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/Abstract )

This study aimed at investigating whether serum thymidine kinase 1 concentration (STK1p) based on the TK1-IgY-
pAb to assess the progression risk from colorectal adenoma polyp/dysplasia to colorectal carcinoma (CRC). A total of 25
publications containing patients with CRC (n=2,251), patients with colorectal polyp/dysplasia (n=1,165) and tumor-free controls
(n=1,887) were analysed in the present meta-analysis. The publications were collected from PubMed, Embase, CENTRAL,
CNKI, WanFang, VIP and SinoMed databases from January 1, 2009, until January 31, 2022. Articles were analysed using
fixed or random effect models to calculate the mean difference. The Newcastle-Ottawa Scale was used for assessing the
quality of collected studies. The meta-analysis followed the PRISMA statement. The results revealed that STK1p significantly
distinguished tumor-free individuals from patients with CRC, and from patients with colorectal adenoma polyp/dysplasia
(p<0.0001). Meanwhile, STK1p levels decreased by 34.1% within one month following surgery in CRC patients (p<<0.0001).
No significant publication bias was identified in this study. It was concluded that STK 1p based on the TK1-IgY-pAb is a reliable
biomarker for early detection of colorectal adenoma polyp/dysplasia, which may therefore prevent progression into colorectal
carcinoma and give the patient a best chance of cure. Combining STK1p with colorectal-associated biomarkers, in addition to
the determination of tumor stage and grade may therefore be of use. y

.
incidence and second in term of mortality worldwide [1]. The
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Introduction

According to the Global Cancer Observatory (GCO) data for
2020, the number of newly diagnosed Colorectal Cancer (CRC)
cases was about 1.93 million and the number of deaths for CRC
was about 0.94 million in 2020 [1]. CRC ranks third in term of

increasing burden in CRC occurs in less developed countries such
as China, which means that cancer profiles in these countries are
changing [2]. Population aging and lifestyle closed to Western
countries might be main determinants of the incremental CRC
cancer burden. The period of the progression from mutation
accumulation to invasive colorectal carcinoma is about 10-15
years, which allows a time period for screening, early detection

1
Ann Case Rep, an open access journal
ISSN: 2574-7754

Volume 7; Issue 02



Citation: Hei A, LiJ, ZhouJ, He E, Skog S (2022) IgY-Polyclonal Antibodies Raised against C-terminal 3 1-Peptide of Human Thymidine
Kinase 1 to Detect Serum-TK1 for Risk Assessment in Colorectal Pre-carcinoma to Carcinoma Progression: A Meta-Analysis and
Systematic Review. Ann Case Report 7: 803. DOI: 10.29011/2574-7754.100803

of cancer, and removal of premalignant lesions, thus leading to an
improved survival [3,4]. Currently, 5-year survival rate for CRC
patients at the early stage is above 60%. However, more than 50%
of CRC patients are diagnosed at the late stage. In those cases,
S-year survival rate drops to 10% [5]. Therefore, early detection
of precancerous lesions or early-stage malignancies might be
promising for prevention, better treatment and improved survival
[6]. Reliable diagnostic, prognostic and predictive biomarkers are
required to assess risk progression to carcinoma [5]. At present, the
most accepted tests for CRC are fecal occult blood test, colonoscopy
and sigmoidoscopy [7]. Tumor Node Metastasis (TNM) staging
and carcinoembryonic antigen level are also used. However, most
of these tests have been reported to be too insensitive for early
tumor risk evaluation or accurate individual prognosis [8]. Tumor
proliferating biomarkers with a high sensitivity and specificity
are needed especially for monitoring the risk progression from
neoplasm, pre-cancerous lesions to malignancies [9].

TK1 is a kinase enzyme that converts deoxythymidine to
deoxythymidine monophosphate and is involved in the synthesis
of DNA, and thus related to cell proliferation [9]. In this study,
the serum TK1 protein concentration (STK1p) assay is based
on IgY-polyclonal antibodies against C-terminal 31-mer peptide
(GQPAGPDNKE NCPVP GKPGE AVAAR KLFAPQ) of
human TK1 (called as TK1-IgY-pAb) [10]. The new generation
STK1p concentration assay shows an area under the receiver
operation characterized (ROC) curve (AUC) value of 0.96
, sensitivity=79.9% and specificity=99.7% [11] and is a more
reliable assay [12] than the serum TK activity (AUC=0.71

sensitivity=56.3% and specificity=88.4%) [13,14] and serum
TK1 sandwich ELISA assay (AUC=0.90, sensitivity=50% and
specificity=98%) [15].

Low STKI1 levels are associated with a better prognosis for
predicting recurrence and survival rate in several types of human
cancer [16-19], as well as for risk assessment in pre-carcinoma
to carcinoma progression. [9,20-22]. Thus, STK1p based on
TK1-IgY-pAb is a useful serum-biomarker for predicting the
development of malignancies and discovering early-stage tumors
[9]. The Faecal immunochemical tests (FITs) are used to triage
primary care patients presenting to primary care patients who had
symptoms linked to colorectal cancer for referral to colonoscopy.
However, combining blood test with FIT does not appear to a
better discrimination for risk colorectal cancer than using FIT
alone in 16,604 primary care patients [23].

In this investigation, we collected 25 colorectal studies as
a meta-analysis, in order to obtain a sufficient number of cases to
investigate the potential serological assay of STK1p in combine
with colonoscopy for assessing progression risk from tumor-free

individuals, patients with colorectal adenoma polyp/dysplasia to
CRC patients, and in monitoring the effect of the surgery treatment
among CRC patients.

Materials and Methods
Literature Search

A systematic literature search was conducted through
the PubMed, Embase, CENTRAL, CNKI, Wanfang, VIP and
SinoMed databases from January 1, 2009 until January 31, 2022,
using the keywords strategy: (‘thymidine kinase 1’ or ‘TK1’) and
(‘colorectal’ or ‘colon’ or ‘rectal’ or ‘colorectum’ or ‘rectum’)
and (‘cancer’ or ‘tumor’ or ‘carcinoma’ or ‘malignancy’). The
literature search was limited to human studies. There were no
language restrictions.

Inclusion and Exclusion Criteria

The searched articles were reviewed, screened, and selected
by two independent reviewers strictly following the inclusion
and exclusion criteria. The inclusion criteria were: (1) the STK1
concentration was measured based on TK1-IgY-pAb; (2) STK1p
was measured by an enhanced chemiluminescence dot blot STK 1p
assay system (SSTK Ltd., Shenzhen, China) ; (3) patients with
adenocarcinoma polyps were identified by clinical endoscopy
and pathological diagnosis; (4) CRC patients were identified by
pathological diagnosis, classified as stage I to IV and grade low
to medium/high differentiation, and confirmed to have no residual
tumor following surgery; (5) tumor-free individuals were used as
the control group. This group was defined as tumor-free checked
by different imaging, blood tests and other pathological methods.

The exclusion criteria included: (1) insufficient data; (2)
using TK1 immunohistochemistry and TK1 activity methods; (3)
invalid research data, which included physiological stress responses
such as immunological reaction, inflammation and activation of
metabolic adenosine mediators. Oxidative stress was considered
a surgical stress response, together with myocardial injury,
sepsis, pulmonary oedema, and kidney and liver failure, which
could increase mortality; (4) tumor-free people were excluded
when containing diseases associated with tumors proliferation,
such as precancerous (moderate/severe types of hyperplasia of
breast, prostate, gastrointestinal, cervix, liver cirrhosis, refractory
anaemia); (5) people with risk diseases associated with tumors
progression such as liver disease, moderate/severe fatty liver, high
risk for hepatitis B, abnormal liver function, obesity and benign
tumors (such as renal, thyroid); and any of the following conditions:
severe cardiac disease; using any medication that could affect the
STK1p levels such as exogenous hormone therapy; pregnancy; or
acute illness such as inflammation/virus infection within 4 weeks.
Included were people with minor type of proliferating/chronic/
non-tumor diseases.
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Exposure same

Section Comparabality method of
Is the selection of cases and ascertainment Non-

Author/(Ref). Definition Representativeness of of Definition controls on the bagis Ascertamnment for cases Response
year adequate? cases controls of controls of design and analysis of exposure and controls rate
An N etal 2016 * * * * ok * * *
Fan X eral., 2019 * * * * ko * * %
Huo Y etal 2015 * * * * ko * * -
Jang BL etal, 2018 * * * * ik * * %
LiPHet al., 2020 * * * #* ok * * *
LiQF, 2012 * * * * ek * * *
Lm X etal 2015 * * * #* ok * * *
Li XT et al.,2009 * * * * o * * *
MaHetal, 2021 * * ek * * *
LuZQ etal, 2014 * * * % ok * * %
Ning S efal, 2018 * * * * ik * * %
Pang ND et al._ 2020 * * * * ko * * -
Q1 QF etal., 2013 * ¥ * * ok * * *
Shen J etal., 2011 * * * + ek * * %
Sun HW etal., 2018 * * * e ok * * ®
Tian JG efal., 2010 * * * # ik * * &
Weng YL 2018 * * * * ek * * *
Wu HX et al., 2020 o ¥ ¥ % o+ i g :
Xia YZ etal, 2015 * * * * dok * * %
XuHZ et al, 2018 * . * * ok * * *
Zeng QH et al., 2015 i ¥ ek * * *

* * * * Kok * * *
Zhang Y et al., 2015
Zhang ZJ et al., 2014 * . * * * * * *

; * =+= * # ok > * i

Zhu LP etal, 2017

* * * * ok * * %

Zhn YZ efal 2015

* and ** indicates that the eight quality test options were fulfilled in each study. http://www ohri ca/programs/clinical epidemiology/oxford asp.

Tablel. Literature quality evaluation using the Newcastle-Ottawa Scale Document Quality Assessment Scale
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Literature Screening and Data Extraction

Primary screening: the title and abstract of literature were
carefully reviewed, and 10% of the excluded publications were
randomly selected to check the concordance rate.

Secondary screening: after checking the abstracts, the full text
of the publications was re-evaluated, and it was decided whether
these publications should be included to the study or not, according
to the criteria. Reviewer 1, 2 and 3 screened papers independently
and discussed to reach an agreement; when meeting with a
disagreement, the publications were rechecked by reviewer 5 and
6.

Data extraction: data were extracted from each study including:
First author’s name, publication year, title of publication, published
journal, study population, number of samples, design type, clinical
characteristics and results.

Quality Assessment

The meta-analysis followed the PRISMA guidelines.
The quality of each included study was investigated using the
Newcastle-Ottawa Scale (NOS). All analyses were based on
previously published studies, and therefore no ethical approval and
patient consent were required (Table 1).

Statistical Analysis.
RevMan 5.4 software provided by Networks of Cochrane

Review Groups were used for meta-analysis. A heterogeneity test
was initially performed, then a fixed or random effects model was
used. A fixed effects model with an I? of <50% or random effects
model with an I? of >50% was conducted to calculate the weighted
mean difference and 95% confidence interval. In addition,
Funnel plot and Egger’s linear regression test were used to assess
literature bias. For the comparison of STK 1p concentration among
the different groups of controls and patients, one-way analysis of
variance followed by a post hoc least significant difference test was
performed. SPSS version 19 was utilized for statistical analysis
(IBM Corp.). P<0.05 was considered to indicate a statistically
significant difference.

Results
Literature search and study characteristics

As shown in figure 1, a total of 141 publications were
initially identified through a search of the PubMed, Embase,
CENTRAL, CNKI, WanFang, VIP and SinoMed databases. Then,
88 publications were excluded due to focusing on unrelated topics.
Therefore, 53 full text articles were assessed for eligibility. Among
them, 18 were excluded since another STK1 method was used
instead of the SSTK dot blot ECL assay, 6 due to using different
endpoints, 3 due to incomplete data, and 1 due to being a review
article. Finally, 25 studies were included in this meta-analysis [24-
48].

Publications identified through database
searching (n = 141)

Excluded literatures unrelated to our

Y

Y

topic (n = 88)

Publications remained after screening
titles and abstracts (n = 53)

Excluded literature (n = 28)

v

Studies included in this
meta-analysis
(n=25)

Y

Other detection methods (n = 18)
Other endpoint (n = 6)
Incomplete data (n=3)

Review (n=1)

Figure 1. Flow chart of literature selection for the meta-analysis.
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STKIp of tumor-free individuals compared to CRC patients.

Of the 25 publications received (Table 2), 22 were used in this comparison, including 1,887 tumor-free individuals and 1,977
patients with adenoma CRC (Figure 2A). A heterogeneity test based on the random effects model showed that the STK 1p value in CRC
patients was statistically higher than that in the tumor-free individuals (Figure 2A).

A Tumor-free CRC Std. Mean Difference Std. Mean Difference
Study or Subgroup Mean SD Total Mean SD Total Weight IV, Fixed, 95% CI IV, Fixed
AnNetal. 2016 112 067 33 375 1.96 45  28% -1.68 [-2.20,-1.15]

FanXetal., 2019 1.64 0.23 60 519 0.41 50 0.3% -10.87[-12.38,-9.36)

HuoYetal, 2015 113 0.62 32 297 1.73 76 39% -1.22[-1.67,-0.78)

Jiang BL et al. 2018 04 01 70 46 1.8 7 3.0% -3.27 [-3.77,-2.76)

Li PH etal., 2020 1.43 062 106 351 109 124 6.8% -2.29 [-2.63,-1.96)

Li QF,2012 108 0988 120 249 187 120 10.7% -0.93[-1.20,-0.67)

LiuXetal, 2015 08 02 600 249 123 65 6.9% -3.95[-4.29,-3.62) ==
LiXT et al., 2009 116 0.51 48 245 191 108 6.2% -0.79 [-1.15,-0.44)

LuZQetal 2014 0.83 0.26 40 283 317 77 49% -0.81 [-1.20,-0.41)

Ning S etal 2018 068 048 75 338 387 344 11.7% -0.77 [-1.02,-0.51)

Pang ND et al.,2020 112 0.25 30 446 1.05 30 0.9% -4.32[-5.27,-3.37) -
Qi QF etal. 2013 112 057 45 548 331 104 5.0% -1.56 [-1.95,-1.16)

ShenJetal. 2011 055 05 60 242 3.05 43 45% -0.93 [-1.34,-0.51)

Sun HW et al., 2018 1 014 60 352 0.36 80 0.6% -8.72[-9.81,-7.63) -

Tian JG et al., 2010 1.02 012 33 297 038 66 0.8% -6.07 [-7.03,-5.11] -
Weng YL,2018 091 0.32 64 295 1 64 3.2% -2.73[-3.22,-2.25)

Wu HxX etal. 2020 1.08 0.64 50 381 119 120 41% -2.57 [-3.00,-2.14)

XiaYZetal, 2015 1.07 0.87 41 347 233 61 41% -1.26 [-1.70,-0.83)

Zhang Y et al.,2015 111 056 40 24 179 150 6.0% -0.80 [-1.15,-0.44)

Zhang ZJ et al. 2014 082 039 161 274 241 64 7.5% -1.45[-1.77,-1.13)

Zhu LP etal. 2017 0.8 0.68 52 278 1.35 82 46% -1.73[-2.13,-1.32)

ZhuYZetal 2015 058 0.49 67 277 059 33 1.5% -4.12[-4.84,-3.41) =
Total (95% Cl) 1887 1977 100.0% -1.74 [-1.83, -1.65])

Heterogeneity: Chi* = 888.44, df= 21 (P < 0.00001); I*= 98%
Testfor overall effect: Z= 39.02 (P < 0.00001)

Figure 2A: Forest plots of tumor-free individuals and colorectal carcinoma patients.

Out of the 25 publications, 13 included data regarding STK 1p
in adenoma polyp/dysplasia and CRC (Figure 2B). There was a
total of 1,165 cases in the adenoma polyp/dysplasia group and

-5
Tumor-

10

1,178 in the CRC group. A heterogeneity test based on the random
effects model showed that the STK1p values were significantly
higher in CRC patients compared to the adenoma polyp/dysplasia

patients.
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Pathalegical  gracdng

(5]

Atk {Ref), vear Temor- Ppidye CRC M F  Ape _ Chmesiompein) Low  Mediem EEE e Sompecy

Locaton free (n] {m) {m) {r} {nl __ (years) i I LI L aff bagh chff Colom  Recham Betore  Adter
Aa N et al 2016 S onthyovest 1 45 fL! 15 31-76 7 18 24 21 13 13
Fan X &t af, 2019 Narthroest &0 435 = 3 L B0.T4 il 12 50
Huo ¥ etal. 2015 East China 32 35 . T S
heng BL e al, 2018 East Chma Ta 71 5 21 32-82 9 24 24 13 18 53 . 49
Li PH ar af., 2020 North Chana L (¥4 i 124 7 - 5Tl
Li QF, 2012 S ortlnveat 120 100 120 T 42 120 110
Lu X eral, 2015 Sowth Chma 600 117 A5 2267 a3
Li XT & af, X0 East Chma 45 45 LR T3 20 il-T8 103
MaHafal, 2021 Morth Chana o 41-T) I B
LuZQ eral, 14 Sowth Chma 40 &1 7! 43 LE 33-26
Nins S gt . 2018 South China 75 344 132 212 17T 147
Pang NI or ai, 2070 Soth China 30 120 30 B % 408l
Qi QF et ai,, 2013 East Chna 45 L0s 3 4
Shen | eraf, 2011 East Chma il 0 43 2 15 30-T 43 41
Sun HW o al, 2018 “ortheast i) &1 0 30 2430 T 16 B
Tiam JI5 ar ai., 2010 Eazt Chma ji (s 45 21 2572 ag 17 a6 BS
Wers YL, 2012 Soth China &4 B4 ¥ 2 £27 13 W W4 & 54
Wio X & . 2000 South China 50 &5 120 51 6278 47 39 81
Xia YL arad, 2015 East Chana 4] &) i3 28 2385 &l 43 1& L] 16 L6
XuHZ ot af, 2018 East China 45 B W M 19 11 BT 15 30 45 45
Femp O 2 ., 2015 East Chna E 133 I b i2-84
Theng ¥ st al,, 2015 NorthChina 40 16 150 88 & 078 15 T 3 77 150 150
Fhang £1 & ., 114 Eazt Chena L&l B4 3554 335 o
T [P araf, 2017 Huarhong s L&2 g2 49 i3 I6-6E 17 A3 M 4E g1
Zh YZ &, 20135 East Chaa &7 i3 L6-%5 7 2 g 10 33 i3
Total mamber 1857 1165 2351 1001 645 ¥4 X5 455 1T& 300 L) 561 534 582 581

Table 2. Summary of the clinical characteristics included in each selected publication (CRC: colorectal cancer; RC: rectum; M: male; F: female; diff.: differentiation; Pp./dys.: Polyp/dysplasia) .STK1p in colorectal adenoma polyp/dysplasia

patients compared to CRC patients.
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B

Polyp / Dysplasia
Study or Subgroup Mean SD Total
FanXetal, 2018 231 037 45
Huo Y etal., 2015 1.39 091 35
Li PH et al.,2020 1.74 081 206
Li QF,2012 1.18 1 100
LiuXetal., 2015 135 082 137
LiXT et al., 2008 1.25 051 45
LuZQetal, 2014 1.58 0.85 61
Pang ND et al., 2020 239 084 120
ShenJetal.,2011 1.35 0.82 50
Wu HX et al., 2020 1.69 0.75 65
Zeng QH et al.,2015 1.34 063 103
Zhang Y etal 2015 118 065 36
Zhu LP etal. 2017 092 0.78 162
Total (95% CI) 1165

Heterogeneity: Chi*= 370.45, df=12 (P < 0.00001); = 97%
Test for overall effect: Z= 43.40 (P < 0.00001)

CRC Mean Difference Mean Difference
Mean SD Total Weight IV, Fixed, 95% Cl IV, Fixed, 95% CI
519 0.41 50 26.8% -2.88[-3.04,-272) =
297 173 76 27% -1.58[-2.07,-1.09] ——
351 1.09 124 13.5% -1.77[1.89,-1.55] -
249 1.87 120 4.4% -1.30[1.69,-0.91) ——
249 123 65 61% -1.14[1.47,-0.81) .
245 191 108  43% -1.20[-1.59,-0.81] =
293 317 77 1.2% -1.35[-2.09,-0.61)
446 1.05 30 4.0% -2.07[-2.47,-1.67) —F—
242 305 43 07% -1.07[-2.01,-0.13]
381 119 120  84% -2.12[-2.40,-1.84] —_—
193 096 133 159% -0.59[-0.79,-0.39] -
24 178 150 5.2% -1.22[1.58,-0.86] —=—
278 135 82 6.6% -1.86[-2.18,-1.54] ———
1178 100.0% -1.80 [-1.88, -1.72) ¢
T T T L
2 - 0 1 2
Polyp/Dysplasia CRC

Figure 2B: Forest plots of colorectal adenoma polyp/dysplasia patients and colorectal carcinoma patients.

STK1p of tumor-free individuals compared to colorectal adenoma polyp/dysplasia patients.

In this comparison, 1,238 tumor-free individuals and 1,062 colorectal adenoma polyp/dysplasia patients from 12 studies were
used. Based on a random effects model, the heterogeneity test showed that the STK1p value in tumor-free individuals was significantly
lower than that in adenoma polyp/dysplasia patients (Figure 2C).

C

Study or Subgroup Mean

FanXetal,2019
Huo Y etal, 2015
Li PH et al. 2020
Li QF,2012
LiuXetal.2015

Li XT et al., 2009
LuZQetal, 2014
Pang ND et al., 202
ShenJetal, 2011
Wu HX et al. 2020

Zhang Y etal.,2015

Zhu LP etal. 2017

Total (95% CI)

Tumor-free
SD_Total
164 023 60
113 062 32
1.43 062 106
1.09 098 120
08 02 600
1.16 051 48
0.83 026 40
0 112 025 30
055 05 60
1.08 064 50
111 056 40
0.8 068 52
1238

Heterogeneity: Chi*=142.66, df= 11 (P < 0.00001); I*= 92%
Test for overall effect: Z= 18.81 (P < 0.00001)

Polyp/ Dysplasia Mean Difference Mean Difference
Mean _SD Total Weight IV, Fixed, 95% CI IV, Fixed, 95% CI
231 037 45 209% -067[-0.79,-055] -
1.39 091 35 2.3% -0.26 [-0.63,0.11) - 1
1.74 081 206 120% -0.31[-0.47,-0.19] -
1.19 1 100 45% -0.10[-0.36,0.186] =
1.35 082 137 16.5% -0.55[-0.69,-0.41] -
1.25 0.51 45 7.3% -0.09[-0.30,0.12) I
1.58 0.85 61 6.0% -0.75[-0.98,-0.52) -
239 084 120 10.3% -1.27[-1.44,-1.10] =
1.35 0.82 50 46% -0.80[-1.06,-0.54) S—
169 075 65 4.9% -0.61[-0.86,-0.36] _—
118 065 36 4.2% -0.07[0.34,0.20] B
092 0.78 162 6.5% -0.12[-0.34,0.10] -1

1062 100.0% -0.54 [-0.59, -0.48] L

4 05 0 05 1
Tumorfree  Polyp/ Dysplasia

Figure 2C: Forest plots of tumor-free individuals compared to colorectal adenoma polyp/dysplasia patients.

STKIp level before and after surgery in CRC patients.

Of the 25 studies, 9 publications included data regarding the STK 1p level before and one month after surgery. A heterogeneity test,
based on the random effects model, showed that the STK1p value in post-surgery patients was significantly lower (34.1%) than STK1p
level in pre-surgery group (Figure 2D).
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D Pre-Surgery Post-Surgery Mean Difference Mean Difference

Study or Subgrou Mean SD Total Mean SD Total Weight IV, Fixed, 95% CI 1V, Fixed, 95% CI

AnN etal., 2016 307 154 13 1.24 1.04 13 11% 1.83(0.82,284|

LiQF,2012 249 187 120 1.61 087 120 76% 0.88(0.50,1.26) —

Ma H et al, 2021 403 175 96 336 105 96 65% 0.67(0.26,1.08 -
Shen J et al, 2011 242 305 43 16 248 43 08% 082[-0.351.99 -]

TianJG et al. 2010 297 038 66 1.53 0.4 66 58.6% 1.44[1.31,1.57] g
XiaYZetal 2015 256 1.15 16 096 0.46 16 29% 1.60[0.99, 2.21]

XuHZetal 2018 442 142 45 298 054 45 55% 1.44(1.00,1.88) I
Zhang Y et al. 2015 24 179 150 163 1.08 150 9.7% 0.77(0.44,1.10] g
ZhuYZ etal 2015 341 092 33 152 079 33 63% 1.89(1.48,2.30] —
Total (95% CI) 582 582 100.0% 1.31[1.21,1.42] +
Heterogeneity: Chi= 38.45, df = 8 (P < 0.00001); F= 79% 2 1 1 2

Test for overall efiect Z= 24.76 (P < 0.00001) Pre-Surgery Post-Surgery (GRC T1-T3)
Figure 2D: Forest plots of colorectal carcinoma patients before and after surgery treatment. Green diamond indicates the mean value.
SD: Standard deviation; CI: Confidence interval; IV: Inverse variance.

STK]Ip values in different populations.

The STK1p values were significantly different between tumor-free individuals (n=1,887), colorectal adenoma polyp/dysplasia
patients (n=1,165), and adenoma CRC patients (n=2,251). The level of STK1p increased significantly in the following manner: tumor-
free<adenoma polyp/dysplasia<carcinoma (p<0.0001) (Figure 3A).

Meanwhile, in this meta-analysis, the patients were further sub-grouped into two different categories. One was colorectal adenoma
polyp group; the other was colorectal adenoma dysplasia patients defined as pre-cancer group. The tumor-free group, the polyp group
and the carcinoma groups were based on four publications, respectively, while the dysplasia group was based on 3 publications. As
shown in (figure 3B), the STK 1p level of the CRC patients was significantly higher than the tumor-free controls and the adenoma polyp/
dysplasia patients. The STK1p level increased significantly in the following manner: tumor-free<polyp<dysplasia<carcinoma.

STK]Ip values before and after surgery.

Among the CRC patients, the STK 1p value of the post-surgery patients decreased by 34.1% one month after surgery compared to
their value before surgery (Figure 3C).

A B c
5] 6 ]
P<0.0001 CRC (T1-T3)
. % P<0.0001 L S
& _F P<0.0001 P<0.0001
& T -_ - - 4 4 -
o - "
T 3 P<0.0001 34 000y . o
& * 2 P<0.0001
25 2 . I* i a
1 - . | 1 _ m 1
0 0 +— | 4
Tumor-free Polyp [ Dysplasia CRC Tumor-Free Polyp Dysplasia CRC Pra.gurgary Pogl.gufggry
(n=1,887)  (n=1,165) (n=2,251) (n=220) (n=271) (n=198) (n=312) (n=582)  (n=582)

Funnel plots and Egger’s test

Funnel plots were conducted to evaluate the degree of bias in a graphic way. (Figure 4A-D) show a high degree of symmetry in
the four groups studied (tumor free, adenoma polyp/dysplasia, CRC, pre-and post-surgery), indicating low degree of bias. Running the
Egger’s test further confirms no significant publication bias was identified in this meta-analysis (all p-values>0.05) (Table 3).
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Figure 4A-D: (A) Funnel plot of tumor-free controls and colorectal carcinoma patients. (B) Funnel plots of colorectal adenoma polyp/
dysplasia patients and colorectal carcinoma patients. (C) Funnel plots of tumor-free controls and colorectal adenoma polyp/dysplasia

patients. (D) Funnel plots of colorectal carcinoma patients before and after surgery treatment.

Standard
Coefficient T value P value 03% CI
error

Tumor-free vs. CRC

Bias -4321069 1774517 -0.24 0.810 -4.133775 ~ 3.269381
Neoplasm vs. CRC

Bias 1953219 1.786894 1.09 0.298 -1.979708 ~ 5.88614¢6
Tumor-free vs. adenoma polyp/dysplasia

Bias 3.707167 3254668 1.14 0.281 -3.544684 ~ 1095802
Pre- vs. Post- surgery

Bias 0.3301641 1.262594 0.27 0.798 -2.646397 ~ 3.324725

Table 3. Egger’s tests for the assessment of publication bias.
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Discussion

Meta-analysis is a statistical analysis that combines the
results of multiple studies [49]. In this study, a meta-analysis
was conducted according to the defined inclusion and exclusion
criteria. No significant bias was found. It was also found that
STK1p was able to distinguish between tumor-free, adenoma
polyp/dysplasia and CRC patients. STK1p could be suggested to
monitor the response of the surgery treatment in CRC patients.
Thus, STK1p is a reliable biomarker for risk assessment from
colorectal adenoma polyp/dysplasia and progression to carcinoma,
and a useful follow-up tool for surgery.

Since cell proliferation is an important parameter in
prognosis of cancer patients, we decided to use TK1, a compound
closely related to DNA synthesis and thus to proliferation [11]. The
STK1p was determined by an assay with high sensitivity (0.80)
and specificity (0.99) and with an AUC value of 0.96 of receiver
operation characteristic (ROC) statistical analysis. The STK1p

Normal intestine —» Lager polyp — Dysplasia — Ca. (T1) —

~ Mucosa
Lamina propria
Muscularias mucosa

Submucosa

Musculari propria

Subserosa
Serosa

assay is the most sensitive assay for TK1 in serum on the market
today [11]. The mean value of STKlp in the adenoma polyp/
dysplasia patients was 1.65-fold higher than that in tumor-free
individuals, but significantly lower than that in CRC patients (2.13-
fold) [50]. Although the mean STK1p value in adenoma polyp/
dysplasia patients was higher than that in tumor-free individuals,
there was a deviation, with both low and high individual STK1p
values. Based on a health screening study (n=35,365) [11], patients
with a STK1p value of >2.0pM were found to have a 3-5 times
higher risk to develop malignancy. It was also concluded that the
risk for developing colorectal malignancies should be higher in
neoplasm patients with a STK1p value of >2.0pM. On the other
hand, neoplasm tumor patients with STK1p values of <2.0 pM
should have a low risk of developing CRC.

CRC is a heterogeneous disease, from health mucosa arising from
polyp benign growth to dysplasia by accumulation of genetic
mutations and to the end of carcinogenesis [51], for a long-term of
10-30 years (figure 5).

Ca(T3) —

Ca. (T4)

Figure 5: Schematic view of the development of CRC.

The progression of small to lager colorectal adenoma polyps
to dysplasia, and then to adenocarcinoma is multi-factorial, with
different polyp subtypes patterns in their genetic, immune and
microbiome features. Genetic environment, for example adenomas
(CAD) are characterized by chromosomal instability (CIN, pre-
cancer stage) and show early mutations in the adenomatous
polyposis coli (APC) and (KRAS) genes, with dysregulated
Wnt, RAS, PI3K, p53 and TGF-f intracellular pathways. Thus,
early detection and surgical removal of high-risk lesions from
the enlarged polyps or dysplasia of colon (precancer stage) can
prevent disease from developing carcinoma stage spreading [52].
STK1p (figure 3B) combined with endoscopy techniques and

molecular imaging of the early colonic mucosa (figure 5) are in
clinical practice for the screening of adenomatous polyps.

In our meta-analysis we found that the STK 1p value increased
significantly (P<C0.0001 in the following manner: health mucosa
(tumor-free) < enlarged polyps < dysplasia < colorectal carcinoma
(CRC, T1-3), indicating high sensitivity and specificity of our
STK1p assay. It is in agreement with our previous meta-analysis
of tumor progression in lung [53], liver [54], breast [55] and
gastrointestinal patients (primary data). Those data of four meta-
analysis in our present meta-analysis of colorectal tumor together
are summarised in figure 6 and 7.
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Figure 6: Summary of five meta-analysis in colorectal (present study), lung [53], liver [54], breast [55] and gastrointestinal patients
(primary data). *Benign/pre-cancer group (n=4224); *Carcinoma group (n=8329. *Tumor-free group (n=7551) was used as controls.
In all meta-analysis, the STK1p assay was based on TK1-IgY-pAb [10].

As shown in figure 6, the larger data of five meta-analysis
indicated that the STK1p assay based on the TK1-IgY-pAb could
be used for early detection of benign/pre-cancer patients to prevent
them for development into carcinoma. It also demonstrated
the need of tumor proliferating biomarker with high sensitivity
and specificity, for example STK1p based on the TK1-IgY-pAb
developed by us.

Although the original Dukes staging system has been
modified several times, the extent of cancer invasion through the
bowel wall and that of regional lymph node invasion is still the
mainstay of TNM staging for CRC. Monitoring the response to
surgery is important. As shown in the summary of figure 6, the
STK1p levels (n=1,786) significantly declined =~ 50-30% one
month after post-surgery as compared the pre- surgery in patients
at clinical stage I-III (P < 0.0001), confirmed our previous studies
that STK1p is not only useful to predict prognosis, relapse and
survival rate, but also to monitor surgery-treatment in breast [56]
and stomach carcinomas [57]. On the contrary, in the patients
with distant metastases, the STK1p value increased to 173% at 35
days post-operatively while TK activity did not show significantly
difference (57). However, in the case of minimally invasive
surgery, the half-life time of STKlp in patients with bladder
carcinoma [58] and fibrocystic breast [59] was only one week,
the STK1p decreased to normal level. It is strongly recommended
that STK1p be combined with suitable imager to evaluate the
surgery-treatment effect in patients with CRC individual treatment
planning.

Obviously, colon cancer (CC) and rectal cancer (RC) are
synonymously called colorectal cancer (CRC). CRC is highly

heterogeneous at the genetic and molecular level. The differences
exist in molecular carcinogenesis, pathology, surgical topography
and procedures, and multimodal treatment, thus the CC is different
with RC [60, 61]. The right- and left-sided of CC are significantly
different regarding epidemiological, clinical, and histological
parameters. Patients with right-sided CC have a worse prognosis
[62]. The impact of these findings on screening and therapy
remains to be defined.

The following parameters in combination with STKIp
should be considered when designing a CRC study: i) CRC is a
heterogeneous disease [60], the majority of which is developed
from polyp precursors [50, 51]. Therefore, a complete study should
use tools useful for the early detection, diagnosis, prognosis and
management of CRC development from neoplasms; ii) Since CC
and RC are two different types of malignancy[61], they should be
evaluated separately; the same goes for right-and left-sided CC
and RC [62]; iii) While monitoring the effect of the treatment, the
STK1p levels may change depending on clinical stage/grade and
tumor type on an individual basis; iv) The STK1p value in patients
of three subunits of CRC may be differ among different living
areas, depending on the genetic properties and living conditions
of the patients individually, studies should include those data in
different health centres and oncology hospitals.

The TK1 in serum is stable due to that TK1 in serum formed a
native macromolecule complex (730 KD) [63]. Incubation at 56°C
for 30 min remained about 70% of the enzyme activity, showing
the rather stability of TK 1 in serum [64]. However it is important to
investigate whether the serum sample can be stored for a long time
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for assessment of long-time follow-up. To be able to perform such
a study it is often needed to work with stored serum samples for
shorter or longer times. The collected serum samples can be stored
in -80° C, for years before one-time analysis. There is absence
of deep freezing at -80° C in some hospitals, serum samples are
stored at -20° C for some years. We performed an investigation
on serum TK1 concentration (STK1p) to see how the quality is
affected after storage at -20° C for 10 years. The serum samples
from breast and head & neck malignant patients were collected
from Karolinska University Hospital, Sweden and the serum
samples of the lung malignant patients were collected at Hubei
Tumour Hospital, Wuhan, China. Serum samples were collected in
the morning on fasting condition, collected without anticoagulant
and then centrifuged at 800xg for 5-8 min. STK1p was determined
within 3 hours. The results of the STK1p of patients with breast
[16], lung, head & neck carcinomas [12] have been reported. The
sera were divided into 4-6 tubes of 200 pl each, at dry-ice and then
kept at -20° C and stored for 10 years. At the time for reanalysis
after 10 years, 69 serum samples were randomly collected from
the cohort of 109 serum samples and re-analysed for STK1p. The
hemolysis, lipolysis, precipitation and repeated thawing of serum
samples shall not be used. The TK1 in serum were detected by the
TK1-IgY-pAb. STK1p value was calculated and expressed as pM.
Samples were in duplicate analysis. Results in figure 7 showed that
the quality of TK1 in serum is not affected significantly by keeping
at -20°C for at least 10 years. This finding opens up for the use of
deep-freezing clinical serum samples less than -80° C, at least at
-20°C, makes it possible to perform long-time follow-up of tumour
patients or determine early tumour risk progress for evaluating the
prognosis of patients.

All patients gave informed consent to participate in this
investigation, which was conducted in accordance with the
Declaration of the 1964 Helsinki declaration and the Harmonized
Tripartite Guideline for Good Clinical Practice from the
International Conference on Harmonization. The collection of the
serum samples was performed by permission of the Committee on
Research Ethics at Karolinska University Hospital, Sweden (No.
388/01).
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Figure 7: Quality Changes of Deep-Freeze Serum Thymidine
Kinase 1 after storage at -20° C during the time of 10 years. Of 69
serum samples were randomly collected from the cohort of 109
serum samples and re-analyzed by STK1p assay. Ca: carcinoma
group. Mean values, standard deviation and T-test were determined
by SPSS Statistics (V20.0, IBM, USA). P <0.05 was considered to
indicate a statistically significant difference.

It shall note that this meta-analysis is a retrospective network
meta-analysis and might be replaced by a large randomized clinical
trial. A network meta-analysis based on prospective individual
patient data meta-analysis are recommended for more reliable
assessment of survival or treatment efficacy of patients. This
will avoid the influence of bias. We are planning a prospective
individual patient data meta-analysis in patients with right-and left-
sided CC and RC in relation to STK 1p following a nonrandomized
individual adapted treatment.

In summary, STKIp assay based on the TK1-IgY-pAb
could potentially be used for early detection of polyp/dysplasia
to prevent their future development into colorectal carcinoma and
give the patient a best chance of cure, as well as for individual
clinical kinetic monitoring of the results of surgery in patients with
right and left-sided CC and RC. The combination of STK1p with
colorectal imaging tools (ex. colonoscopy) after treatment can
provide a precise evaluation of the results of the therapy. Together
with the use of colorectal-related biomarkers, tumor stage and
grade for predicting the risk of relapse, STK1p can help doctors
develop more accurate, individualized and rational treatment plans
for patients.
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