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Abstract: A micronucleus is an additional small nucleus formed due to chromosomes or chromosomal fragments fail 
to be incorporated into the nucleus during cell division. In this study, we assessed the utility of micronucleus count-
ing as a screening tool in cervical precancerous lesions in Thinprep cytological test smears under oil immersion. 
High risk HPV was also detected by hybrid capture-2 in Thinprep cytological test smears. Our results showed that 
micronucleus counting was significantly higher in high-grade squamous intraepithelial lesion (HSIL) and invasive 
carcinoma cases compared to low-grade squamous intraepithelial lesion (LSIL) and non-neoplastic cases. Receiver 
operating characteristic (ROC) curve analysis revealed that micronucleus counting possessed a high degree of sen-
sitivity and specificity for identifying HSIL and invasive carcinoma. Cut-off of 7.5 for MN counting gave a sensitivity of 
89.6% and a specificity of 66.7% (P = 0.024 and AUC = 0.892) for detecting HSIL and invasive carcinoma lesions. 
Multiple linear regression analysis showed that only HSIL and invasive cancer lesions not age, duration of marital 
life and number of pregnancy are significantly associated with MN counting. The positive rate of high risk HPV was 
distinctly higher in LSIL, HSIL and invasive cancer than that in non-neoplstic categories. In conclusions, MN evalua-
tion may be viewed as an effective biomarker for cervical cancer screening. The combination of MN count with HPV 
DNA detection and TCT may serve as an effective means to screen precancerous cervical lesions in most developing 
nations.
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Introduction

Cervical cancer is the most common cancer 
among women in developing countries and the 
second most common cancer among women 
globally. In 2008, it accounted for 9% (529,800) 
of new cancer cases and 8% (275,100) of all 
cancer-related deaths among women. More 
than 85% of cases and deaths occurred in 
developing countries, including China [1, 2]. 
Cervical cancer is the only malignant tumor 
with explicit etiology and has some of the best 
prospects in terms of prevention and cure. 
Thinprep cytology test (TCT) is commonly used 
for the investigation in screening cervical can-
cer. HPV testing and others like p16 immunos-
taining would be further applied to estimate 

cervical intraepithelial neoplasia (CIN) after TCT 
screening, which may not develop into invasive 
cancer. This distinctly improves CIN detection 
rate and conduces to the reduction of incidence 
of cervical carcinoma. However, the cost of 
evaluating and treating CIN is high like HPV test-
ing and p16 immunostaining, so they are sel-
dom used for screening in developing nations. 
This may be the reason why, in developing coun-
tries, cervical cancer goes undetected at higher 
frequencies than in developed countries [3, 4]. 
Hence a simple procedure which can be used in 
conjunction with TCT would be of much use in 
better detection of CIN in developing countries.

A micronucleus (MN) is an additional small 
nucleus in the cytoplasm, formed when chro-
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mosomes or chromosomal fragments fail to be 
incorporated into the nucleus during cell divi-
sion. MN test is a well established and widely 
used technique to evaluate chromosomal 
abnormalities resulting from exposure to carci-
nogenic or mutagenic agents [5-7]. Genetic 
abnormalities in malignant tumors are common 
events; hence MN also could serve as a poten-
tial biomarker for predicting cancer risk. 
Katarkar A et al. reported that MN frequency 
can be used with the same effectiveness and 
greater efficiency in early detection of oral pre-

malignant conditions compared with comet 
assay of peripheral blood leucocytes [8]. MN 
frequency in peripheral blood lymphocytes was 
important for evaluation of prognosis of acute 
leukemia patients, and it may reflect progres-
sion of disease to a certain degree [9].

In this study, MN frequency, HPV DNA and cel-
lular changes in TCT smears were detected in a 
large cohort of women with different kinds of 
cervical abnormalities from Xinjiang, China, 
and the association between them was an- 
alyzed.

Materials and methods

Human cervical exfoliated cell smears

250 cases of TCT smears were collected from 
the Department of Pathology, First Affiliated 
Hospital of Xinjiang Medical University and De- 
partment of Pathology, Hospital of Traditional 
Chinese Medicine Affiliated to Xinjiang Medical 
University. Smears were collected from January 
2014 to December 2014. 162 cases of non-

Figure 1. Micronucleus in non-neoplastic pre-
neoplastic cells (Pap stain × 1000). A. Micro-
nucleus in non-neoplastic cells. B. Micronucle-
us in LSIL cells. C. Micronucleus in HSIL cells.

Table 1. MN count in each category

Group N Mean rank 
of MN count H value P value

Cervical cancer 27 231.11 176.936 0.000
HSIL 21 219.83
LSIL 40 171.6
Normal 47 83.67
Inflammation 57 93.6
Atrophy 58 75.64
Note: using Kruskal-Wallis test.
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neoplasia were obtained comprising 47 normal 
(mean age 39.09±9.78 years, age range 23~60 
years), 57 chronic cervicitis (mean age 40.23± 
10.02 years, age range 22~72 years), 58 atro-
phy (mean age 54.5±10.10 years, age range 
29~73 years), 40 cases of low grade squamous 
intraepithelial lesion (LSIL) (mean age 41.13± 
9.71 years, age range 21~61 years), 21 cases 
of high grade squamous intraepithelial lesion 
(HSIL) (mean age 40.95±9.55 years, age range 
29~70 years) and 27 cases of cervical carcino-
ma (mean age 52.74±11.57 years, age range 
35~82 years). The smears were stained using 
standard Pap methodology and classified using 
the criteria described by The Bethesda System 
(TBS). Smears of atypical squamous cells of 
undetermined significance (ASC-US) and atypi-
cal squamous cells of undetermined signifi-
cance not except high lesions (ASC-H) were 
sorted into relevant diagnosis according to the 
histological results. All of smears were con-
firmed by pathological histology. The inclusion 
criteria were ① a final pathologic diagnosis of 
CIN and cervical carcinoma; ② no radiotherapy 
or chemotherapy; and ③ no serious compli- 
cations. 

Cytological preparation

TCT kit (Hologic, USA) was bought. A cytobrush 
with exfoliated cells collected from uterine cer-
vix was fixed in TCT preserve cytological solu-
tion for 15 min. After discarding the cytobrush, 
the solution bottle was placed into full-auto-
matic slice machine, blended, filtered, and 
transfered into a glass slide. Then the slide was 
stained with Papanicolau staining solution.

MN counting

The TCT smears were analyzed by light micros-
copy under oil immersion (× 1000) separately 
and independently by two scorers. For each 
case, 1000 epithelial cells with well-defined 
nuclei and cellular borders were counted. Cells 
showing features of degeneration and apopto-
sis were not included. Counting was avoided in 
cell clusters and clumps. A micronucleus was 
determined according to the following criteria: 
size less than one-third of the main nucleus, 
clearly included in the cytoplasm on the same 
optical plane as the nucleus and distinctly sep-
arate from the main nucleus with a similar 
staining intensity (Figure 1A-C). An overall MN 
count was expressed as the number of micro-
nucleated cells per 1000 epithelial cells [10]. 
Cervical TCT smear from breast cancer patient 
using cyclophosphamide was used as a posi-
tive control. 

Hybrid capture-2 (HC-2) assay

Detection of hybrid capture-2 kit (Digene, USA) 
was bought. A brush with exfoliated cells col-
lected from uterine cervix was fixed in preserve 
cytological solution. HC-2 was performed ac- 
cording to the manufacture’s instruction. Sim- 
ply, the process included denaturation, hybrid-
ization, capture, amplifying signal and detec-
tion. 13 types of high risk HPV (16, 18, 31, 33, 
35, 39, 45, 51, 52, 56, 58, 59, 68) can be 
detected at a single time. The criteria of judge-
ment: target DNA (any one in 13 types of high 
risk HPV) ≥ 500 copy is considered positive.

Statistical analysis

Data were analyzed using SPSS 20.0 statistical 
software. MN counts were expressed as mean 
rank. Kruskal-Wallis test was used to compare 
quantitative variables, since the data did not 
show normal distribution. The predictive effica-

Figure 2. ROC curve for Micronucleus counts to pre-
dict HSIL and invasive cervical cancer cases. 

Table 2. Test result of area under the curve

Area Std. 
Error

Asymptotic 
Sig.

Asymptotic 95% 
confidence interval
Lower 
bound

Upper 
bound

0.892 0.063 0.024 0.768 1.000 
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cy of MN counting was assessed using area 
under curve (AUC) generated by a receiver 
operating characteristic (ROC) analysis. The 
effect of demographic parameters like age, 
duration of marital life, number of pregnancies 
on MN counts was analyzed using multiple lin-
ear regression. Fisher exact test was used to 
compare the expression differences of high 
risk HPV across groups. P < 0.05 was consid-
ered to be statistically significant.

Ethics statement

The study was approved by the Ethical Com- 
mittee of the First Affiliated Hospital of Xinjiang 
Medical University, and the informed consent 
forms were signed.

Results

MN counting differences are statistically sig-
nificant across groups

MN counts for the non-neoplastic, preneoplas-
tic and neoplastic categories were showed in 
Table 1. Kruskal-Wallis test yielded significant 
differences for MN counts among groups (P = 
0.000). The MN count of HSIL and invasive can-
cer was significantly higher compared to LSIL 

cases (89.6%) had MN counts ≥ 7.5. Only 2.5% 
of the smears in LSIL category had MN counts 
≥ 7.5.

Only HSIL + lesions not age, duration of mari-
tal life and number of pregnancy are signifi-
cantly associated with MN counting

We also analyzed the effect of demographic 
parameters such as age, duration of marital 
life, number of pregnancies and positivity for 
HSIL + on MN counts. Multiple linear regres-
sion analysis was performed to determine the 
relative contribution of these variables. The 
result revealed that only HSIL + lesions were 
significantly associated with MN counts (P = 
0.000), while age (β = 0.087, P = 0.349), dura-
tion of marital life (β = -0.088, P = 0.313) and 
number of pregnancies (β = -0.016, P = 0.714) 
were not significantly related with MN counts 
(Table 3).

The expression differences of high risk HPV 
are statistically significant among groups

Detection of high risk HPV for the non-neoplas-
tic, preneoplastic and neoplastic categories 
were shown in Table 4. The positive rate of high 
risk HPV was distinctly higher in LSIL, HSIL and 

Table 3. Effect of positivity for HSIL+, age, duration of marital life 
and number of pregnancies on MN counts

Feature
Unstandardized 

coefficients
Standardized 
coefficients T Sig.

B Std. Error Beta
(Constant) 0.606 0.721 0.84 0.402
Groups 8.001 0.222 0.921 35.992 0.000
Age 0.025 0.027 0.087 0.938 0.349
Duration of marital life -0.025 0.024 -0.088 -1.011 0.313
Times of pregnancies -0.055 0.151 -0.016 -0.367 0.714
Note: using multiple linear regression.

Table 4. HPV detection in each category
Group n N Real case by HPV detection HPV+ P
Cervical cancer 27 27 27 25 0.000
HSIL 21 21 21 17
LSIL 40 40 34 28
Normal 47 47 27 1
Inflammation 57 57 32 2
Atrophy 58 58 22 0
Note: using Fisher exact test.

and the normal, atrophic and 
inflammatory groups, but mic- 
ronucleus occurrence did not 
differ among the women show-
ing the normal, inflammatory 
or atrophic smears (Table 1).

Cut-off of 7.5 for MN count 
provides more than 85% sen-
sitivity and 66% specificity 
for detecting HSIL or invasive 
cancer lesions

The ability of MN counts to 
diagnose HSIL + lesions (HSIL 
or invasive squamous cell car-
cinoma) was analyzed using 
receiver operating characteris-
tic (ROC) curve analysis. ROC 
curve analysis showed that a 
cut-off of 8 for MN count gave 
a sensitivity of 89.6% and a 
specificity of 66.7% (P = 0.024 
and AUC = 0.892) for detecting 
HSIL + lesions (Figure 2; Table 
2). The majority of HSIL + 
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invasive cancer than that in the normal, atro-
phic and inflammatory groups (Table 4, P = 
0.000).

Discussion

Cervical cancer is the consequent result of a 
long process that has its onset in LSIL and HSIL 
precancerous lesions. Vaccination against HPV 
infection, HPV detection and periodical TCT 
screening are effective measures to prevent 
cervical cancer, which may reduce the inci-
dence of cervical cancer further. The cost of 
vaccination against HPV infection and HPV 
detection is expensive, so they are difficult to 
be popular in most developing countries. 
Several studies have indicated an association 
between micronucleus occurrence and pro-
gression of precancerous lesions of cervical 
cancer. MN frequencies increased with higher 
grade of cervical lesions, and MN monitoring 
may be used as an auxiliary measure for moni-
toring women who are at risk of developing into 
cervical cancer in routine cervical cytopatho-
logical examinations [11-15]. 

The present study shows that MN count was 
significantly greater in HSIL + lesions compared 
to LSIL and control group, the results of ROC 
analysis showed that MN counts gave a high 
degree of sensitivity and specificity for identify-
ing HSIL + lesions. Our results indicate that MN 
evaluation in TCT smears may serve as an easy, 
useful biomarker in cervical precancerous les- 
ions screening. Our results were similar to other 
studies. Some reported that MN frequency was 
significantly higher in the women with HSIL or 
cervical cancer than in the women with normal 
cervix or chronic cervicitis or with LSIL [16-18]. 
MN are small, additional nuclei formed by the 
exclusion of chromosomal fragments (clasto-
genesis) or whole chromosomes that are not 
incorporated into the main nuclei because of 
mitotic malfunction (aneugenesis) [19], and 
may be used as markers of genome instability . 
Chromosomal instability are induced early by 
deregulated expression of HPV oncogenes E6 
and E7 resulting in non-diploid nuclei (aneuploi-
dy). Whereas E6 expression may result in failed 
cytokinesis, E7 expression may uncouple cen-
trosome duplication from cell division [20, 21]. 
Consequently, aneuploidy is characteristic for 
HPV transformed lesions even at cervical pre-
cancerous stages [22]. Currently, besides pri-

mary Pap screening, only HPV testing has been 
assessed as a primary screening marker in 
larger population based studies [23, 24]. A 
number of protein biomarkers have been ana-
lyzed in serum to detect cervical cancer, among 
them the SCC antigen [25], VEGF-C [26] and 
CYFRA 21.1 [27]. The methylation of CDH1 and 
CDH2 genes has been analyzed in serum sam-
ples [28]. None of these markers has shown a 
clinical utility superior to the analysis of directly 
sampled exfoliated cells so far. 

Several factors such as age, duration of marital 
life and number of pregnancies are involved in 
cervical carcinogenesis. We did not observe 
any significant variation of MN count with the 
factors. MN counts increased significantly only 
with HSIL or invasive carcinoma lesions. 

Our study also shows that positive expression 
of high risk HPV is significantly higher in precan-
cerous lesions and cervical cancer compared 
to non-neoplastic groups. High risk HPV infec-
tion is the major factor for cervical carcinoma, 
therefore HPV DNA detection is widely used 
clinically as an important means to screen cer-
vical precancerous lesion in advanced nations. 
However, HPVDNA detection serves only as a 
qualitative diagnosis tool. Cost of HPV DNA 
detection is expensive, which is why there is not 
so many of it in most developing nations. We 
suggest that the combination of MN count with 
HPV DNA detection and TCT may serve as an 
effective means to screen precancerous cervi-
cal lesions in developing nations. 

On summary, MN counting may be viewed as a 
simple and convenient test which can be done 
easily on TCT smears and serves as an effec-
tive biomarker for cervical cancer screening in 
conjunction with HPV DNA detection and TCT 
cytological analysis in most developing coun-
tries. A larger scale study will be needed to fur-
ther verify our conclusion.

Acknowledgements 

This study was supported by the Natural Sci- 
ence Foundation of Xinjiang Uyghur Autonomous 
Region (Grant number: 2012211A041).

Disclosure of conflict of interest

None.



Association between micronucleus and cervical intraepithelial neoplasia grade

8431	 Int J Clin Exp Pathol 2015;8(7):8426-8432

Address correspondence to: Dr. Ya-Jing Zhang, 
Department of Pathology, Hospital of Traditional 
Chinese Medicine Affiliated to Xinjiang Medical 
University, Urumqi, Xinjiang, China. E-mail: 145601- 
3972@qq.com

References

[1]	 Jemal A, Bray F, Center MM, Ferlay J, Ward E, 
Forman D. Global cancer statistics. CA Cancer 
J Clin 2011; 61: 69-90.

[2]	 Farivar TN, Johari P, Shafei S, Najafipour R. 
Lack of association between herpes simplex 
virus type 2 infection and cervical cancer--Taq 
Man realtime PCR assay findings. Asian Pac J 
Cancer Prev 2012; 13: 339-342.

[3]	 Follen M, Crain S, Macaulay C, Basen-Engquist 
K, Cantor SB, Cox D, Atkinson EN, MacKinnon 
N, Guillaud M, Richards-Kortum R. Optical 
technologies for cervical neoplasia: update of 
an NCI program project grant. Clin Adv Hematol 
Oncol 2005; 3: 41-53.

[4]	 Miller JW, Hanson V, Johnson GD, Royalty JE, 
Richardson LC. From cancer screening to treat-
ment: service delivery and referral in the 
National Breast and Cervical Cancer Early- 
Detection Program. Cancer 2014; 120: 2549-
2556.

[5]	 Balmus G, Karp NA, Ng BL, Jackson SP, Adams 
DJ, McIntyre RE. A high-throughput in vivo mi-
cronucleus assay for genome instability sc- 
reening in mice. Nat Protoc 2015; 10: 205-
215. 

[6]	 González-Arias CA, Benitez-Trinidad AB, Sordo 
M, Robledo-Marenco L, Medina-Díaz IM, 
Barrón-Vivanco BS, Marín S, Sanchis V, Ramos 
AJ, Rojas-García AE. Low doses of ochratoxin  
A induce micronucleus formation and delay  
DNA repair in human lymphocytes. Food Chem 
Toxicol 2014; 74: 249-254.

[7]	 Samanta S, Dey P. Micronucleus and its appli-
cations. Diagn Cytopathol 2012; 40: 84-90.

[8]	 Katarkar A, Mukherjee S, Khan MH, Ray JG, 
Chaudhuri K. Comparative evaluation of geno-
toxicity by micronucleus assay in the buccal 
mucosa over comet assay in peripheral blood 
in oral precancer and cancer patients. Mu- 
tagenesis 2014; 29: 325-334.

[9]	 Wang RC, Yang L, Tang Y, Bai O. Micronucleus ex-
pression and acute leukemiaprognosis Asian 
Pac J Cancer Prev 2013; 14: 5257-5261.

[10]	 Ambroise MM, Balasundaram K, Phansalkar 
M. Predictive value of micronucleus count in 
cervical intraepithelial neoplasia and carcino-
ma. Turk Patoloji Derg 2013; 29: 171-178.

[11]	 Samanta S, Dey P, Nijhawan R. Micronucleus 
in cervical intraepithelial lesions and carcino-
ma. Acta Cytol 2011; 55: 42-47.

[12]	 Gayathri B, Kalyani R, Hemalatha A, Vasavi B. 
Significance of micronucleus in cervical in-
traepithelial lesions and carcinoma. J Cytol 
2012; 29: 236-240.

[13]	 Bueno CT, Dornelles da Silva CM, Barcellos RB, 
da Silva J, Dos Santos CR, Menezes JE, 
Menezes HS, Rossetti ML. Association be-
tween cervical lesion grade and micronucleus 
frequency in the Papanicolaou test. Genet Mol 
Biol 2014; 37: 496-499.

[14]	 Leal-Garza CH, Cerda-Flores RM, Leal-Elizondo 
E and Cortes-Gutierrez EI. Micronuclei in cervi-
cal smears and peripheral blood lymphocytes 
from women with and without cervical uterine 
cancer. Mutat. Res 2002; 515: 57-62.

[15]	 Guzman P, Sotelo-Regil RC, Mohar A and 
Gonsebatt ME. Positive correlation between 
the frequency of micronucleated cells and dys-
plasia in Papanicolaou smears. Environ Mol 
Mutagen 2003; 41: 339-343.

[16]	 Samanta S, Dey P, Gupta N, Mouleeswaran KS, 
Nijhawan R. Micronucleus in atypical squa-
mous cell of undetermined significance. Diagn 
Cytopathol 2011; 39: 242-244.

[17]	 Aires GM, Meireles JR, Oliveira PC, Oliveira JL, 
Araújo EL, Pires BC, Cruz ES, Jesus NF, Pereira 
CA, Cerqueira EM. Micronuclei as biomarkers 
for evaluating the risk of malignant transfor-
mation in the uterine cervix. Genet Mol Res 
2011; 10: 1558-1564.

[18]	 Samanta S, Dey P, Nijhawan R. Micronucleus 
in cervical intraepithelial lesions and carcino-
ma. Acta Cytol 2011; 55: 42-47.

[19]	 Fenech M, Kirsch-Volders M, Natarajan AT, 
Surralles J, Crott JW, Parry J, Norppa H, 
Eastmond DA, Tucker JD, Thomas P. Molecular 
mechanisms of micronucleus, nucleoplasmic 
bridge and nuclear bud formation in mamma-
lian and human cells. Mutagenesis 2011; 26: 
125-132.

[20]	 Duensing S, Lee LY, Duensing A, Basile J, 
Piboonniyom S, Gonzalez S, Crum CP and 
Munger K. The human papillomavirus type 16 
E6 and E7 oncoproteins cooperate to induce 
mitotic defects and genomic instability by un-
coupling centrosome duplication from the cell 
division cycle. Proc Natl Acad Sci U S A 2000; 
97: 10002-100007.

[21]	 Duensing S and Münger K. Mechanisms of ge-
nomic instability in human cancer: Insights 
from studies with human papilloma virus onco-
proteins. Int J Cancer 2004; 109: 157-162. 

[22]	 Melsheimer P, Vinokurova S, Wentzensen N, 
Bastert G and von Knebel Doeberitz M. DNA 
aneuploidy and integration of human papillo-
mavirus type 16 e6/e7 oncogenes in intraepi-
thelial neoplasia and invasive squamous cell 
carcinoma of the cervix uteri. Clin Cancer Res 
2004; 10: 3059-3063.

mailto:1456013972@qq.com
mailto:1456013972@qq.com


Association between micronucleus and cervical intraepithelial neoplasia grade

8432	 Int J Clin Exp Pathol 2015;8(7):8426-8432

[23]	 Cheng J, Bian M, Cong X, Sun A, Li M, Ma L, 
Chen Y, Liu J. Evaluation of a novel real-time 
fluorescent polymerase chain reaction assay 
for high-risk human papilloma virus DNA geno-
types in cytological cervical screening. Biomed 
Rep 2013; 1: 280-284.

[24]	 Diamantopoulou S, Spathis A, Chranioti A, 
Anninos D, Stamataki M, Chrelias C, Pappas A, 
Panayiotides I, Karakitsos P. Liquid based cy-
tology and HPV DNA testing in a Greek popula-
tion compared to colposcopy and histology. 
Clin Exp Obstet Gynecol 2013; 40: 131-136.

[25]	 Li Q, Liu S, Liu H, Zhang J, Guo S, Wang L. 
Significance and implication on changes of se-
rum squamous cell carcinoma antigen in the 
diagnosis of recurrence squamous cell carci-
noma of cervix. Zhonghua Fu Chan Ke Za Zhi 
2015; 50: 131-136.

[26]	 Mitsuhashi A, Suzuka K, Yamazawa K, Matsui 
H, Seki K and Sekiya S. Serum vascular endo-
thelial growth factor (VEGF) and VEGF-C levels 
as tumor markers in patients with cervical car-
cinoma. Cancer 2005; 103: 724-730.

[27]	 Piao X, Kong TW, Chang SJ, Paek J, Chun M, 
Ryu HS. Pretreatment serum CYFRA 21-1 level 
correlates significantly with survival of cervical 
cancer patients: A multivariate analysis of 
506. Gynecol Oncol 2015; 138: 89-93.

[28]	 Abudukadeer A, Bakry R, Goebel G, Mutz-
Dehbalaie I, Widschwendter A, Bonn GK, Fiegl 
H. Clinical Relevance of CDH1 and CDH13 
DNA-Methylation in Serum of Cervical Cancer 
Patients. Int J Mol Sci 2012; 13: 8353-8363.


