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Abstract

Background:CA199, CEA and CA125 were the most widely used tumor markers in pancreatic cancer.
However, the studies associated with the relationship between the three markers and pancreatic cancer
were limited. This study aimed to explore the correlation between baseline serum CA199, CEA, CA125
levels and clinical characteristics in pancreatic cancer.

Methods:278 patients with advanced pancreatic cancer received first-line chemotherapy treatments
enrolled in this research. Correlated analysis between tumor markers and disease characteristics was
performed by Pearson’s Chi-squared test or Fisher exact test. We used Pearson’s correlation test to
investigate the relationship between tumor markers and peripheral blood parameters. Univariate analysis
was estimated by Kaplan-Meier method and compared using the log-rank test. Multivariate analysis and
HR calculation was determined by the Cox regression model.

Results: Baseline CA199, CEA, and CA125 both positively associated with the primary tumor site
(p=0.007; p=0.012; p=0.003, respectively);liver metastasis (p=0.001; p=0.001; p=0.028, respectively);
number of organ metastasis (p=0.001; p=0.008;p=0.042, respectively); baseline WBC levels (p<0.001;
p<0.001; p<0.001, respectively), LDH levels (p<0.001; p=0.004; p<0.001, respectively). And CA199 also
correlated with years of smoking(p=0.024); diabetes and year of diabetes (p=0.012; p=0.012); baseline
glycemic levels (p=0.004). CA199 and CA125 levels had the relationship with baseline neutrophil counts
(p<0.001; p<0.001, respectively). Years of smoking, baseline neutrophil counts, LDH levels, CA199 levels
and CA125 levels were independent prognostic factors.

Conclusion: Combinations of the four factors were also correlated with survival. It's concluded that
CA199, CEA, CA125 correlated with multi-factors of clinical factors. And combinations of baseline
neutrophil counts, LDH levels, CA199 levels and CA125 levels were also prognostic factor.

Introduction

Pancreatic cancer (PC) has been a serious public health problem in the worldwide, the incidence and
mortality of pancreatic cancer have been rising each yearl'1.In2019, the related deaths of pancreatic
cancer were 45,750 and the estimated new cases were 56,770 in the United Statesl?!. In China, the cancer
incident and the cancer-related mortality of pancreatic cancer were ranked tenth and sixth respectivelyll.
Both the prognosis of pancreatic cancer and the effect of treatment were not good, the morbidity and
mortality were similar. The 5-year survival rate has been 3% -7%% 1. Therefore, assessing patients’
outcomes and early intervention was important. So, it's useful to find markers to predict the prognosis of
patients.

CA 19 - 9 belongs to sialylated Lewis blood group antigen!®, the level of CA199 exceeded the upper limit
of normal value above 80% in patients with advanced pancreatic cancer’). CEA and CA125 were also
widely used in pancreatic cancer for evaluating prognosis!® °.. Prior studies combined different serum
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tumor markers to improve the evaluating of prediction of prognosis in pancreatic cancerl'®. Some other
studies combined tumor biomarkers and peripheral blood counts to estimate the prognosis of patients
with pancreatic cancer!'' =13l However, the value of prognosis of these tumor markers and peripheral
blood counts was different in prior studies, and the debate of prognostic validity continues in these
parameters. The level of different serum tumor markers was affected by many factors, but literatures
associated with the relationship between the three markers and pancreatic cancer were limited.

We collect commonly indicators in clinical in this study aim to find the connection between these
indicators and select the useful prognostic factors.

Materials And Methods
Patients

278 patients with advanced or metastatic pancreatic cancer treated at the Chinese People's Liberation
Army (PLA) general hospital from 2010 to 2018 were enrolled in our retrospective analysis. All patients
were admitted for first-line chemotherapy. We obtain the terminal status of patients from the medical
records or telephone calls. We follow up information every 3 months. The inclusion criteria were:1)The
diagnosis of pancreatic cancer was confirmed by histopathology or cytological ;2)All patients without
first-line chemotherapy previously were recruited; 3) The Karnofsky performance status (KPS)score of the
patients’ were70 or more;4)Every patients had explicit terminal status. Exclusion criteria:1) lack of
baseline data;2) lost follow-up. Patients were followed up until July 30, 2018.

Laboratory measurements

Serum CA199, CEA, CA125, LDH, ALB, WBC, N, PLT, TB and glycemic levels were measured before first-line
chemotherapy initiation. The cut-off values of the baseline laboratory factors were defined as the median
and upper limit of normal value (ULN). The normal range of CA199, CEA, CA125 was 0.1 ~ 37 U/ml,0 ~
5.0ug/L,0.1 ~ 35 U/ml, respectively. The normal range of WBC count, N count ,PLT, was 3.5~ 10 x
1079/L,0.50 ~ 0.70,100 ~ 300 x 10"9/L, respectively. Serum LDH, serum ALB, TB, blood glycemic was 40
~250U/L,35~50g/L, 0~ 2Tumol/L,3.4 ~ 6.1 mmol/L, respectively.

Statistical analysis

The end point was overall survival (0S). OS was defined as the time interval from the date of starting
first-line chemotherapy to death or last censored follow-up. We aimed to compare the correlation between
baseline characteristics, personal history, clinical outcomes, baseline blood indexes and baseline CA199,
CEA, CA125, as well as the survival model based on tumor biomarker and baseline clinical characteristics.
We used SPSS software (version22.0) to perform statistical analysis. And survival curves and correlation
graphs are drawn with GraphPad The relationship between clinical characteristics and serum tumor
markers was determined by Pearson’s Chi-squared test or Fisher exact test. We used Pearson’s correlation
to analyze the correlation analysis of CA199, CEA, CA125.0verall survival rates were estimated by Kaplan-
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Meier method and compared using the log-rank test. Multivariate analysis and HR calculation was
determined by the Cox regression model. Statistical significance was defined as a twosided P < 0.05.

Results
Patient characteristics

From January2010 to December 2017, we enrolled 278 patients with advanced or metastatic pancreatic
cancer in our retrospective research. 109(39.2%) patients were male and the median age at diagnosis
was 56 years (range:30—85 years). The median OS was 9.7 months (range:1.68-43.66 months).

Correlation between clinical characteristic factors and
baseline tumor markers

The median values of the baseline CA199, CEA and CA125were 1180 U/ml(range:0.60-

20000 U/ml),7.23ug/L(range:0.21-5033ug/L),82.56 U/ml(range:5.10—4134 U/ml), respectively. The
median CA199 level was significantly correlated with years of smoking(p = 0.024), diabetes(p =
0.012),year of diabetes(p = 0.012), tumor location(p = 0.007), number of organ metastases(p =0.001),
liver metastasis(p = 0.001).And the median level of CEA was significantly correlated with tumor
location(p = 0.012), number of organ metastases(p = 0.008)and liver metastasis(p = 0.001). The medium
CA125 level was significantly correlated with tumor location(p = 0.003), number of organ metastases(p =
0.042), liver metastasis = 0.028) (Table 1).
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Table 1

Correlation between clinical characteristic factors and tumor markers

Features

Sex
Male
Female
Age

< 56

Smoke

Yes

No

Year of smoking
No smoking
1=&=<10

>10

Unknown

No. of cigarettes @
0

1=<&=<10

>10

Unknown
Diabetes

Yes

No

Year of diabetes

CA199
<1180 >1180 P value
0.712
56 53
83 86
0.435
23 121
17 117
0.100
53 53
86 86
0.024
86 86
2 11
45 32
6 10
0.171
86 86
13 20
37 26
3 7
0.012
20 37
119 102
0.012

CEA
<7.23 >7.23 PP value
0.059
61 48
75 94
0.205
70 74
55 79
0.341
48 58
88 84
0.556
87 85
4 9
38 39
7 9
0.264
87 85
11 22
32 31
6 4
0.973
28 29
108 113
0.124

CA125
< 82.56 >82.56 PP value
0.163
59 50
77 92
0.907
41 103
39 95
0.647
50 56
86 86
0.688
87 85
5 8
35 42
9 7
0.500
87 85
12 21
32 31
5 5
0.740
29 28
107 114
0.456

a. Number of cigarettes (No smoking; <10 cigarettes/day; >10 cigarettes/day)

b. Pearson chi-squared test(P < 0.05)
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Features CA199 CEA CA125
<1180>1180 PP value =<7.23>7.23 P’value =< 82.56 >82.56 P° value
No 123 105 111 117 114 114
<1 7 7 8 6 8 6
1<&=<10 4 16 6 14 9 11
>10 5 11 11 5 5 11
Jaundice 0.882 0.355 0.740
Yes 28 29 31 26 29 28
No 111 110 105 116 107 114
Tumor location 0.007 0.012 0.003
Head 64 42 62 44 64 42
Body/1ail 75 97 74 98 72 100
No. of metastasis 0.001 0.008 0.042
0 32 16 31 17 31 17
1 88 79 83 84 79 88
=2 19 44 22 41 26 37
metastasis
Liver 0.001 0.001 0.028
Yes 95 119 92 122 97 117
No 44 20 44 20 39 25
Lung 0.157 0.211 0.340
Yes 20 29 20 29 27 22
No 119 110 116 113 109 120
a. Number of cigarettes (No smoking; <10 cigarettes/day; >10 cigarettes/day)
b. Pearson chi-squared test(P < 0.05)

Correlation between tumor markers and different
parameters
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After Pearson correlation analysis, it shows that baseline WBC related to baselineCA199(r = 0.296, p <
0.001), CEA (r=0.249, p<0.001), CA125(0.251, p< 0.001).Baseline LDH also correlated to
baselineCA199(r = 0.299, p < 0.001), CEA (r=0.178,P = 0.004), CA125(0.239, p<0.001). Both CA199 and
CA125 related to neutrophil (r=0.313, P<0.001; r=0.223, p<0.001, respectively). Otherwise, CA199 were
related to baseline glycemic (r=0.175, p = 0.004). In addition, baseline CA199 significantly related to CEA
(r=0.207,p=0.001) and CA125(r=0.402, p< 0.001) (Table 2, Fig. 1).

Table 2
Correlation between tumor markers and different peripheral blood parameters

Features CA199 CEA CA125

Pearson p°® Value Pearson p Value Pearson p Value

correlation correlation correlation
WBC 0.296 <0.001 0.249  <0.001 0.251  <0.001
PLT -0.087 0.149 0.050 0.407 -0.054 0.378
Neutrophil  0.313  <0.001 0.079 0.196 0.223  <0.001
ALB -0.049 0.416 -0.033  0.587 -0.084 0.171
LDH 0.299 <0.001 0.178  0.004 0.239 <0.001
B -0.017 0.784 -0.023 0.712 -0.042  0.491
Glycemic 0.175 0.004 -0.014 0.823 -0.023 0.706
CEA 0.207  0.001 1 0.309  <0.001
CA199 1 0.207  0.001 0.402  <0.001
CA125 0.402  <0.001 0.309 <0.001 1
€ Pearson’s correlation test.

Univariate and multivariate analysis of prognostic factors

We used Cox proportional hazards regression model to identify the prognostic value of clinical
characteristic factors and tumor markers. In the univariate analysis, the significant prognosis factors of
patients were sex(p = 0.001), smoking(p = 0.020) year of smoking(p = 0.004), number of cigarettes (p =
0.030), baseline WBC (p = 0.022) baseline neutrophil (p <0.001), LDH(p = 0.004), the median level of
baseline CA199 (p = 0.006), the median level of CEA (p = 0.003), the median level of CA125(p <0.001)
(Table 3, Fig. 2).
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Table 3

Univariate and multivariate analysis of prognostic factors

Features

Sex
Male

Female

Smoke
No

Yes

Year of smoking
No smoking

1=&<10

>10

Unknown

No. of cigarettes

>10

Unknown

N

109
169

144
134

172
106

172
13

77

16

172
33

63

10

mOS
(month)

12.1
7.9

10.7
9.0

7.9
9.9

5.9

11.1
6.0

9.4

9.2

Univariate

HR (95%Cl) P value

0.001
1
1.46(1.10-
1.93)
0.051
1
1.31(1.00-
1.71)
0.020
:
1.28(0.97-
1.69)
0.004
1
2.64(1.41-
4.94)
1.11(0.82-
1.51)
1.78(1.02-
3.10)
0.030
:
1.85(1.22-
2.80)
1.12(0.91-
1.55)
1.14(0.55-
2.33)

Multivariate

HR (95%Cl) P value

0.025
1

1.46(0.48-
4.43)

0.90(0.37-
2.20)

1.12(0.51-
2.47)

c. Gem: Gemcitabine; Gem-based: Gemcitabine plus S1; Gemcitabine plus platinum;Gemcitabine plus
capecitabine; TG: nab-paclitaxel plus gemcitabine; TS: nab-paclitaxel plus S1; Others: Oxaliplatin plus
S1; Platinum monotherapy
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Features N mOS Univariate Multivariate

(month)

HR (95%Cl) P value HR (95%Cl) P value
Diabetes 0.837
No 221 99 1
Yes 57 9.2 0.90(0.65-

1.25)
Year of diabetes 0.240
No 228 99 1
<1 14 8.6 1.29(0.71-

2.32)
1<&=<10 20 14.0 0.61(0.35-

1.05)
>10 16 6.0 1.03(0.56-

1.89)
Jaundice 0.135
No 221 10.6 1
Yes 57 7.5 1.11(0.80-

1.52)
Tumor location 0.859
Head 106 9.8 1
Body/1ail 172 99 1.17(0.89-

1.55)
No. of metastasis 0.162
0 48 12.7 1
1 167 9.3 1.39(0.95-

2.03)
>2 63 10.9 1.32(0.85-

2.04)
Metastasis
Liver 0.077

c. Gem: Gemcitabine; Gem-based: Gemcitabine plus S1; Gemcitabine plus platinum;Gemcitabine plus
capecitabine; TG: nab-paclitaxel plus gemcitabine; TS: nab-paclitaxel plus S1; Others: Oxaliplatin plus
S1; Platinum monotherapy
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Features N mOS Univariate Multivariate

(month)

HR (95%Cl) P value HR (95%Cl) P value
No 64 12.2 1
Yes 214 94 1.36(0.99-

1.88)
Lung 0.632
No 229 9.8 1
Yes 49 10.9 0.91(0.63-

1.29)
First-line 0.123
chemotherapy ¢
Gem 40 6.2 1
Gem-based 43 11.0 0.70(0.44-

1.22)
TG 27 11.8 0.65(0.39-

1.10)
TS 159 9.9 0.63(0.44-

0.91)
Others 9 5.9 1.44(0.97-

1.03)
TB 0.273
<ULN 239 103 1
>ULN 39 6.2 1.35(0.92-

1.96)
Baseline glucose 0.969
<ULN 168 9.8 1
>ULN 110 99 0.95(0.73-

1.26)
Baseline WBC 0.022
<ULN 248 104 1

c. Gem: Gemcitabine; Gem-based: Gemcitabine plus S1; Gemcitabine plus platinum;Gemcitabine plus
capecitabine; TG: nab-paclitaxel plus gemcitabine; TS: nab-paclitaxel plus S1; Others: Oxaliplatin plus
S1; Platinum monotherapy
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Features N mOS Univariate Multivariate

(month)
HR (95%Cl) P value HR (95%Cl) P value
>ULN 30 6.7 1.51(1.00-
2.27)
Baseline PLT 0.233
<ULN 238 98 1
>ULN 40 121 0.82(0.55-
1.22)
Baseline neutrophil < 0.001
0.001
<ULN 187 11.2 1 1.58(1.16-
2.16)
>ULN 91 7.0 2.02(1.52-
2.67)
Baseline ALB 0.075
<LLN 30 5.8 1
>LLN 248 10.3 0.67(0.45-
1.02)
Baseline LDH 0.004
<ULN 246 104 1 1 0.017
>ULN 32 6.5 1.87(1.26- 1.83(1.18-
2.78) 2.83)
Baseline CA199 < 0.028
0.001
<1180 139 122 1 1
>1180 139 7.5 1.78(1 35— 1.47(1.08-
2.33) 2.01)
Baseline CEA 0.003
<723 136 12.1 1
>7.23 142 79 1.50(1.14-
1.96)

c. Gem: Gemcitabine; Gem-based: Gemcitabine plus S1; Gemcitabine plus platinum;Gemcitabine plus
capecitabine; TG: nab-paclitaxel plus gemcitabine; TS: nab-paclitaxel plus S1; Others: Oxaliplatin plus
S1; Platinum monotherapy
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Features N mOS Univariate Multivariate

(month)
HR (95%Cl) P value HR (95%Cl) P value
Baseline CA125 < 0.001
0.001
< 82.56 136  12.7 1 1
>82.56 142 7.4 2.13(1.61- 1.77(1.29-
2.81) 2.43)

c. Gem: Gemcitabine; Gem-based: Gemcitabine plus S1; Gemcitabine plus platinum;Gemcitabine plus
capecitabine; TG: nab-paclitaxel plus gemcitabine; TS: nab-paclitaxel plus S1; Others: Oxaliplatin plus
S1; Platinum monotherapy

Multivariate analysis showed that year of smoking, normal level of baseline WBC, neutrophil counts,
baseline LDH, the medium level of CA199,CEA, CA125were independent prognostic factors (HR=1.51,P =
0.022; HR=2.02,P<0.001; HR=1.87,P =0.004; HR =1.78,P<0.001; HR=1.50, P=0.003; HR=2.13, P <
0.001) (Table 3).

The elevation both the serum N, LDH, CA199 and CA125
associated with poor prognosis

Multivariate analysis showed that the baseline levels of N, LDH, CA199 and CA125 were independent
prognosis factors in our research. Therefore, we combine the four markers to predict the relationship
between the four markers and prognosis. And if the level of N,LDH exceeded the ULN or the level of
CA199 and CA125 more than the medium level was defined as a score of 1.Finally,we divided the patients
into 5 groups with scores of 0,1,2,3 and 4.The survival analysis showed that the patients with higher
score had shorter OS with statistic significantly(P <0.001)(Fig. 3).The medium OS of the patients with the
score from 0 to 4 was 13.7, 14.0, 9.2, 5.7, 3.2 months, respectively. The result showed that the elevation
both serum N, LDH, CA199 and CA125 associated with poor prognosis.

Discussions

Most of the studies used tumor biomarkers and peripheral blood parameters to value prognosis.
Nevertheless, the level of the tumor markers and blood markers may be affected by other factors.
Actually, some researches showed that several tumor markers have the relationship with some clinical
characteristics in other kinds of tumors!'4~1¢_ However, few studies performed the correlation analysis of
tumor markers in pancreatic cancer. Therefore, we collected the indicators which commonly used in
clinical to perform the correlation analysis.
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Our retrospective research explored the correlation of tumor markers and clinical factors in pancreatic
cancer. We presented several major results. First, we chose the three tumor markers which most
commonly used in pancreatic cancer to perform correlation analysis with clinical characteristics. Then,
we analyzed the relation between tumor markers and different peripheral blood parameters. Finally, all
parameters were performed survival analysis with the Cox proportional hazards regression model.

In our investigation, the CA199, CEA and CA125 had relationship with the primary tumor site and number
of organ metastasis as well as liver metastasis. CA199 is a kind of cell surface glycoprotein which could
participate in tumor metastasis or invasive and has relationship with cellular and adhesion!®!. The CEA
which possessed cell adhesion properties is also used to performed prognostic monitoring in pancreatic
cancer!'7]. Prior study showed that the level of CA125 could reflect metastasis-associated burden to the
patients with advanced pancreatic cancerl'®l. Therefore, the commonly trait of these tumor markers
formed previous results may contributed to correlation.

In our study, the level of CA199 was also associated with the year of smoking. Kawai S et al. analyzed the
relationships between the levels of serum CA199 and smoking, alcohol drinking and BMI, the result
shows that the smoking habit of the subjects had an effect to the serum CA199 levels, and no significant
associations were observed with drinking and BMI['®l. Some studies showed that smoking could change
gene expressions which involved in biomarkers2% 21 Hence, smoking habits could change the level of
CA199.

Lots of researches demonstrated that the diabetes or medicine of diabetes had effect on the level of
CA199. Our research also found that CA199 associated with diabetes and glycemic levels. Huang Y et al.
compared diabetes patients with subjects without history diabetes, the result showed that the CA199
levels higher in patients with diabetes and impaired glycemic regulation than the subjects with no history
diabetes!22l. Sun HK et al. demonstrated that CA199 levels could be influenced by glycemic levelsi23l. The
mechanism between CA199 levels had effect on the patients in pancreatic cancer with diabetes is
unclear. The main reason could be that the function of pancreatic insulin secretion is dysfunction in
patients with diabetes and cellular dysfunction could result in CA199 levels increasel?4.. Pancreatic
cancer could induce pancreatic endocrine and exocrine disorders and damaged the pancreatic cells. All
these reasons generated the association between diabetes and CA199 levels.

In our results, three tumor markers (CA199, CEA, CA125) had relationship with different peripheral blood
counts. The inflammatory cells mainly included WBC and neutrophil cell had effect on the three
biomarkers. Inflammatory cells played an important role in the process of tumor initiation, proliferation or
metastasis of tumor cells!25!. Some researches testify these inflammatory cells correlated with tumor

metastasisl?6]. Few studies testified that the relationship between peripheral blood counts and tumor
biomarkers. Our result found that WBC and neutrophil cell counts correlated with CA199, CEA and CA125,
but neutrophil cell had no relationship with CEA. Lee JH et al. had the opposite result that the CEA had no

relationship with WBCs in patients with advanced rectal cancerl?’], Actually, the mechanism of the
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relation between inflammatory cells and tumor markers was unknown. Maybe, the inflammatory cell
changed the microenvironment of tumor cells and contributed to tumor proliferation and migration, thus,
the level of tumor markers be influenced.

LDH is a pivotal enzyme that participates in the process of pyruvate to lactate in anaerobic conversion!8l.
LDH would overexpress in hypoxia tumor tissues and metastatic cancer tissues2%.. The level of LDH
associated with tumor invasion and metastasis!'3l. Our result shows that LDH levels correlated with
CA199, CEA, and CA125. Yu SL et al. found that the LDH median levels had relationship with markers of
systemic inflammation, but negatively correlated with CA199 levels[39l. Other studies rarely reported
relevant results. Therefore, we need multi-center studies with larger samples to explore the phenomenon.

All the parameters were performed univariate analysis and multivariate analysis. The result of univariate
analysis showed that sex, the habits of smoking significantly associated with prognosis of the patients
with pancreatic cancer. It is same as other researchersf3' 32, Serum baseline WBC levels, neutrophil
levels, LDH, CA199, CEA and CA125 were also proved to correlate with prognosis in pancreatic cancer.
Prior studies demonstrated the value of these parameters!'3-27.33]. However, tumor location, number of
organ metastasis, liver and lung metastasis had no effect on OS in pancreatic cancer. Our multivariate
analysis suggested that years of smoking were the only clinical factor which could influence the
prognosis. Baseline neutrophil levels, LDH, CA199 and CA125 levels were independent factors for
survival. Single factor for predicting survival in pancreatic cancer was not precise. To improve accuracy
of prognosis in patients with pancreatic cancer, we combined the different factors. The four factors
presented tumor metabolism, systemic inflammation and tumor markers. In the four factors, every
indicator increased count 1 point. The result showed that the patients who had a higher score suffered
worse survival time.

Limitations

There are some limitations in our studies. Firstly, retrospective analysis may consist of selection bias.
Then, the sample was small and it is a single-center study, some results need to be testified with larger
sample from multi-center. Finally, in the retrospect research, some information was incomplete. Next step,
we will perform multi-center studies to validate the results.

Conclusion

Our research confirmed that baseline CA199, CEA and CA125 are associated with primary tumor site,
number of organ metastasis, liver metastasis, serum WBC and LDH levels. And CA199 correlated with
years of smoking, diabetes, glycemic levels. Neutrophil counts levels had relationship with CA199 and
CA125. Sex, years and number of cigarettes, chemotherapy regimens, baseline neutrophil levels, LDH,
CA199, CEA and CA125 were independent prognostic factors. Combined analysis of baseline neutrophil
levels, LDH, CA199 and CA125 levels could evaluate prognosis of pancreatic cancer well.
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Figure 2

Kaplan-Meier overall survival curves according to the level of different clinical characteristics. a. Sex with
overall survival; b. Smoking with overall survival; c. Number of cigarettes ; d. Year of smoking; e. Baseline
WBC levels; f. Baseline LDH levels; g. Baseline N counts levels; h. Baseline the median level of serum
CA199; i. Baseline the median level of serum CEA,; j. Baseline the median level of serum CA125.
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Figure 3

Kaplan-Meier overall survival curves for 278 patients with advanced pancreatic cancer stratified by
different scores combining baseline serum N, LDH, CA19-9, and CA125 levels.
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