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Abstract:  In vitro, He-Ne laser show a modifying response of cells to ionizing radiations. So there is a need to 

show the effect of He-Ne laser (632.8nm), Ultraviolet radiation UVC (250nm) and He-Ne laser pre and post 

irradiation against the UVC radiation of Mitotic index of femur and in vivo to DNA of testis in Mice. 

In this study 100 albino male mice were divided into five groups, the first group Control which have 

(10) number of mice, the second group Laser which have (27) number of mice were divided into three groups 

different time periods (5, 10, 15 min), the third group Ultraviolet radiation (UVC) which have (9) number of 

mice and duration of exposure one hour, the fourth group laser (5, 10 and 15 min) + UVC (1h) which have (27) 

number of mice, with ½ hour time interval between the two irradiations and the finally group UVC (1h) + laser 

(5, 10, 15 min) which have (27) number of mice, with ½ hour time interval between the two irradiations was 

monitor the effect of radiation on mice according to the classification totals above after various time periods (7, 

14, 21 days). 

Mitotic index as shown increase the percentage of Mononucleus and less increase of Dinucleus after 
exposure of the radiation according to the classification totals above. 

The He-Ne laser per-irradiation show a protection properties, which appeared the DNA damage 

against UVC light irradiation. But the He-Ne laser pre-irradiation against UVC irradiation farther more reduce 

the DNA testis damaging.  

UVC shows a damaging effect on the DNA. This damage was reduced by the He-Ne laser pre- 

irradiation. Thus Laser pre-irradiation may be attributed to the induction of endogenous of radio protectors or 

which may be involved in DNA damage repair. 
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I. Introduction: 
          Laser is a widely used device in the medical field. In vivo effect of singular and repeated exposure of 

laser beam on a mammalian model was studied to ascertain any possible effect on mammalian germ cells. Since 
agents considered to be mutagenic affect sperm head shape, sperm morphology study may be an applicable 

screen for laser effects on germ cells [1]. 

Low level laser therapy (LLLT) is a light source treatment that generates light of a single wavelength. 

LLLT emits no heat, sound, or vibration. Instead of producing a thermal effect, LLLT may act via non thermal 

or photochemical reactions in the cells, also referred to as photobiology or biostimulation [2]. 

In other hand (LLLT) is the application of light (usually a low power laser or LED in the range of 1mW – 

500mW) to a pathology to promote tissue regeneration, reduce inflammation and relieve pain. The light is 

typically of narrow spectral width in the red or near infrared (NIR) spectrum (600nm-1000nm), light is absorbed 

and exerts a chemical change [3]. 

        UV radiation has clear effects on organisms, it causes several biological reaction, through the 

generation of the free radicals and the reactive oxygen species (ROS), formed by various photochemical 

processes. The free radicals induces a sequences of events including lipid peroxidation, proteins denaturation 
and DNA changes [4], ―the deoxyribonucleic acid (DNA) changes are the single strand breaks (ssB) and the 

double strand breaks (dsB)‖ or cell damage [5]. 

 

Scientists classify UV radiation into three types or bands—UVA, UVB, and UVC. The ozone layer absorbs 

some, but not all, of these types of UV radiation [6]:- 

 

• UVA: Wavelength: 320-400 nm. Not absorbed by the ozone layer.  

• UVB: Wavelength: 290-320 nm. Mostly absorbed by the ozone layer, but some does the reach the Earth’s 

surface. 

• UVC: Wavelength: 100-290 nm. Completely absorbed by the ozone layer and atmosphere. 
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The UV-light causes the formation of pyrimidine dimmers on DNA that provokes changes in the conformation 

of DNA, thus impairing its genomic contribution in the egg during the fertilization [7, 8]. Although ionizing 

irradiation continues being used for irradiating eggs, UV-irradiation has become the most common method used 
for sperm DNA inactivation. Optimal UV-irradiation avoids producing chromosome fragments 

(minichromosomes) [9]. 

He-Ne laser irradiation leads to non-lethal oxidative damage to the cells which triggers DNA repair 

processes, helping the pre-exposed cells to better repair the UV-induced damage to DNA  

 

II. Materials and Methods: 
In the current study, the He-Ne laser, UVC doses, and the separation time between the two irradiation are 

kept fixed. The UVC lamp from Industrial Fiber Optics of 250 nm wavelength, and a power of 20 Watt (W) was 

used. The He-Ne laser of wavelength 632.8 nm with a maximum output power of 1.0 mW (Industrial Fiber 
Optics IF-HIV) was employed. 

 

Animals experiments: 

In order to assess the influence of He-Ne laser plus the UVC irradiation on testis of Mice the following 

experiments were performed. 100 adult of albino male mice, were used in this study and were divided into five 

groups and irradiation as table -1-. 

1-First group: the animals normal, which was control group. 

2-Second group: was used to characterize the degree of UVC (250nm) irradiation on mice testis. The UVC 

source placed at 30 cm above the mouse cage, where the final UVC power at the mouse skin surface was 

1.2mW, for 1hr.  

3-Third group: was employed to study the influence of He-Ne laser irradiation. A continuous He-Ne laser of 
wavelength 632.8 nm with a maximum output power of 1.0 mW, and a beam diameter of 3mm, was employed. 

The laser beam was directed on testis for a period of (5, 10, 15 min), which equal to energy dose of (4.2 J/cm2, 

8.4 J/cm2 and 12.6 J/m²).  

4- Fourth group: was pre-irradiated by He-Ne laser (4.2 J/cm2, 8.4 J/cm2 and 12.6 J/cm²) for (5, 10, 15min) 

followed by UVC irradiation, with one hour and wait for ½ hr time (for UVC) interval between the two 

irradiations.  

5- Fifth group: was pre-irradiated by UVC light with one hour wait for ½ hr time, this group was irradiated by 

He-Ne (5, 10, 15 min) laser of (4.2 J/cm2, 8.4 J/cm2 and 12.6 J/cm²), the laser beam  

was directed on testis. 

 

Table 1 the  animals which used in this study. 

 

 
 

Mitotic Index (MI) test:- 
This examination was according to [12, 13]: 

 

DNA extraction:  
DNA was extracted from testis of mice by using Bioneer-Korea Kit. The DNA was electrophoresed 

using 1% agrose gel electrophoresis.  
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III. Results: 
   Features found in this study are: the percentage of Mitotic index are summarized in the table 2. And  

types of Mitotic index illustrated in Fig.1. DNA electrophoresis results are  demonstrated in Fig. 2.   

 

Table (2) The percentage of all type of Mitotic index in (7, 14, 21) days 

 
 

 
a- Mononucleus 

 

 
b- Dinucleus 

Figure (1) Types of Mitotic index 

a- Mononucleus 

b- Dinucleus 
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IV. Discussion: 
Mitotic Index:-  

Table 2, and Fig.1 indicated that there are two type of Mitotic index Mononucleus and Dinucleus. The 

radiation has clear effect of the organisms, it causes several biological reaction, through the generation of the 

free radicals and the reactive oxygen species (ROS), formed by various photochemical processes. The used 

UVC (1hr) radiation in this work the percentage of the normal Mitotic index after (7, 14, 21) days (90%, 64%, 

64%) the percentage decrease of the control, after (14, 21) days decrease of the 7 days, percentage of the 

Mononucleus (10%, 35%, 35%) increase of the control, after (14, 21) days the percentage increase of the after 7 

days and percentage of the Dinucleus less increase after (14, 21) days of the control and after 7 days (0%, 1%, 
1%). The used He-Ne laser of the same dose but in different exposure time (5, 10, 15 min) in this work reveled a 

toxic effect but the percentage of the Mitotic index when exposure He-Ne laser (5 min) in normal after (7, 14, 

21) days (80%, 85%, 97%) the percentage decrease of the control, after 14 days the percentage decrease but 

increase after 21 days of the after 7 days, in Mononucleus (20%, 15%, 3%) the percentage increase of the 

control, after (14, 21) days decrease of the after 7 days, in Dinucleus (0%, 0%, 0%) the percentage still constant 

of the control and after (7, 14, 21) days. In laser (10 min) the percentage of normal after (7, 14, 21) days (88%, 

82%, 90%) the percentage decrease of the control, after 14 days the percentage decrease but increase after 21 

days of the after 7 days, in Mononucleus (12%, 18%, 10%) the percentage increase of the control, after 14 days 

increase but decrease after 21 days of the after 7 days, in Dinucleus (0%, 0%, 0%) the percentage still constant 

of the control and after (7, 14, 21) days. In laser (15 min) the percentage of normal after (7, 14, 21) days (98%, 

80%, 85%) the percentage decrease of the control, after 14 days the percentage decrease but increase after 21 

days of the after 7 days, in Mononucleus (2%, 20%, 15%) the percentage increase of the control, after 14 days 
increase and decrease after 21 days of the after 7 days and in Dinucleus (0%, 0%, 0%) the percentage still 

constant of the control and after (7, 14, 21) days. He-Ne laser (5, 10, 15 min) pre-irradiation against UVC (1hr) 

irradiation, the percentage of Laser (5 min) + UVC (1hr) after (7, 14, 21)  days (85%, 95%, 94%) the percentage 

decrease of the control, after (14, 21) days the percentage increase of the after 7 days, in Mononucleus (15%, 

5%, 5%) the percentage increase of the control, after (14, 21) days the percentage decrease of the after 7 days, in 

Dinucleus (0%, 0%, 1%) the percentage still constant of the control but less increase after 21 days of the control 

and after (7,14) days, the percentage of Laser (10min) + UVC (1hr) after (7, 14, 21) days in normal (95%, 65%, 

88%) the percentage decrease of the control, after 14 days decrease but increase after 21 days of the after 7 days, 

in Mononucleus (5%, 35%, 12%) the percentage increase of the control, after 14 days increase but decrease after 

21 days of the after 7 days, in Dinucleus (0%, 0%, 0%) the percentage still constant of the control and after (7, 

14, 21) days, the percentage of Laser (15min) + UVC (1hr) after (7, 14, 21) days in normal (70%, 90%, 90%) 
the percentage decrease of the control, after (14, 21) days the percentage increase of the after 7 days, in 

Mononucleus (30%, 10%, 10%) the percentage increase of the control, after (14, 21) days the percentage 

decrease of the after 7 days, in Dinucleus (0%, 0%, 0%) the percentage still constant of the control and after (7, 
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14, 21) days. When He-Ne laser (5, 10, 15 min) performed post UVC (1hr) irradiation the percentage of UVC 

(1hr) + laser (5 min) after (7, 14, 21) days in normal (80%, 80%, 95%) the percentage decrease of the control, 

increase after 21 days of the after  (7, 14) days, in Mononucleus (10%, 20%, 5%) the percentage increase of the 
control, after 14 days increase but decrease after 21 days of the after 7 days, in Dinucleus (0%, 0%, 0%) the 

percentage still constant of the control and after (7, 14, 21) days. In UVC (1hr) + laser (10min) after (7, 14, 21) 

days in normal (90%, 90%, 74%) the percentage decrease of the control, the percentage after 21 days decrease 

of the after (7, 14) days, in Mononucleus (10%, 9%, 25%) the percentage increase of the control, after 14 days 

the percentage less decrease but increase after 21 days of the after 7 days, in Dinucleus (0%, 1%, 1%) the 

percentage still constant of the control after (7) days but less increase after (14, 21) days of the control and 

7days and the percentage of UVC (1hr) + laser (15min) after (7, 14, 21) days in normal (95%, 95%, 94%) the 

percentage decrease of the control and still constant after (7, 14) but less decrease after (21) days of the (7, 14) 

days, in Mononucleus (5%, 5%, 5%) the percentage increase of the control and still constant after (7, 14. 21) 

days and Dinucleus (0%, 0%, 1%) the percentage still constant of the control after (7, 14) days but less increase 

after (21) days of the control and (7, 14) days. 
 Laser light when performed after the exposure to ionizing radiation causes an increase in mitotic 

activity of cells [14, 15] and tissue regeneration [16, 17]. But the photoprotective effect of He-Ne laser light is 

more significant when cell irradiation is performed prior to the exposure of ionizing radiation, such as UV light 

[18, 11], X-ray [15], and IR light [19]. Agreement with this work 

Pre-exposure to He-Ne laser irradiation may lead to modulate the damaging effects of ionizing 

radiation and decreasing in radiation damage, by the induction of antioxidant defence mechanisms and 

accelerated repair or altered cell cycle progression [20]. 

Recently many workers showed that He-Ne laser pre-irradiation lead to increase cell survival against 

subsequent UV-light exposure [18, 11]. However, the mechanism for this pre-illumination induced protection 

against UV-light radiation is not understood. But it was concluded that visible light besides its possible effect 

might be stimulating other cellular responses [21]. They also noticed that the protection effect of laser pre-

irradiation was more pronounced when UV-light induced less cell damaging. They summarized that the 
photoprotection depend the He-Ne laser exposure time (dose) and period of incubation between He-Ne laser 

exposure and subsequent UV-light irradiation [10]. 

 

DNA (deoxyribonucleic acid):- 

DNA was extracted from testis for mice using Bioneer-Korea Kit, the DNA electrophoresis results are 

shown in the (fig. 2). In the Lane 1 DNA marker was (Lambda DNA / EcoR I + Hind III) which has 4 band 

(21.226, 5.148, 4.268, 2.027 bp), Laser (15 min) has one band (21.226 bp) with long smear (which was in lane 

2) compare with DNA marker, UVC (1h) + Laser (15 min) has one at the level of UVC (1h) with long smear 

(which was in lane 3) compare with DNA marker, UVC (1h) with long smear (which was in lane 4) has one 

band nearest to the wells compare with DNA,  in Normal mice the DNA (which was in lane 5) has one band was 

approximately (21.226 bp) compare with DNA marker and Laser (15 min) + UVC (1h) has on band (21.226 bp) 
with short smear (which was in lane 6) compare with DNA marker. 

These results indicate that low power He-Ne laser can improve cell survival for cell damaged with UVC 

radiation and this in agreement with [11, 22]. 

From the DNA electrophoresis (Fig. 3.10), it can be seen that UVC (1h), and UVC (1h) +Laser (15min) 

irradiation give a smear of DNA extraction, but only Laser and also Laser (15min) + UVC (1h) give one band. 

This results are similar to those reported by [23]. 

Important mechanisms in human cells to avoid the potential mutation in UV-induced-damaged sites are 

to completely repair the damage by nucleotide excision repair (NER) before replication on synthesize DNA 

using post replication repair specific DNA polymerase which is free from error. NER is a highly conserved 

strategy for repairing a variety of bulky DNA damages such as CPDs and (6-4) pp [24, 25]. 

The toxic effect of UV light on cells is well known, however the UV light with a shorter wavelength 

(UVC) is the most potent inducer of cell death [26], because UV irradiation activates a p53-gene which cause 
DNA-damage [27]. 

The UV-light causes the formation of pyrimidine (Thymine dimer) on DNA that provokes changes in 

the conformation of DNA, thus impairing it’s genomic contribution in the egg during the fertilization [7, 8]. 

UVC radiation continually being used for irradiation eggs, to establish the appropriate dose to be used for 

complete sperm DNA inactivation [9]. 

This results are similar to those reported by Ridha et al., working on lymphocyte cells in vitro [28]. 

Recently, researchers observed that He-Ne laser pre-irradiation leads to increase cell survival and reduce the 

DNA damage against ionizing radiations. The mechanism of the He-Ne laser induce protection appears to be a 

sort of adaptive response. He-Ne laser irradiation has been reported to lead to the generation of single Oxygen 

species and also increase the activity of the antioxidant enzymes [29, 30].  
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As conclusion UVC shows a damaging effect on the DNA. This damage was reduced by the He-Ne 

laser pre- irradiation. Thus Laser pre-irradiation may be attributed to the induction of endogenous of radio 

protectors or which may be involved in DNA damage repair. 

 

References:- 
[1]. Banerjee S., C. S., Chakrabarti and Samanta L. K., (2005). Effect of LASER exposure on scrotal sacs and sperm head Morphology 

of Swiss albino mice, Mus musculus, Asian J. Exp. Sci., 19, 131-140. 

[2]. Bjordal J. M., Lopes-Martins R. A., Joensen J., Couppe C.,
 
Ljunggren A. E.,

 
 Stergioulas A., and  Johnson

 
M. I., (2001). Low level 

laser therapy for tendinopathy: evidence of a dose response, Physical Therapy Reviews, 6, 91-99. 

[3]. Huang Y. Y., Chen A. C., Carroll D. J., Hamblin M. R., (2009). Biphasic dose response in low level light therapy, Dose Response, 

7(4): 358-383. 

[4]. Cavalcante A. K. D., Martinez G. R., Mascio P. D., Menck C. F., agnez-Lima L. F., (2002). Cytotoxicity and mutagenesis induced 

by singlet oxygen in wild type and DNA repair deficient Escherichia coli strain, Elsevier, DNA Repair, 1, 1051-1056. 

[5]. Wojcik A., Bochenek A., Lankoff A., Lisowska H., Pasjas A., Szumiel I., (2006).Sonntag C. V., Obe G., DNA interstrand 

crosslinks are induced in cells prelabelled with 5-bromo-2 deoxyuridine and exposed to UVC radiation, Journal of Photochemistry 

and Photobiology B: Biology 84, 15-20. 

[6]. EPA: United States Environmental Protection Agency, (2010). Air and Radiation 6205J, www.epa.gov/ozone/strathome.html. 

[7]. Thorgaard G. H., (1983). Chromosome set manipulation and sex control in fish. In:  W. H. H, D. J. Randall, E. M. Donaldson (eds.), 

Fish Physiology, Vol. IXB. Academic Press, New York, 405-434. 

[8]. Komen H. and Thorgaard G. H., (2007). Androgenesis, gynogenesis and the production of clones in fishes: A review, Aquaculture, 

269(1-4): 150-173. 

[9]. Ljiri K. I. and Egami N., (1980). Hertwing effect caused by UV-irradiation of sperm of Oryzias latipes (teleost) and its 

photoreactivation, Mutat. Res., 69, 241-248. 

[10]. Kohli R., Gupta P. K., Dube A., (2000). He-Ne laser pre-irradiation induces protection against UVC radiation in E. coil strain 

K12AB1157, Radiation Res., 153, 181-185. 

[11]. Dube A., Bock C., Bauer E., Kohli R., Gupta P. K., Greulich K. O., (2001). He-Ne laser irradiation protects B- lymphoblasts from 

UVA-induced DNA damage, Radiat. Environ. Biophys., 40, 77-82. 

[12]. Schmid W., (1976). The cell micronucleus test for cytogenete analysis, pp 31-53. In Hollaender A. (ed), Chemical Mutagens 

principles and methods for their Detection, 4, plenu press, New York and London. 

[13]. Shubber E. K. and AL-Aliak B. M. A., (1986). Spontaneous frequencies of chromosomal aberration and sister chromatid exchanges 

in human lymphocytes 11, effects of serumincubation time and blood storage, Nucleus, 30, 21-28. 

[14]. Stepanov B. I., Mostovnikov V. A., Rubinov A. I., Khokhlov T. V., (1977). The regulation of functional activity of human cell s by 

laser irradiation, Doklady Akademii Nauk SSSR (Proceedings of the USSR Academy of Sciences, Biophysics), 236, 1007-1010. 

[15]. Abvakhitova A. K., Grigorieva L. N., Parkhomenko I. M., (1982). Effect of laser radiation on Chinese hamster cells cultured in 

vitro, Radiobiologiya, 22, 40-43. 

[16]. Laprun I. B., (1987). Action of laser radiation on radiosensitivity of rats, J. Radiobiologiya, 28, 628-630. 

[17]. Popova M. F., Telegina T. A., ILyasova Sh. G., Bekhoev I. D., (1989). Action of He-Ne laser radiation on structural-metabolic 

reaction of skeletal muscles after ionizing radiation, Doklady Akademii Nauk SSSR (Proceedings of the USSR Academy of 

Sciences, Biophysics), 306, 482-485. 

[18]. Kohli R. and Gupta P. K., (2003). Irradiance dependence of the He-Ne laser-induced protection against UVC radiation in E. coli 

strains, Journal of Photochemistry and Photobiology B: Biology 69, 161-167. 

[19]. Sahu Kh., Mohanty S. K., Gupta P. K., (2009). He-Ne laser (632.8 nm) pre-irradiation gives protection against DNA damage 

induced by a near-infrared trapping beam, J. Biophotonics 2, No. 3, 140-144. 

[20]. Karu T., Pyatibrat L., Kalendo G., (1994). Irradiation with He-Ne laser can influence the cytotoxic response oh Hela cells to 

ionizing radiation, INT. Radiat. Biol., 65(6): 691-697. 

[21]. Karu T., (1992). Derepression of the genome after irradiation of human lymphocytes with He-Ne laser, Laser Technology Center of 

Academy of Science, by John Wiley and Sones, Russia. 

[22]. Ridha F. D., (2011). The effect of laser (He-Ne) radiation on lymphocyte (DNA damage and repair), M.Sc.thesis- collage of 

Medicine Baghdad University. 

[23]. Ahmed Sh. J., Al-Siaidy W. F. and Faraj R. A., (2013). The effect of He-Ne laser and UVC irradiation on sperm head morphology 

and DNA of testis for albino mice (Mus musculus), Journal of Pharmacy and Biological Sciences, 5(1): 09-13. 

[24]. Mitchell, D.L., Haipek, C.A., Clarkson, J.M., (1985). (6-4) Photoproducts are removed from the DNA of UV-irradiated mammalian 

cells more efficiently than cyclobutane pyrimidine dimmers, Mutat. Res., 143, 109-112. 

[25]. Wood R. D., (1997). Nucleotide excision repair in mammalian cells, J. Biol. Chem., 272, 23465-23468. 

[26]. Glubisz A. W., Fraczek J. S., Friedlein G., Mikolajczyk T., Sarna T., Pryjma J., (2010). Effect of UVA and 8-Methoxypsoralen, 4, 

6, 4-, Trimethylangelicin or chlorpromazine on apoptosis of  lymphocytes and their recognition by monocytes, Journal of 

Physiology and Pharmacology, 61(1): 107-114. 

[27]. Chen M., Xing D., Chen T., Zhang L., (2007). Biml involvement in bax activation during UV irradiation-induced apoptosis, 

Biochemical and Biophysiology Research Communication, 385, 559-565, china. 

[28]. Ridha F. D., Salih A. Z., Abdul-Majeed B. A., (2012). The effect of Laser radiation on DNA damage and repair, Fac. Med. 

Baghdad., 54(2): 163-166. 

[29]. Kohli R., Bose B., Gupta P. K., (2001). Induction of phr gene expression in E. coil strain KY706/ Ppl-1 BY He-Ne laser (632.8 nm) 

irradiation, Journal of Photochemistry and Photobiology B: Biology 60, 136-142. 

[30]. Radinova L. P., Concharova L. L., Ushova I. N., (1986). Antioxident system of experimental animals exposed to hygienic doses of 

Laser irradiation, Chem. Abstracts, 106, 46-52. 

 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Bjordal%20JM%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Lopes-Martins%20RA%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Joensen%20J%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Couppe%20C%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Ljunggren%20AE%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Stergioulas%20A%5Bauth%5D
http://www.ncbi.nlm.nih.gov/pubmed/?term=Johnson%20MI%5Bauth%5D
http://www.epa.gov/ozone/strathome.html

