
© 2021 Journal of Family Medicine and Primary Care | Published by Wolters Kluwer - Medknow 4548

high among men and is the 8th most frequent carcinoma 
worldwide. In countries of  South Central Asia, oral cavity cancers 
rank among the three most common types of  cancer.[1,2] Oral 
cancers are an important public health concern in India.

India is considered the world capital for oral cancer cases as it 
shares one‑third of  the global burden.[3] Worldwide, it has been 
estimated that 43% of  cancer deaths are because of  tobacco, 
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AbstrAct

Introduction: Radiotherapy is commonly used in the treatment of oral and oropharyngeal carcinomas, either alone or in combination 
with other modalities of treatment like surgery/chemotherapy. It is always essential to know the nature of tumor response to the 
irradiation for successful outcomes and prognosis. With this view, the study has been conducted to document the usefulness of nuclear 
changes, karyolysis (KL), and karyorrhexis (KR) in particular as prognostic markers during the treatment. Materials and Method: Sixty 
patients, aged between 28 and 73 years (56 males and 4 females) years, histopathologically confirmed cases of oral and oropharyngeal 
carcinoma of different degrees of differentiation, were included in the study. The mode of treatment for the patients was radiotherapy 
with a radiation dose plan of 4 Gy, 14 Gy, 24 Gy, and 60 Gy on the 2nd, 7th, 12th, 30th days, respectively. The mucosal scrapings 
obtained from the site of the lesion at each interval were stained with Giemsa and May‑Grunwald’s stain. The stained slides were 
studied to assess the frequency of KL and KR. Results: It was observed that there was no significant difference between the site 
of lesion and tumor differentiation with the frequency of KL or KR. However, there was a statistically significant difference in the 
KL and KR indices with each interval of treatment. The percentage of relative increment among both the studied parameters was 
also significant, indicating their efficiency as a promising prognostic marker in radiotherapy. Conclusion: Hence, assessment of KL 
and KR at different intervals of time during radiotherapy could be used as an efficient tool to determine the radiosensitivity and 
prognosis in oral and oropharyngeal carcinoma patients.
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Introduction

Oropharyngeal carcinomas are more common in developing 
countries than in developed countries. Its prevalence is particularly 
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unhealthy diet, physical inactivity, and infections.[2] Tobacco 
use and excessive alcohol consumption have been estimated 
to account for about 90% of  cancers in the oral cavity; the risk 
increases when tobacco is used in combination with areca nut 
or alcohol.[4]

They are usually squamous cell carcinoma (90%), which presents 
as unexplained growth or ulcer in the oral mucosa, often 
extending into the oropharynx.[5] The mainstay of  the current 
modality of  treatment for oral and oropharyngeal carcinoma 
is surgery or radiotherapy. The intrinsic property of  malignant 
cells to respond to radiation plays a key role in the prognosis and 
better outcome of  the treatment.[6‑8]

Evaluation of  cellular changes like micronucleus, nuclear 
budding, multinucleation, karyorrhexis (KR), and karyolysis (KL) 
with respect to radiation dates back to 1957.[9] Nuclear changes 
like micronuclei assay have been widely studied.[10‑13] The pattern 
of  nucleoproteins of  irradiated malignant cells, both exfoliated 
and persistent cells in smears after completion of  therapy, were 
also proposed to correlate with clinical outcome.[14]

KL refers to the complete dissolution of  chromatin of  a dying 
cell, which is usually followed by KR.[15] However, limited studies 
are emphasizing the usefulness of  KL and KR as prognostic 
markers in the treatment of  oral and oropharyngeal carcinomas. 
So, this study aimed to determine the dose‑dependent effect of  
radiation on nuclear fragmentation.

Material and Method

Sixty patients aged between 28 and 73 years, referred from the 
Departments of  Surgery and E.N.T. for radiotherapy in All 
India Institute of  Medical Sciences (AIIMS), Rishikesh were 
included in the study. All were histopathologically confirmed 
cases of  oral and oropharyngeal carcinoma, being treated by 
radiotherapy alone with a radiation dose plan of  4, 14, 24, and 
60 Gy, respectively, on the 2nd, 7th, 12th, and 30th day. Patients who 
were treated by chemotherapy or a combination of  treatment 
modalities were excluded from the study.

The study protocol was carried out after obtaining the approval 
from institute human ethical committee (28/IEC/Ph.D./2018 
dated 8/3/2018) and consent from each participant of  the study. 
Standard proforma was used to collect basic information of  the 
patients including the diagnosis.

To study the nuclear changes, i.e., KL and KR, mucosal 
scrapings were carefully collected from the site of  the lesion 
using aseptic precautions at 0, 2, 7, 12, and 30 days. Air‑dried 
smears were fixed with methanol and stained with Giemsa and 
May‑Grunwald’s stain. After staining, slides were mounted in 
DPX and observed under the microscope. A total of  500 cells 
were assessed from each prepared smear at 4, 14, 24, and 
60 Gy.[16] Cell clumps, poorly preserved cells, were excluded. 
Observed changes in the cells were tabulated and statistical 

analysis was done using ANOVA test. Results were considered 
significant if  the p value is less than 0.05. Relative increment 
of  KL and KR were calculated using the below formula for 
each interval.[12]

Relative increment % was calculated for the KR

No . o f c e l l s  w i t h  K R
 a f t e r r a d i a t i o n

K R  %  X 10 0
No . o f c e l l s  w i t h K R  
b e f o r e  t r e a t m e n t

=

Observations and Results

In the study, there were 56 male and 4 female patients, and 
distribution with their age group is as shown in [Table 1]. In 
total, 72% cases were of  oropharyngeal carcinoma and 28% 
cases were of  oral carcinoma. The distribution of  cases with 
stages of  differentiation is as shown in Figure 1.

Response to radiotherapy was seen in the form of  KL and KR. KR 
denotes nuclear break up into smaller fragments [Figure 2], while 
KL denotes a progressive dissolution of  chromatin [Figure 3]. 
With each dose of  radiation, there was a significant response of  
the tumor to the treatment in terms of  the above‑said parameters, 
as shown in Tables 2 and 3.

There was a significant difference in the relative increment of  
KL and KR with each interval of  treatment [Tables 4 and 5].

Table 1: Distribution of patients wrt age and sex
Age 
group

n
Male Female Total

≤40 yrs 11 0 11
41‑50 yrs 10 1 11
51‑60 yrs 22 2 24
>60 yrs 13 1 14
Total 56 4 60

64%

28%

8%

Moderate Well Poor

Figure 1: Pie chart representing the percentage of cases with different 
stages of the disease
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However, there was no significant difference in terms of  KR and 
KL in response to each dose of  radiation, with respect to oral 
and oropharyngeal carcinoma [Tables 6 and 7].

Discussion

In the recent past, studies on cancers have evidenced that even 
carcinomas labeled under the same category by pathologists 
were significantly heterogeneous in their biological behavior.[17] 
The time required for DNA fragmentation in a cell undergoing 
apoptosis varies depending on the organism, cell type, and the 
type of  inducing agents.[18] Hence, rapid and reliable methods 
to evaluate the tumor response to the dose‑dependent 
radiation are of  utmost importance for the prognosis of  the 
disease.[19]

Radiation used in the treatment of  such cancers causes series 
of  atomic reactions and results in alteration of  various nuclear 
parameters because of  free radicals generated by irradiation.[15] In 

the present study changes resulting from radiation, the damage 
was evaluated in malignant cells at the 2nd, 7th, 12th, and 30th day 
of  radiotherapy at fraction 4, 14, 24, and 60 Gy, respectively.

Radiation‑induced damage to the nuclear membrane results in 
nuclear breakup into smaller Fragments – KR followed by the 
progressive dissolution of  chromatin – KL. KR takes place in a 
dynamic nuclear envelop and the transfer of  DNA material to 
the cytoplasm happens by the rupture.

There was a progressive increase in the mean value of  KR from 
35 to the maximum of  245 at 24 Gy, suggesting the genotoxic 
effect of  radiation on the cancer cells. Similarly, the mean 
value of  KL raised from 58 to the maximum of  195 at 24 Gy 
fraction. At 24 Gy, the increase in KR was about 6–7 times and 
KL was about 3–4 times compared with pretreatment values. 
Similar results have been reported by Bindu et al.[15] However, 
in their study, they did not include the 30th day of  treatment, 
which in the present study is included to evaluate the degree of  
maintenance of  the effect of  radiotherapy. This suggests that 

Table 2: Altered nuclear parameter (KR) in relation to radiation dose
Day Mean Std 

Dev
SE of  
mean

Median 95% CI for Mean F P
Lower bound Upper bound

Day 0 35.08 6.12 0.79 35.5 33.50 36.66 3568.404 <0.001*
Day 2 104.28 9.26 1.20 105.5 101.89 106.68
Day 7 223.28 17.31 2.23 222.0 218.81 227.75
Day 12 245.17 10.90 1.41 244.0 242.35 247.98
Day 30 202.50 10.92 1.41 202.0 199.68 205.32

Table 3: Altered nuclear parameter (KL) in relation to radiation dose
Day Mean Std 

Dev
SE of  
mean

Median 95% CI for Mean F P
Lower bound Upper bound

Day 0 58.45 4.56 0.59 58.5 57.27 59.63 2222.938 <0.001*
Day 2 82.10 4.75 0.61 81.0 80.87 83.33
Day 7 152.00 8.93 1.15 151.0 149.69 154.31
Day 12 195.62 13.30 1.72 197.0 192.18 199.05
Day 30 105.73 10.06 1.30 106.0 103.13 108.33

Figure 2: Malignant cell showing karyorrhexis Figure 3: Malignant cell showing karyolysis
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with increasing doses of  radiation, the percentage of  cells with 
distinct nuclear damage increases. Thereafter, the mean value 
of  the above‑said parameters decreased suggesting that the cells 
affected by radiation lost their proliferative ability and abnormal 
DNA profile was merely seen after 4 weeks, which is attributed 
to the possibility of  initiation of  DNA repair or cessation of  
lethal damage or genetic inactivity.[20]

Similar to micronuclear assay, estimations of  KL and KR are 
noninvasive, which do not require the complicated process of  
cell culture and metaphase preparation. They can be done in 
interphase cells and the process is cost effective. In the literature, 
there are a plethora of  studies evaluating the regularly studied 
parameters like micronuclear assay, multinucleation, nuclear 
budding. But not many established studies evaluating KR and 
KL as malignant cell responses to irradiation.[10‑12] Hence, the 
assessed parameters can be used for monitoring and evaluating 
the clastogenic effects of  chemicals, radiation, and many other 
genotoxins.[21]

Conclusion

Thus, the present results suggest that among the various 
quantifiable changes occurring in irradiated oral cancer cells, 
parameters such as KL and KR may have potential use as 
predictive tests for radiosensitivity and also prognostic markers 
in oral and oropharyngeal carcinoma. Compared to KL, KR is 
the more sensitive marker and shows a significant difference 
with each incremental dose of  radiation. Not only as prognostic 
markers these parameters also suggest the response of  the cancer 
cells to radiation suggesting their radiosensitive or radioresistant 
behavior.

Acknowledgement
We would like to express our sincere gratitude to Dr. Manoj 
Gupta, Professor and Head of  Radiation Oncology Department, 
AIIMS Rishikesh, for his insightful suggestions and unwavering 
support in this study.

Financial support and  sponsorship
Nil.

Conflicts of  interest
There are no conflicts of  interest.

References

1. Stewart BW, Kleihues P, editors. World Cancer Report. Lyon: 
WHO International Agency for Research on Cancer; 2003.

2. Petersen PE. The World Oral Health Report 2003: Continuous 
improvement of oral health in the 21st century‑‑the 
approach of the WHO Global Oral Health Programme. 
Community Dent Oral Epidemiol 2003;31(Suppl 1):3‑23.

3. Borse V, Konwar AN, Buragohain P. Oral cancer diagnosis 
and perspectives in India. Sensors Int 2020;1:100046.

4. Reibel J. Tobacco and oral diseases. Update on the 

Table 4: Relative increment of karyolysis with each dose 
of radiation

Day Mean Std 
Dev

SE of  
mean

Mean 
difference

% 
Increment

t P

Day 0 58.45 4.56 0.59 ‑23.650 ‑40% ‑28.797 <0.001*
Day 2 82.10 4.75 0.61
Day 2 82.10 4.75 0.61 ‑69.900 ‑85% ‑55.658 <0.001*
Day 7 152.00 8.93 1.15
Day 7 152.00 8.93 1.15 ‑43.617 ‑29% ‑21.067 <0.001*
Day 12 195.62 13.30 1.72
Day 12 195.62 13.30 1.72 89.883 46% 38.364 <0.001*
Day 30 105.73 10.06 1.30

Table 5: Relative increment of karyorrhexis with each 
dose of radiation

Day Mean Std 
Dev

SE of  
mean

Mean 
difference

% 
Increment

t P

Day 0 35.08 6.12 0.79 ‑69.200 ‑197% ‑51.982 <0.001*
Day 2 104.28 9.26 1.20
Day 2 104.28 9.26 1.20 ‑119.000 ‑114% ‑46.670 <0.001*
Day 7 223.28 17.31 2.23
Day 7 223.28 17.31 2.23 ‑21.883 ‑10% ‑8.042 <0.001*
Day 12 245.17 10.90 1.41
Day 12 245.17 10.90 1.41 42.667 17% 20.930 <0.001*
Day 30 202.50 10.92 1.41

Table 6: Comparison of karyorrhexis between the sites of 
the lesion at different time intervals

Time 
interval

Site n Mean Std 
Dev

SE of  
mean

Mean 
difference

t P

Day 0 Oral 17 36.41 7.39 1.79 1.854 1.058 0.294
Oropharynx 43 34.56 5.55 0.85

Day 2 Oral 17 107.12 9.79 2.37 3.955 1.506 0.137
Oropharynx 43 103.16 8.91 1.36

Day 7 Oral 17 226.53 18.80 4.56 4.529 0.912 0.365
Oropharynx 43 222.00 16.74 2.55

Day 12 Oral 17 246.59 11.01 2.67 1.984 0.632 0.530
Oropharynx 43 244.60 10.93 1.67

Day 30 Oral 17 205.53 12.02 2.91 4.227 1.361 0.179
Oropharynx 43 201.30 10.36 1.58

Table 7: Comparison of karyolysis between the sites at 
different time intervals

Time 
interval

Site n Mean Std 
Dev

SE of  
mean

Mean 
difference

t P

Day 0 Oral 17 59.47 3.62 0.88 1.424 1.093 0.279
Oropharynx 43 58.05 4.85 0.74

Day 2 Oral 17 81.41 3.95 0.96 ‑0.960 ‑0.703 0.485
Oropharynx 43 82.37 5.04 0.77

Day 7 Oral 17 152.59 10.16 2.46 0.821 0.318 0.751
Oropharynx 43 151.77 8.51 1.30

Day 12 Oral 17 195.88 12.43 3.02 0.371 0.096 0.923
Oropharynx 43 195.51 13.77 2.10

Day 30 Oral 17 105.35 10.47 2.54 ‑0.531 ‑0.183 0.856
Oropharynx 43 105.88 10.02 1.53



Ravi, et al.: Karyoanomalic frequency assay during radiation therapy of oral and oropharyngeal cancer

Journal of Family Medicine and Primary Care 4552 Volume 10 : Issue 12 : December 2021

evidence, with recommendations. Med Princ Pract 
2003;12(Suppl 1):22‑32.

5. Barasch A, Safford M, Eisenberg E. Oral cancer and oral 
effects of anticancer therapy. Mt Sinai J Med 1998;65:370‑7.

6. Fertil B, Malaise EP. Inherent cellular radiosensitivity as a 
basic concept for human tumor radiotherapy. Int J Radiat 
Oncol Biol Phys 1981;7:621‑9.

7. Fertil B, Malaise EP. Intrinsic radiosensitivity of human 
cell lines is correlated with radioresponsiveness of human 
tumors: Analysis of 101 published survival curves. Int J 
Radiat Oncol Biol Phys 1985;11:1699‑707.

8. Weichselbaum RR, Beckett MA, Schwartz JL, Dritschilo A. 
Radioresistant tumor cells are present in head and neck 
carcinomas that recur after radiotherapy. Int J Radiat Oncol 
Biol Phys 1988;15:575‑9.

9. Arneson AN, Stewart FW. Clinical and histologic changes 
produced in carcinoma of cervix by different amounts 
of Roentgen radiation. A comparison. Arch Surg 
1935;31:542‑67.

10. Jayakumar D, Kasturi KK. Micronucleus and its significance 
in effusion fluids. J Cytol 2020;37:58‑61.

11. Zamboglou N, Warum R, Pape H, Schnabel TH, Kuhn EP, 
Streffer C, et al. Simultaneous radiotherapy and intratumoral 
instillation of mitoxantrone in locoregional recurrence of 
head and neck carcinoma. Reg Cancer Treat 1991;4:79‑84.

12. Zölzer F, Alberti W, Pelzer T, Lamberti G, Hülskamp FH, 
Streffer C. Changes in S‑phase fraction and micronucleus 
frequency as prognostic factors in radiotherapy of cervical 
carcinoma. Radiother Oncol 1995;36:128‑32.

13. DehghanNezhad M., Jalayer Naderi N, Semyari H. Micronucleus 

assay of buccal mucosa cells in waterpipe (Hookah) smokers: 
A cytologic study. Iran J Pathol 2020;15:75‑80.

14. Raj V, Mahajan S. Dose response relationship of nuclear 
changes with fractionated radiotherapy in assessing 
radiosensitivity of oral squamous cell carcinoma. Oral Med 
Pathol 2011;3:e193‑200.

15. Bindu L, Balaram P, Mathew A, Remani P, Bhattathiri VN, 
Nair MK. Radiation‑induced changes in oral carcinoma 
cells‑A multiparametric evaluation. Cytopathology 
2004;14:287‑93.

16. Ravi KS, Naithani M, Kaur S, Reddy KS, Pasi R. Multi‑ nucleation 
indices in radiotherapy treated squamous cell carcinoma‑ A 
tool in treatment planning and assessment of prognosis. 
Int J Curr Adv Res 2017;6:1797‑801.

17. Brock WA, Maor MH, Peters LJ. Predictors of tumor response 
to radiotherapy. Radiat Res Suppl 1985;8:S290‑6.

18. Boreham DR, Dolling JA, Maves SR, Siwarungsun N, 
Mitchel REJ. Dose‑rate effects for apoptosis and micronucleus 
formation in Gamma‑ irradiated human lymphocytes. Radiat 
Res 2000;153:579‑86.

19. Kumari Rimpu, Chaugule Arun, Goyal PK. Karyoanomalic 
frequency during radiation therapy. Can Res Ther 
2005;1:187‑90.

20. Ogden GR, Cowpe JG, Green MW. Effect of radiotherapy on 
oral mucosa assessed by quantitative exfoliative cytology. 
J Clin Pathol 1989;42:940‑3.

21. Ravi KS, Pushpa NB, Kishore S, Kaur S, Mehta V, Reddy KS. 
Taxation of Micronuclei frequency as a prognostic marker 
in oral and oropharyngeal carcinoma‑ A cytogenetic study. 
Natl J Clin Anat 2021;10:57‑60.


