Han
CJ, Kim SB, Suh KS, Jang JJ, Lee K, Choi DW, Lee S, Lee GY, Hahm KB, Shin
JA, Kim BS, Noh KH, Kim TW, Lee KH, Yoo YD: Overexpression of romo1
promotes production of reactive oxygen species and invasiveness of
hepatic tumor cells. Gastroenterology 2012, 143:1084–1094. e1087.

41. Lu Y, Nie J, Liu X, Zheng Y, Guo SW: Trichostatin A, a histone deacetylase
inhibitor, reduces lesion growth and hyperalgesia in experimentally
induced endometriosis in mice. Hum Reprod 2010, 25:1014–1025.

42. Ninios YP, Sekeri-Pataryas KE, Sourlingas TG: Differential sensitivity of
human leukemic cell lines to the histone deacetylase inhibitor,
trichostatin A. Leuk Res 2010, 34:786–792.

43. Ellis JK, Chan PH, Doktorova T, Athersuch TJ, Cavill R, Vanhaecke T, Rogiers V,
Vinken M, Nicholson JK TMDE, Keun HC: Effect of the histone deacetylase
inhibitor trichostatin a on the metabolome of cultured primary
hepatocytes. J Proteome Res 2010, 9:413–419.

doi:10.1186/1471-2407-14-297
Cite this article as: Wang et al.: Down-regulation of sirtuin 3 is
associated with poor prognosis in hepatocellular carcinoma after
resection. BMC Cancer 2014 14:297.


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Patients and TMA construction
	Tissue immunohistochemistry and evaluation system
	Western blot analysis
	Statistics

	Results
	Patient profile
	Immunohistochemical expression pattern of Sirt3 in paired tumoral and peritumoral tissues
	Prognostic significance of Sirt3 for HCC
	Correlation between Sirt3 and clinicopathological features
	Sirt3 expression in HCC and peritumoral tissues
	Correlation between the expression of Sirt3 and SOD2 in HCC and peritumoral tissues

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


