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Abstract
Low-energy X-rays as used in radiation therapy and diagnostics such as mammography are associated with a certain risk 
of promoting tumour development, especially in patients with mutations in cancer-related genes like TP53. The present 
study therefore addressed the relative biological effectiveness (RBE) of low-energy X-rays for two human adenocarcinoma 
cell lines of the breast (MDA-MB-468) and pancreas (BxPC-3) with a mutation in the TP53 gene. Clonogenic survival and 
cytogenetic changes in terms of micronuclei (MN) formation were determined following irradiation with 25 kV X-rays and 
200 kV reference irradiation in the dose range of 1–8 Gy. Except the frequency of MN-containing binucleated cells (BNC) 
(BNC + MN/BNC) in breast cancer cells yielding an RBE between 0.6 and 0.8, both cell lines displayed dose-dependent 
variations of RBE values between 1 and 2 for all biological end points (cell survival, (BNC + MN/BNC), MN/BNC, MN/
(BNC + MN)) with increased effectiveness of 25 kV irradiation in pancreatic compared to breast cancer cells. The results 
confirm previous findings indicating increased effectiveness of low-energy X-rays and underline the necessity of careful risk 
estimation for cancer screening programmes.
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Introduction

Breast cancer is the most common malignant tumour and the 
leading cause of cancer death in women worldwide (Bray 
et al. 2018). Regular mammography screening for early 
detection is recommended for women aged 50 to 74 years 
(Siu & on behalf of the U.S. Preventive Services Task Force 
2016). However, mammography involves application of 
low-energy X-rays of about 25–35 kV which are associ-
ated with a certain risk of promoting tumour development 
(Pauwels et al. 2015). Therefore, precise determination of 
the relative biological effectiveness (RBE) of X-rays in this 

energy range is mandatory. The International Commission 
on Radiological Protection recommends a weighting factor 
wR = 1 for photons of all energies (ICRP 2007). In contrast, 
in vitro studies suggest that the RBE varies depending on 
photon energy, cell line and biological end point (Paget et al. 
2019), with low-energy X-rays being more effective per unit 
dose than photons of higher energies (Beyreuther et al. 2012; 
Heyes et al. 2006). X-ray irradiation of non-tumourigenic 
breast epithelial cell lines revealed RBE values in MCF-
12A cells for clonogenic survival and micronuclei forma-
tion of 1.1–1.4 at 25 kV (Lehnert et al. 2006) and 1.2–4.1 
at 10 kV relative to 200 kV photons (Lehnert et al. 2008). 
For chromosomal aberrations including acentric fragments, 
dicentric chromosomes and centric rings, similar radiation 
treatment of MCF-12A and 184A1 cells resulted in an RBE 
of 0.97 ± 0.10 and 1.31 ± 0.21 (25 kV) and 1.92 ± 0.26 and 
1.40 ± 0.12 (10 kV) (Beyreuther et al. 2009). Likewise, 
FISH-based examination of complex chromosomal dam-
ages in terms of translocations and dicentrics in 184A1 cells 
revealed increasing frequency and complexity of chromo-
somal aberrations with decreasing X-ray energy associated 
with RBE values of 0.84 ± 0.09 at 25 kV and 1.22 ± 0.18 
at 10 kV. The minimum number of DNA strand breaks to 
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build a visible chromosomal damage resulted in similar 
RBE ratios of 0.93 ± 0.07 (25 kV) and 1.25 ± 0.10 (10 kV) 
(Beyreuther et al. 2012). In MCF-10A cells receiving a sin-
gle mammogram, Mills et al., (2015) calculated an RBE of 
29 kV X-rays relative to 137Cs radiation of 1.1 ± 0.2 for DNA 
double-strand breaks based on 53BP1 foci assay represent-
ing no significant difference between the radiation qualities. 
However, repeated mammograms increased the occurrence 
of 53BP1 foci.

Though there is evidence for reduced breast cancer mor-
tality due to organised screening programmes (Zielonke 
et al. 2020), increased risk of cancer due to diagnostic X-rays 
(Heyes et al. 2006; Hong et al. 2019) and a potential influ-
ence on growth and metastasis of latent tumours should not 
be underestimated. The present study therefore addressed the 
RBE of low-energy X-rays for clonogenic survival and chro-
mosomal damage in breast adenocarcinoma cells (MDA-
MB-468). We further included BxPC-3 pancreatic cancer 
cells in our study. Pancreatic cancer has one of the highest 
cancer mortality rates as it is mostly detected at an advanced, 
incurable stage. Therefore, early detection through screen-
ing of individuals belonging to high-risk groups is recom-
mended also for this type of cancer (Pereira et al. 2020). 
High risk is based, for example, on family history of the 
disease and a genetic susceptibility. Both cell lines used in 
the present study carry a mutation in the tumour suppressor 
gene TP53.

TP53 codes for the transcription factor p53 and is by far 
the most frequently mutated gene in the majority of human 
cancers, including breast cancer and pancreatic cancer (Cic-
enas et al. 2017; Duffy et al. 2018). P53 is crucial for DNA 
repair and tumour development. It is activated in response 
to mutagenic and cytotoxic stressors, such as ionising radia-
tion. Enhanced p53 expression due to DNA damages, such 
as single- and double-strand breaks, interrupts the cell cycle 
to enable repair or induces apoptosis depending on the 
extent of damage (Menon & Povirk 2014). Mutations in p53 

disable normal p53 tumour suppressor function by blocking 
sequence-specific DNA-binding activity. Disturbed apop-
totic mechanisms consequently enhance cell proliferation 
and metastasis of cancer cells and also alter their response 
to radiotherapy (Kong et al. 2021).

Materials and methods

Cell culture

The cell line BxPC-3 was established from an adenocar-
cinoma of the pancreas of a 61-year-old female (Tan et al. 
1986). It carries a G-A-mutation in codon 220 of p53 caus-
ing a tyrosine/cysteine substitution. The cell line MDA-
MB-468 was isolated from a pleural effusion of a 51-year-
old woman with metastatic adenocarcinoma of the mamma 
(Cailleau et al. 1978). It contains a G-A-mutation in codon 
273 of p53 resulting in an arginine/histidine substitution.

Both cell lines were grown in T25-cell culture flasks 
(Nunc, Wiesbaden, Germany) with 5 ml of culture medium. 
BxPC-3 cells were cultured in RPMI-1640 medium con-
taining 10% FCS, 1% sodium bicarbonate (100 mM), 1% 
HEPES buffer (1 mM), 1% penicillin/streptomycin (1 mg/
ml) and 0.5% glucose (45%) at 37 °C in 5% carbon dioxide. 
MDA-MB-468 cells were seeded in Leibowitz L-15 medium 
containing 10% FCS, 1% penicillin/streptomycin (1 mg/ml) 
and 1% glutamine (200 mM) at 37 °C without carbon diox-
ide fumigation. Media was changed every 2 days. Cells were 
subcultured before reaching 70% confluence.

Irradiation

The tungsten anode X-ray tube Darpaq 150-MC (Raytech 
Ltd. Swindon, UK, operated at 25 kV, 20 mA, 0.25 mm 
aluminium filter, dose rate 1.954 Gy/min) was used for 
low-energy irradiation. To minimise the attenuation of soft 

Table 1  Surviving fraction (SF) 
with SEM and SD of cell lines 
BxPC-3 and MDA-MB-468 
following irradiation with 25 kV 
and 200 kV X-rays

BxPC-3 MDA-MB-468

25 kV 200 kV 25 kV 200 kV

Dose (Gy) SF SEM SD SF SEM SD SF SEM SD SF SEM SD

0 1.000 0.000 0.000 1.000 0.203 0.406 1.000 0.000 0.000 1.000 0.000 0.000
1 0.772 0.062 0.107 0.654 0.159 0.318 0.965 0.198 0.343 0.596 0.045 0.078
2 0.565 0.039 0.068 0.409 0.084 0.168 0.359 0.040 0.069 0.404 0.020 0.035
3 0.257 0.016 0.028 0.356 0.031 0.062 0.173 0.010 0.017 0.228 0.025 0.043
4 0.113 0.005 0.009 0.183 0.018 0.036 0.131 0.005 0.009 0.131 0.006 0.010
5 0.046 0.003 0.005 0.141 0.011 0.022 0.089 0.014 0.024 0.095 0.017 0.029
6 0.023 0.001 0.002 0.055 0.007 0.014 0.034 0.010 0.017 0.070 0.028 0.048
7 0.007 0.001 0.002 0.022 0.005 0.010 0.037 0.004 0.007 0.054 0.011 0.019
8 0.002 0.001 0.002 0.013 0.002 0.004 0.024 0.002 0.003 0.034 0.005 0.009
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X-rays in the medium, T25 cell culture flasks were placed 
upside down in a polystyrene holder underneath the X-ray 
tube. As such, cells were not covered with medium during 
irradiation.

The reference irradiation was performed with a Yxlon 
Maxishot X-ray tube (Yxlon International X-Ray GmbH, 
Copenhagen, Denmark, operated at 200 kV, 20 mA, 0.5 mm 
copper filter, dose rate 1.317 Gy/min). The cells remained 
in culture flasks covered with medium and were placed in a 
horizontal holder within the vertical beam path. In case of 

both, 25 kV and 200 kV, cells were irradiated with 0, 1, 2, 
3, 4, 5, 6, 7 or 8 Gy.

Clonogenic assay

To determine clonogenic survival, each of two Petri dishes 
with three different cell concentrations per dose were seeded 
immediately following irradiation. With increasing irradia-
tion dose, increasing cell concentrations were chosen to get 
comparable colony numbers. This had to be tested individu-
ally for each cell line. The duration of subsequent incubation 
was dependent on the cell line and had to be assessed by 
daily checking the colony number under a microscope with 
the aim of getting many, but separate colonies. The colony 
forming assay was stopped after incubation for 10 (BxPC-3) 
and 12 (MDA-MB-468) days, respectively, by removing the 
media and washing the Petri dishes twice with 3 ml PBS. 
Then cells were fixed with 5 ml of 80% ethanol for 15 min. 
Following removal of ethanol, cells were washed with tap 
water and stained for 10 min with 5 ml crystal violet (Sigma 
Aldrich) per dish. The Petri dishes were washed several 
times with tap water and dried in air.

Counting of colonies, defined by a cell number > 50 cells, 
was done with a light microscope at 2.5 × magnification. 
Plating efficiency (PE) was calculated by dividing the num-
ber of counted colonies with the seeded amount of cells. The 
surviving fraction (SF) was derived from the PE at a speci-
fied irradiation dose divided by the PE of non-irradiated 
cells.

Micronucleus assay

The formation of micronuclei (MN) had to be assessed 
within cells that underwent exactly one division and appear 
as binucleate cells which is achieved by adding the myco-
toxin cytochalasin B (Sigma Aldrich) to the medium, which 
blocks cytokinesis, but not karyokinesis (Fenech 1993). Cell 
line-dependent cytochalasin B concentrations and subse-
quent incubation times to achieve many binucleate cells were 
evaluated in advance yielding cytochalasin B concentrations 

Fig. 1  Survival of BxPC-3 (top) and MDA-MB-468 cells (bottom) 
after irradiation with 25  kV X-rays. (black circles, solid line) com-
pared to 200 kV X-rays (white circles, dashed line) as mean ± SEM 
from three to four experiments

Table 2  Coefficients ± standard error (SE) of the linear quadratic 
model for the survival of cell lines BxPC-3 and MDA-MB-468 after 
irradiation with 25 kV and 200 kV X-rays together with the survival 

rate at 2 Gy  (SF2) and with the RBE for the initial slope  (RBEα) and 
RBEs at the 90%  (RBE0.9), 50%  (RBE0.5) and 10%  (RBE0.1) survival 
level

Cell line Radiation quality α ± SE β ± SE SF2 ± SE RBEα RBE0.9 RBE0.5 RBE0.1

BxPC-3 25 kV 0.417 ± 0.042 − 0.003 ± 0.019 0.565 ± 0.039 2.6 0.5 0.8 1.3
200 kV 0.137 ± 0.046 0.093 ± 0.025 0.399 ± 0.026

MDA-MB-468 25 kV 0.498 ± 0.028 0.004 ± 0.011 0.359 ± 0.041 1.0 1.0 1.0 1.0
200 kV 0.499 ± 0.031 − 0.010 ± 0.011 0.404 ± 0.021
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of 2 µg/ml (BxPC-3) and 1.5 µg/ml (MDA-MB-468) and an 
incubation time of 48 h for both cell lines.

For each cell line and radiation quality (25 kV, 200 kV), 
the micronuclei assay was performed three to four (BxPC-3, 
200 kV only) times. Thereby, each assay included a repeat 
determination for each of the applied doses between 0 and 
8 Gy. Following irradiation, 50,000 cells each were seeded 
in 21  cm2 Petri dishes (Nunc) and incubated for 24 h. The 
media was replaced by media containing cytochalasin B in 
the previously determined concentrations followed by 48 h 
incubation. After removal of media, cells were washed for 
5 min with 5 ml of 0.9% NaCl and 5 ml methanol (− 20 ℃) 
for 10 min before staining with 5% Giemsa solution (5 ml 

per dish) for 15 min. Finally, dishes were washed several 
times with tap water and dried overnight. Cells were exam-
ined under a light microscope at 200 × magnification. Per 
dish, 200 binucleated cells (BNC) were determined and 
amongst them the fraction of binucleated cells containing 
micronuclei ((BNC + MN)/BNC), the number of micronu-
clei per binucleated cell (MN/BNC) and per micronuclei-
containing binucleated cell (MN/(BNC + MN)). Micronuclei 
were identified according to the criteria of Fenech (1993).

Data evaluation

Statistical data evaluation was performed using the Statisti-
cal Analysis System (SAS), Version 9.1.3. Dose depend-
ency of clonogenic survival for each cell line based on 
mean values for PE and SF of each radiation quality and 
dose was analysed using the linear quadratic (LQ) function 
log SF = �

SF
⋅ D + �

SF
⋅ D

2 with survival fraction SF at dose 
D. The RBE was determined for the initial slope αSF of the 
survival curves and for the clonogenic survival of 10%, 50% 
and 90%. In addition, we compared clonogenic survival at 
2 Gy  (SF2).

For the parameters derived from the micronucleus 
assay, i.e. BNC, (BNC + MN)/BNC, MN/BNC and MN/
(BNC + MN), mean values were calculated for each 
dose and radiation quality and fitted using an LQ model 
y =  ax2 + bx + c and nonlinear regression. The RBE was 
determined as the ratio of the isoeffective doses of 200 kV 
and 25 kV radiation (RBE =  D200kV/D25kV).

Results

Cell survival

The clonogenic survival data following irradiation with 
25 kV and 200 kV X-rays are presented in Table 1 and Fig. 1 
as means with standard errors (SEM) and standard deviation 
(SD). Plating efficiency of BxPC-3 cells was 8 – 10%, for 
MDA-MB-468 cells < 1%.

Initially, survival of BxPC-3 cells decreased earlier after 
200 kV irradiation than after 25 kV. At higher doses ≥ 4 Gy, 
cell numbers decreased steeply following 25 kV irradiation 

Fig. 2  Proportion of binucleated cells within the total cell population 
of BxPC-3 (top) and MDA-MB-468 (bottom) in dependence of radia-
tion dose for 25 kV X-rays (black circles) compared to 200 kV X-rays 
(white circles) as mean ± SEM

Table 3  Coefficients ± SE of 
the linear quadratic model for 
the fraction of binucleated cells 
with micronuclei (BNC + MN/
BNC) of cell lines BxPC-3 and 
MDA-MB-468 after irradiation 
with 25 kV and 200 kV X-rays

a Analysis performed with b = 0

Cell line Radiation quality a ± SE b ± SE c ± SE p

BxPC-3 25 kV 0.0716 ± 0.0972 2.9526 ± 0.8934 2.2539 ± 1.8283  < 0.0001
200 kV 0.1487 ± 0.0454 0.7259 ± 0.4350 3.3550 ± 0.9384  < 0.0001

MDA-MB-468 25 kV 0.4616 ± 0.0789 0.3936 ± 0.7967 3.5939 ± 1.8818  < 0.0001
200 kV 0.9569 ± 0.2155 − 1.3297 ± 2.2371 7.2642 ± 5.1609  < 0.0001
200  kVa 0.8312 ± 0.0399a 0.0000 ± 0.0000a 4.4590 ± 1.9899a  < 0.0001a



165Radiation and Environmental Biophysics (2023) 62:161–170 

1 3

compared to a much shallower behaviour at 200 kV with 
higher surviving fractions.

MDA-MB-468 survival decreased linearly after 25 kV 
irradiation. A similar behaviour was initially observed at 
200 kV. At higher doses ≥ 4 Gy, cell survival followed a 
slightly concave curve shape associated with higher surviv-
ing fractions compared to 25 kV irradiation.

The linear quadratic analysis of the data showed a sig-
nificant fitting of both curves (p < 0.0001). Coefficients of 
the LQ model and corresponding RBE values are displayed 
in Table 2.

For BxPC-3 cells, α-coefficients of 0.14 and 0.42 for 
200 kV and 25 kV irradiation were determined. An RBE of 
0.3 for the initial slope of the curve, α25/α200, was calculated. 
With values of ~ 0 for 25 kV, β-coefficients differed signifi-
cantly corresponding to an absent bending of the curve. Sur-
viving fractions of 0.57 (25 kV) and 0.4 (200 kV) at 2 Gy 
correspond to a less effective reference irradiation with a 
factor of 0.8. RBE values for cell survival of 90%, 50% and 
10% were 0.5, 0.8 and 1.3.

Cell survival analysis of MDA-MB-468 resulted in 
identical α-coefficients of 0.5 for both radiation qualities; 
β-coefficients were not significantly different from 0 corre-
sponding to a linear curve shape for both, 25 kV and 200 kV 
X-rays. Also,  SF2 values were similar for both radiation 
qualities resulting in an RBE of 1.0 for all parameters.

Micronuclei formation

Incidence of binucleated cells in dependence of radiation 
dose

Dose-dependent fractions of BNC within the cell popula-
tions are illustrated in Fig. 2. Following 200 kV irradiation 
up to 6 Gy, BxPC-3 cells displayed similar numbers of BNC 
compared to non-irradiation. At higher doses, a progressive 
decrease of the fraction of BNC due to an increasing pro-
liferation inability was observed. After 25 kV irradiation, 
decreased BNC fractions were already observable from 2 Gy 
onwards. For both radiation qualities, the frequency of of 
BNC in MDA-MB-468 cell populations corresponded to 
non-irradiated conditions up to a dose of 5 Gy, followed by 
a progressive decrease of BNC for both, 25 kV and 200 kV 
irradiation.

Frequency of binucleated cells with micronuclei

Dose-dependent numbers of MN-containing BNC are illus-
trated in Table 3 and Fig. 3A. Both cell lines and radiation 
qualities displayed a progressive increase of the population 
of BNC with MN in a linear quadratic dose–effect rela-
tionship with p < 0.0001. In BxPC-3 cells, dose–response 

Fig. 3  A Proportion of binucleated cells carrying micronuclei 
within the population of binucleated cells of BxPC-3 (top) and 
MDA-MB-468 (bottom) in dependence of radiation dose for 25  kV 
X-rays (black circles) compared to 200 kV X-rays (white circles) as 
mean ± SEM. The curve fit represents the parameters summarised 
in Table  3. B RBE for the fraction of micronuclei-containing binu-
cleated cells of BxPC-3 (top) and MDA-MB-468 (bottom). For the 
breast cancer cell line, the analysis was repeated for the adjusted 
curve with b = 0 (white triangles) as the original curve had a negative 
term b (black triangles)
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following 200 kV irradiation resulted in a convex curve 
shape, while a linear increase of the fraction of MN-
containing BNC was observed following 25  kV. At all 
doses, (BNC + MN)/BNC following low-energy irradia-
tion exceeded those after 200 kV irradiation reflecting a 
higher effectiveness at similar doses. Due to the different 
curve shapes, the RBE depended on the analysed effect 
level (Fig. 3B). RBE values increased with dose and were 
similar at 1 Gy. The portion of MN in 5% and 10% of BNC 
resulted in an RBE of 1.9, and for larger numbers, RBE 
values decreased to 1.5. The RBE for the initial slope of the 
curve,  b25/b200, equaled 4.1.

In contrast, 200 kV reference irradiation induced larger 
fractions of MN-containing BNC than 25 kV at all doses in 
MDA-MB-468 cells with RBE values  < 1 throughout the 
whole effect range reflecting a reduced effectiveness of low-
energy radiation compared to the reference radiation. At a 
low effect level of 5% BNC with MN, RBE is about 0.6 and 
stabilised at 0.8 at ≥ 10%. Due to the negative b-coefficient, 
the initial slope for 200 kV was not assessed.

Number of micronuclei per binucleated cell

The average frequency of micronuclei per binucleated cell 
(MN/BNC) followed a linear quadratic dose–response rela-
tionship as well with p < 0.0001 (Table 4). For 200 kV irra-
diation, linear quadratic analyses were repeated with b = 0 
due to a negative b-coefficient not significantly different 
from zero (Fig. 4A).

While at 1 Gy both radiation qualities induced com-
parable levels of MN/BNC, the cell lines differed in their 
response to higher doses: in contrast to MDA-MB-468 cells, 
low-energy irradiation generated larger numbers of MN/
BNC than the reference irradiation in BxPC-3 cells, reflect-
ing a higher biological effectiveness. The corresponding 
RBE values are presented in Fig. 4B. In BxPC-3 cells, the 
RBE was initially about ~ 2, decreasing progressively to ~ 1.4 
with increasing MN incidence. In MDA-MB-468 cells, RBE 
initially equaled 2 and decreased to ~ 0.8.

Number of micronuclei per MN‑containing binucleated cell

The frequency of micronuclei per MN-containing binucle-
ated cell (MN/(BNC + MN)) is presented in Fig. 5A.

In BxPC-3 cells, 25 kV induced more MN than 200 kV 
irradiation at all doses, while radiation response of MDA-
MB-468 cells displayed pronounced variations. In both cell 
lines, irradiation with 25 kV displayed in a linear curve 
shape, while a linear quadratic response was observed fol-
lowing 200 kV irradiation (Table 5). The different curve 
shapes cause a varying RBE depending on the effect level 
(Fig. 5B). In BxPC-3 cells, initial RBE values of 2–2.5 
approached progressively to 1 with increasing radiation 
effect. A similar behaviour was observed for MDA-MB-468 
cells with an initial RBE of 1.5 and a steeper decline.

Discussion

In the present study, the dose–response relationships for 
clonogenic cell survival and cytogenetic changes in terms 
of micronuclei formation following irradiation with low-
energy 25 kV X-rays relative to 200 kV were examined 
in p53-mutated cancer cells of the breast and pancreas. 
The dose–effect curves were fitted with the linear quad-
ratic model as the established method of cellular radiation 
effects.

The majority of studies focusing on the RBE of low-
energy X-rays of 25–30 kV, as used for mammography, 
yielded values between 1 and 2 (for review see Mills et al. 
(2015)). Also, the results of the present study are in this 
range. For clonogenic survival, the reference irradiation 
resulted in an almost linear dose–effect curve in BxPC-3 
cells, while 25 kV irradiation displayed a typical shoulder 
curve with RBE values of  < 1 at low doses and  > 1 at doses 
above 3 Gy. For MDA-MB-468 cells, dose–effect curves 
of both, 25 kV and 200 kV, were linear and almost identi-
cal resulting in an RBE = 1. In both cell lines, analysis of 
micronuclei formation showed decreasing levels of BNC 
at higher doses > 6 Gy due to limited proliferation ability. 
The fraction of MN-containing BNC of BxPC-3 reflected 
a higher effectiveness of 25 kV with an RBE of 1.4–1.9. 

Table 4  Coefficients ± SE of 
the linear quadratic model for 
the number of micronuclei 
per binucleated cell (MN/
BNC) of cell lines BxPC-3 and 
MDA-MB-468 after irradiation 
with 25 kV and 200 kV X-rays

a Analysis performed with b = 0

Cell lines Radiation quality a ± SE b ± SE c ± SE p

BxPC-3 25 kV 0.0049 ± 0.0013 0.0301 ± 0.0124 0.0156 ± 0.0266  < 0.0001
200 kV 0.0059 ± 0.0009 − 0.0142 ± 0.0092 0.0550 ± 0.0203  < 0.0001
200  kVa 0.0045 ± 0.0003a 0.0000 ± 0.0000a 0.0275 ± 0.0104a  < 0.0001a

MDA-MB-468 25 kV 0.0073 ± 0.0015 0.0004 ± 0.0155 0.0423 ± 0.0369  < 0.0001
200 kV 0.0210 ± 0.0048 − 0.0817 ± 0.0504 0.1720 ± 0.1208  < 0.0001
200  kVa 0.0132 ± 0.0007a 0.0000 ± 0.0000a 0.0000 ± 0.0000a  < 0.0001a
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Fig. 4  A Frequency of micronuclei per binucleated cell of BxPC-3 
(top) and MDA-MB-468 (bottom) in dependence of radiation dose 
for 25 kV X-rays (black circles) compared to 200 kV X-rays (white 
circles) as mean ± SEM. The curve fit represents the parameters 
of Table  4 with adjusted values for 200  kV (b = 0). B RBE for the 
frequency of micronuclei per binucleated cell of BxPC-3 (top) 
and MDA-MB-468 (bottom). For both cell lines, the analysis was 
repeated for the adjusted curves with b = 0 (white symbols) due to the 
negative term b of the original curves (black symbols)

Fig. 5  A Frequency of micronuclei per micronuclei-containing binu-
cleated cell of BxPC-3 (top) and MDA-MB-468 (bottom) in depend-
ence of radiation dose for 25 kV X-rays (black circles) compared to 
200  kV X-rays (white circles) as mean ± SEM. The curve fit repre-
sents the parameters of Table 5. B RBE for the frequency of micronu-
clei per micronuclei-containing binucleated cell of BxPC-3 (top) and 
MDA-MB-468 (bottom). For the pancreas cancer cell line, the analy-
sis was repeated for the adjusted curves with b = 0 (white circles) due 
to the negative term b of the original curve (black circles)
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In contrast, there was a decreased effectiveness of the low-
energy irradiation for MDA-MB-468 associated with RBE 
values of 0.6–0.8. For the number of MN per BNC, RBE 
values ranged between 1.4 and 2.2 for BxPC-3 cells, whereas 
for MDA-MB-468 the reference irradiation showed a smaller 
effectiveness (decreasing RBE values between 2 and 1) at 
lower doses < 3 Gy, while it was more effective at higher 
doses with an RBE ~ 0.8. For the number of MN per MN-
containing BNC, both cell lines displayed a linear quadratic 
dose–effect relationship for 200 kV and a linear progression 
following 25 kV X-rays. The resulting RBE values decreased 
progressively down to 1 from 2.3 (BxPC-3) and 1.5 (MDA-
MB-468), respectively. In summary, 25 kV X-rays were 
more effective compared to 200 kV reference irradiation for 
all end points in pancreatic cancer cells different from breast 
cancer cells. Based on the reduced sensitivity, we found for 
MDA-MB-468 cells towards 25 kV radiation, the influence 
of further decreasing the energy of diagnostic X-rays might 
be worth testing to further reduce the risk of regular mam-
mography screenings.

The influence of p53 status on radiosensitivity has mostly 
been examined in the context of radiotherapy that uses 
high-energy gamma radiation. Thereby, mutant p53 and 
 p53null status have been associated with both, increased and 
decreased radiosensitivity (Kong et al. 2021).

These studies used a variety of cell lines such as mouse 
fibroblasts, rat lung epithelial cells and different human 
cancer lines and often compared different cell lines with 
and without p53 mutations. However, to what extent radia-
tion responses are based on the characteristics of the cell 
lines or are related to the p53 status needs to be determined 
within the same cell line with vs. without a p53 mutation, 
e.g. through transfection of intact wild-type p53 into mutant 
cells. This has unfortunately also not been done here and 
therefore requires additional investigations enabling direct 
conclusions on the impact of a p53 mutation on sensitivity 
towards low-energy X-rays.

The present study confirms that the biological effective-
ness for different end points varies in dependence of dose. 
To induce evident effects, cell culture studies are performed 
with higher doses than used in X-ray diagnostics (Metaxas 
et  al. 2019), making it hardly possible to draw direct 

conclusions on the effectiveness of low doses as applied 
in mammography. Thus important in this context, Li et al. 
(2017a) demonstrated that in p53-mutant MDA-MB-231 but 
not normal breast cells, low doses of 50–200 mGy X-rays 
at 12.5 kV accelerated cell growth, induced an accumula-
tion of mutant p53 and upregulated the expression of cyclin-
dependent kinases CDK4, CDK6 and cyclin D1, which are 
involved in the development and survival of numerous can-
cer types (Goel et al. 2022). Introduction of wild-type p53 
into MDA-MB-231 cells abolished irradiation-induced cell 
proliferation (Li et al. 2017a). Similar radiation treatment 
inhibited cell growth of  p53null type PC-3 prostate cancer 
cells, but not of the normal prostate cell line RWPE-1. Fur-
ther, the radiation-induced expression of ataxia-telangiecta-
sia mutated (ATM) protein, observed in both cell lines, only 
activated the ATMp̸21 pathway and upregulated p21 expres-
sion in PC-3, but not in RWPE-1 cells (Li et al. 2017b). 
ATM kinase plays a critical role in radiation-induced DNA 
damage response. It activates p21 to induce cell cycle arrest 
via direct binding to p53 (Mezzomo et al. 2020), though 
alternative, p53-independent, p21-expression has also been 
observed (Macleod et al. 1995). Blocking of wild-type p53 
in RWPE-1 cells enabled activation of the ATM/p21 path-
way and upregulation of p21 in response to radiation (Li 
et al. 2017b). Stankevicins et al. (2013) demonstrated that 
low-energy X-rays (5 Gy, 30 kV) are able to increase the 
expression of miR-34a in normal breast cells MCF-10A 
and p53-wild-type breast cancer cells MCF-7, while its 
level remained unchanged in p53-mutant breast cancer cells 
T-47D. MiR-34a belongs to a family of microRNAs that are 
activated through p53 and in turn are involved in the expres-
sion of various p53-induced genes (Navarro & Lieberman 
2015). These findings support the hypothesis that the p53 
status differentiates the radiation responses of healthy and 
tumorous cells which should be taken into account for risk 
estimation for cancer screening programmes but have also 
motivated p53-targeted cancer therapies. Small-molecule 
compounds such as inhibitors of heat shock protein 90 and 
histone deacetylase aim at reducing tumour growth through 
depletion of mutant p53, while treatment with e.g. PRIMA-1 
(2,2-bis (hydroxymethyl)-1-azabicyclo[2,2,2]octan-3-
one) reconstitutes wild-type p53 (Parrales & Iwakuma 

Table 5  Coefficients ± SE of 
the linear quadratic model for 
the number of micronuclei 
per micronuclei-containing 
binucleated cell (MN/
BNC + MN) of cell lines 
BxPC-3 and MDA-MB-468 
after irradiation with 25 kV and 
200 kV X-rays

a Analysis performed with b = 0

Cell line Radiation quality a ± SE b ± SE c ± SE p

BxPC-3 25 kV 0.0021 ± 0.0043 0.0996 ± 0.0357 0.9712 ± 0.0617  < 0.0001
200 kV 0.0154 ± 0.0042 − 0.0436 ± 0.0401 1.0979 ± 0.0794 0.0002
200  kVa 0.0108 ± 0.0009a 0.0000 ± 0.0000a 1.0185 ± 0.0317a  < 0.0001a

MDA-MB-468 25 kV 0.0016 ± 0.0032 0.0298 ± 0.0263 1.1047 ± 0.0410 0.0023
200 kV 0.0046 ± 0.0036 0.0003 ± 0.0308 1.1286 ± 0.0555 0.0059
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2015). These agents have further been shown to increase 
p53-dependent radiosensitivity in cancer cells (Kim et al. 
2010; Perdrix et al. 2017; Shintani et al. 2006). Though such 
radiosensitisers could increase the effectiveness of radio-
therapy and improve local control of radio-resistant tumours, 
their impact on the risk for recurrence and second tumours 
due to surveillance screenings with diagnostic low-energy 
X-rays still needs to be explored.

Author contributions BH performed experiments, analysed the 
data and wrote the manuscript. WD conceptualised and supervised 
the study, analysed the data and contributed to the manuscript. WD 
passed away before finalisation of this manuscript: Friedl, A.A., 
Rühm, W. & Wojcik, A. Obituary Prof. Dr. Wolfgang Dörr (1959–
2019). Radiat Environ Biophys 59, 1 (2020). https:// doi. org/ 10. 1007/ 
s00411- 020- 00831-4.

Funding Open Access funding enabled and organized by Projekt 
DEAL.

Data availability The datasets generated during and/or analysed dur-
ing the current study are available from the corresponding author on 
reasonable request.

Declarations 

Conflict of interest The authors have no competing financial or propri-
etary interests in any material discussed in this article.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article's Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article's Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

References

Beyreuther E, Dörr W, Lehnert A, Lessmann E, Pawelke J (2009) Rela-
tive biological effectiveness of 25 and 10 kV X-rays for the induc-
tion of chromosomal aberrations in two human mammary epithe-
lial cell lines. Radiat Environ Biophys 48(3):333–340. https:// doi. 
org/ 10. 1007/ s00411- 009- 0221-4

Beyreuther E, Dörr W, Lehnert A, Leßmann E, Pawelke J (2012) FISH-
based analysis of 10- and 25-kV soft X-ray–induced DNA dam-
age in 184A1 human mammary epithelial cells. Radiat Environ 
Biophys 51(1):33–42. https:// doi. org/ 10. 1007/ s00411- 011- 0396-3

Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A 
(2018) Global cancer statistics 2018: GLOBOCAN estimates of 
incidence and mortality worldwide for 36 cancers in 185 coun-
tries. CA Cancer J Clin 68(6):394–424. https:// doi. org/ 10. 3322/ 
caac. 21492

Cailleau R, Olivé M, Cruciger QVJ (1978) Long-term human breast 
carcinoma cell lines of metastatic origin: preliminary characteri-
zation. In Vitro 14(11):911–915. https:// doi. org/ 10. 1007/ BF026 
16120

Cicenas J, Kvederaviciute K, Meskinyte I, Meskinyte-Kausiliene 
E, Skeberdyte A, Cicenas J (2017) KRAS, TP53, CDKN2A, 
SMAD4, BRCA1, and BRCA2 mutations in pancreatic cancer. 
Cancers 9(12):42. https:// doi. org/ 10. 3390/ cance rs905 0042

Duffy MJ, Synnott NC, Crown J (2018) Mutant p53 in breast can-
cer: Potential as a therapeutic target and biomarker. Breast 
Cancer Res Treat 170(2):213–219. https:// doi. org/ 10. 1007/ 
s10549- 018- 4753-7

Fenech M (1993) The cytokinesis-block micronucleus technique: A 
detailed description of the method and its application to geno-
toxicity studies in human populations. Mutat Res 285(1):35–44. 
https:// doi. org/ 10. 1016/ 0027- 5107(93) 90049-L

Goel S, Bergholz JS, Zhao JJ (2022) Targeting CDK4 and CDK6 in can-
cer. Nat Rev Cancer. https:// doi. org/ 10. 1038/ s41568- 022- 00456-3

Heyes GJ, Mill AJ, Charles MW (2006) Enhanced biological effec-
tiveness of low energy X-rays and implications for the UK breast 
screening programme. Br J Radiol 79(939):195–200. https:// doi. 
org/ 10. 1259/ bjr/ 21958 628

Hong J-Y, Han K, Jung J-H, Kim JS (2019) Association of exposure to 
diagnostic low-dose ionizing radiation with risk of cancer among 
youths in South Korea. JAMA Netw Open 2(9):e1910584. https:// 
doi. org/ 10. 1001/ jaman etwor kopen. 2019. 10584

ICRP (2007) Editorial: FOUNDATIONS AND FUNDAMENTALS. 
Ann ICRP 37(6):3–5. https:// doi. org/ 10. 1016/j. icrp. 2008. 08. 001

Kim IA, Kim IH, Kim HJ, Chie EK, Kim J-S (2010) HDAC inhibitor-
mediated radiosensitization in human carcinoma cells: a general 
phenomenon? J Radiat Res 51(3):257–263. https:// doi. org/ 10. 
1269/ jrr. 09115

Kong X, Yu D, Wang Z, Li S (2021) Relationship between p53 sta-
tus and the bioeffect of ionizing radiation (Review). Oncol Lett 
22(3):661. https:// doi. org/ 10. 3892/ ol. 2021. 12922

Lehnert A, Lessmann E, Pawelke J, Dörr W (2006) RBE of 25 kV 
X-rays for the survival and induction of micronuclei in the human 
mammary epithelial cell line MCF-12A. Radiat Environ Biophys 
45(4):253–260. https:// doi. org/ 10. 1007/ s00411- 006- 0062-3

Lehnert A, Dörr W, Lessmann E, Pawelke J (2008) RBE of 10 kV 
X rays determined for the human mammary epithelial cell line 
MCF-12A. Radiat Res 169(3):330–336. https:// doi. org/ 10. 1667/ 
RR0874.1

Li S-J, Liang X-Y, Li H-J, Li W, Zhou L, Chen H-Q, Ye S-G, Yu D-H, 
Cui J-W (2017a) Low-dose irradiation promotes proliferation of 
the human breast cancer MDA-MB-231 cells through accumula-
tion of mutant P53. Int J Oncol 50(1):290–296. https:// doi. org/ 
10. 3892/ ijo. 2016. 3795

Li S-J, Liang X-Y, Li H-J, Yang G-Z, Li W, Li Z, Zhou L, Wen X, Yu 
D-H, Cui J-W (2017b) Low-dose irradiation inhibits prolifera-
tion of the p53null type human prostate cancer cells through the 
ATM/p21 pathway. Int J Mol Med. https:// doi. org/ 10. 3892/ ijmm. 
2017. 3237

Macleod KF, Sherry N, Hannon G, Beach D, Tokino T, Kinzler K, 
Vogelstein B, Jacks T (1995) P53-dependent and independent 
expression of p21 during cell growth, differentiation, and DNA 
damage. Genes Dev 9(8):935–944. https:// doi. org/ 10. 1101/ 
gad.9. 8. 935

Menon V, Povirk L (2014) Involvement of p53 in the Repair of DNA 
Double Strand Breaks Multifaceted Roles of p53 in Homolo-
gous Recombination Repair (HRR) and Non-Homologous 
End Joining (NHEJ). In: Deb SP, Deb S (eds) Mutant p53 and 
MDM2 in Cancer. Springer, Berlin, pp 321–336

Metaxas VI, Messaris GA, Lekatou AN, Petsas TG, Panayiotakis GS 
(2019) Patient doses in common diagnostic x-ray examinations. 

https://doi.org/10.1007/s00411-020-00831-4
https://doi.org/10.1007/s00411-020-00831-4
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1007/s00411-009-0221-4
https://doi.org/10.1007/s00411-009-0221-4
https://doi.org/10.1007/s00411-011-0396-3
https://doi.org/10.3322/caac.21492
https://doi.org/10.3322/caac.21492
https://doi.org/10.1007/BF02616120
https://doi.org/10.1007/BF02616120
https://doi.org/10.3390/cancers9050042
https://doi.org/10.1007/s10549-018-4753-7
https://doi.org/10.1007/s10549-018-4753-7
https://doi.org/10.1016/0027-5107(93)90049-L
https://doi.org/10.1038/s41568-022-00456-3
https://doi.org/10.1259/bjr/21958628
https://doi.org/10.1259/bjr/21958628
https://doi.org/10.1001/jamanetworkopen.2019.10584
https://doi.org/10.1001/jamanetworkopen.2019.10584
https://doi.org/10.1016/j.icrp.2008.08.001
https://doi.org/10.1269/jrr.09115
https://doi.org/10.1269/jrr.09115
https://doi.org/10.3892/ol.2021.12922
https://doi.org/10.1007/s00411-006-0062-3
https://doi.org/10.1667/RR0874.1
https://doi.org/10.1667/RR0874.1
https://doi.org/10.3892/ijo.2016.3795
https://doi.org/10.3892/ijo.2016.3795
https://doi.org/10.3892/ijmm.2017.3237
https://doi.org/10.3892/ijmm.2017.3237
https://doi.org/10.1101/gad.9.8.935
https://doi.org/10.1101/gad.9.8.935


170 Radiation and Environmental Biophysics (2023) 62:161–170

1 3

Radiat Prot Dosimetry 184(1):12–27. https:// doi. org/ 10. 1093/ 
rpd/ ncy169

Mezzomo LC, Spalding SM, Calil LN, Limberger RP, Mezzari A 
(2020) ATM mutations and radio-sensitivity: a review ofmo-
lecular pathology andcancer susceptibility. Int J Pharm Biol 
Sci 10(2):229–237

Mills CE, Thome C, Koff D, Andrews DW, Boreham DR (2015) 
The relative biological effectiveness of low-dose mammography 
quality x rays in the human breast MCF-10A cell line. Radiat 
Res 183(1):42–51. https:// doi. org/ 10. 1667/ RR138 21.1

Navarro F, Lieberman J (2015) miR-34 and p53 new insights into a 
complex functional relationship. PLoS ONE 10(7):e0132767. 
https:// doi. org/ 10. 1371/ journ al. pone. 01327 67

Paget V, Ben Kacem M, Dos Santos M, Benadjaoud MA, Soysou-
vanh F, Buard V, Georges T, Vaurijoux A, Gruel G, François 
A, Guipaud O, Milliat F (2019) Multiparametric radiobiologi-
cal assays show that variation of X-ray energy strongly impacts 
relative biological effectiveness: comparison between 220 
kV and 4 MV. Sci Rep 9(1):14328. https:// doi. org/ 10. 1038/ 
s41598- 019- 50908-4

Parrales A, Iwakuma T (2015) Targeting oncogenic mutant p53 for can-
cer therapy. Front Oncol. https:// doi. org/ 10. 3389/ fonc. 2015. 00288

Pauwels EKJ, Foray N, Bourguignon MH (2015) Breast cancer 
induced by X-ray mammography screening? A review based 
on recent understanding of low-dose radiobiology. Med Princ 
Pract 25(2):101–109. https:// doi. org/ 10. 1159/ 00044 2442

Perdrix A, Najem A, Saussez S, Awada A, Journe F, Ghanem G, 
Krayem M (2017) PRIMA-1 and PRIMA-1Met (APR-246): from 
mutant/wild type p53 reactivation to unexpected mechanisms 
underlying their potent anti-tumor effect in combinatorial thera-
pies. Cancers 9(12):172. https:// doi. org/ 10. 3390/ cance rs912 0172

Pereira SP, Oldfield L, Ney A, Hart PA, Keane MG, Pandol SJ, Li 
D, Greenhalf W, Jeon CY, Koay EJ, Almario CV, Halloran C, 
Lennon AM, Costello E (2020) Early detection of pancreatic 

cancer. Lancet Gastroenterol Hepatol 5(7):698–710. https:// doi. 
org/ 10. 1016/ S2468- 1253(19) 30416-9

Shintani S, Zhang T, Aslam A, Sebastian K, Yoshimura T, Ham-
akawa H (2006) P53-dependent radiosensitizing effects of 
Hsp90 inhibitor 17-Allylamino-17-demethoxygeldanamycin 
on human oral squamous cell carcinoma cell lines. Int J Oncol. 
https:// doi. org/ 10. 3892/ ijo. 29.5. 1111

Siu AL, US Preventive Services Task Force (2016) Screening for 
breast cancer: US preventive services task force recommendation 
statement. Ann Intern Med 164(4):279. https:// doi. org/ 10. 7326/ 
M15- 2886

Stankevicins L, Almeida da Silva AP, Ventura dos Passos F, dos Santos 
Ferreira E, Menks Ribeiro MC (2013) MiR-34a is up-regulated 
in response to low dose, low energy X-ray induced DNA damage 
in breast cells. Radiat Oncol 8(1):231. https:// doi. org/ 10. 1186/ 
1748- 717X-8- 231

Tan MH, Nowak NJ, Loor R, Ochi H, Sandberg AA, Lopez C, Pickren 
JW, Berjian R, Douglass HO, Chu TM (1986) Characterization 
of a new primary human pancreatic tumor line. Cancer Invest 
4(1):15–23. https:// doi. org/ 10. 3109/ 07357 90860 90398 23

Zielonke N, Gini A, Jansen EEL, Anttila A, Segnan N, Ponti A, Veerus 
P, de Koning HJ, van Ravesteyn NT, Heijnsdijk EAM, Veerus P, 
Anttila A, Heinävaara S, Sarkeala T, Cañada M, Pitter J, Széles 
G, Voko Z, Minozzi S, Priaulx J (2020) Evidence for reducing 
cancer-specific mortality due to screening for breast cancer in 
Europe: a systematic review. Eur J Cancer 127:191–206. https:// 
doi. org/ 10. 1016/j. ejca. 2019. 12. 010

Publisher's Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

https://doi.org/10.1093/rpd/ncy169
https://doi.org/10.1093/rpd/ncy169
https://doi.org/10.1667/RR13821.1
https://doi.org/10.1371/journal.pone.0132767
https://doi.org/10.1038/s41598-019-50908-4
https://doi.org/10.1038/s41598-019-50908-4
https://doi.org/10.3389/fonc.2015.00288
https://doi.org/10.1159/000442442
https://doi.org/10.3390/cancers9120172
https://doi.org/10.1016/S2468-1253(19)30416-9
https://doi.org/10.1016/S2468-1253(19)30416-9
https://doi.org/10.3892/ijo.29.5.1111
https://doi.org/10.7326/M15-2886
https://doi.org/10.7326/M15-2886
https://doi.org/10.1186/1748-717X-8-231
https://doi.org/10.1186/1748-717X-8-231
https://doi.org/10.3109/07357908609039823
https://doi.org/10.1016/j.ejca.2019.12.010
https://doi.org/10.1016/j.ejca.2019.12.010

	Relative biological effectiveness of low-energy X-rays (25 kV) in mutant p53 cancer cells
	Abstract
	Introduction
	Materials and methods
	Cell culture
	Irradiation
	Clonogenic assay
	Micronucleus assay
	Data evaluation

	Results
	Cell survival
	Micronuclei formation
	Incidence of binucleated cells in dependence of radiation dose
	Frequency of binucleated cells with micronuclei
	Number of micronuclei per binucleated cell
	Number of micronuclei per MN-containing binucleated cell


	Discussion
	References




