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Abstract

As the MRI is an uninvading physical assessment method, it is prevailing in clinic,
including brain CT, tumor tracing, and assessment of surgery recovery...etc. In recent years,
many papers discuss about the influence of high magnetic field or radiation on the cell,
physiology and psychology, including expression of c-jun, c-fos gene ~ influencing of Ca2*
fluxes, particularly Ca2" entry from the extracellular environment through the plasma
membrane, and inducing the syndrome of cloustrophobia...etc. Studies with cellular systems
using different exposure setups, exposure durations, amplitudes, frequencies and wave forms
indicate that biological effects of magnetic fields on cellular systems are at hand. But there is
no definite conclusion in this field. In the plan of pig cartilage regeneration, the experiment
group of pig cartilages that assess with MRI repair is not well as control group of pig cartilages
that assessment without MRI. The possible reason is chondrocytes exposing to the high
magnetic field inducing cell apoptosis or cell transformation in the cartilage repair process.

Experiment method: for tests the material using the human chondrocytes, exposes the
human chondrocytes in the nuclear magnetic resonance, using detection time length, whether
uses the radio-frequence scan under the condition, after and the exposition the cell restores
time to be different, separately uses the cell staining and cellular toxic test experiment make
the research to the cell proliferation and cell apoptosis. Moreover by Western blot and
Northern blot to discuss in the cell program death process and time spot, the expression of p53,
cjun, and c-fos. To measure the Ca2" of intracellular and intercellular compartment,
examination Ca2" whether does hold the post of the news transmission which causes the cell
apoptosis.

Results: (1) 3T magnetic field and radio frequency influence cell proliferation and induce
cell apoptosis. (2)Exposing 3T magnetic field and radio frequency, the basis of intracellular
calcium concentration would be raised. (3) Exposing 3T magnetic field and radio frequency,

the cell apoptosis via p21 protein expression pathway.

The chondrocytes are affected by the magnetic resonance. MRI is not a choice for postop
evaluation of cartilage repair.

Keywords: MRI, Chondrocyte, calcium, apoptosis, and p53
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Background and Significance

Background:

MRI provides a high magnetic field environment and is an un-invading physical
assessment method in clinic. It has been shown that high magnetic field and radio frequency
affect gene regulation (1, 2), cell proliferation (3, 4), calcium signaling (5, 6) and apoptosis (7,
8). In this study, we investigated the effect of 3T (1 Tesla= 10000 gauss) static magnetic field
and radio frequency on chondrocytes.
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Methods:

We isolated human chondrocytes from surgical tissues. One day before magnetic fields
exposure, 1000 human chondrocytes were seeded in 96 wells plate. The medium was replaced
with fresh medium one hour before the 3T static magnetic fields exposure. Parts of the human
chondrocytes were unexposed as control group. To investigate the effects of magnetic field on
cell proliferation in human chondrocytes, we counted the cell numbers at recovery time points
including 8-hr, 1-, 2-, 3- and 4-days by the MTS assay kit (Promega). To examine the cell death
caused by 3T static magnetic exposure, we seeded human chondrocytes in 25T flasks to about
80% confluence on the day of exposure. The cells were exposed to 3T static magnetic fields for
one hour (MRI group) or exposed to 3T static magnetic fields plus 60 MHz radio frequency for
one hour (RF group). Apoptosis of non-exposed control group, MRI group and RF group were
compared at different recovery time points by staining with Annexin V-fluorescein and
propidium iodide (Boehringer Mannheim) according the manufacturer’s protocol. The
percentage of apoptotic cells was determined by flow cytometry. To investigate the
apoptosis-related gene expression such as p53 and p21 genes, we seeded human chondrocytes
in 25T flasks to about 80% confluence and exposed the cells to 3T static magnetic fields for
one hour, then recovered at 37°C under 5% carbon dioxide. At various recovery time points, we
prepared the total cell proteins for Western blotting. 50 g of total proteins per time point were
resolved on a sodium dodecy! sulfate-10% polyacrylamide gel and transferred to Immobilon-P
polyvinylidene difluoride membrane (Millipore). The expression of p53 and p21 were detected
by Western blotting using specific monoclonal antibodies (Santa Cruz Biotechnology). The
blot was visualized with an ECL kit (Amersham-Pharmacia Biotech). To examine whether the
high magnetic fields affect chondrocytes regeneration in vivo, we used 3-month-old Lee-Sung
strain pig as animal model. To mimic human cartilage regeneration and application of MRI in
clinical assessment, we created a defect of 7 mm in diameter on the knee of hind leg in six
Lee-Sung strain pigs. After three months, three Lee-Sung strain pigs were assessed in 3T MR
as experimental group and the others were not exposed as control group. These pigs were
sacrificed 3 months latter and the effects of MRI and radio-frequency on cartilage recovery
were compared between the experiment and control groups.



Results:

Human chondrocytes were isolated and were treated with 3T MRI for 1 hr. The cells were
then recovered at 37°C under 5% carbon dioxide in cellular incubator and the cell proliferation
were assayed by MTS assay a 8 -, 24 -, 48 -, 72 and 96 - hr recovery. The cells of control
group proliferated faster than the ones of MRI group, especialy between 24- to 48-hour
recovery, such as fig 1. The human chondrocytes might be damaged by MRI therefore slow
down growth for repairing. In addition, we exposed the isolated chondrocytes to MRI for 1
hour followed by 60MHz radio-frequency for another one hour (RF group). At theindicated
time points, e.g. 8-, 24 -, 48 -, 72 - and 96 - hr, the proliferation of control was better than MRI
group and RF group at al indicated time points. The chondrocytes of MRI group had the
intermediate growth and ones in RF group had slowest growth among these three groups. To
evautate the influence of 3T MRI and RF on human chondrocytes, the DNA was examined.
The DNA laddering was shown in fig 1, the MRI group and RF group had DNA damage
situation at 48 hour. The cells from these three groups were stained with annexin V and Pl to
investigate the effect of MRI and radio-frequency on cell death. After recovery for 24 hour, the
Annexin V - Pl - stained cells of MRI group and RF group increased more than untreated
control group, such asfig 2. At 48 and 72 hour time points, the cells of RF group were Annexin
V — Pl - stained more than these of MRI group and control group. There were no staining
difference between the MRI group and RF group at 72 hr. By the way, the number of Annexin
V — Pl — stained cells had no difference between control group, MRI group, and RF group at 96
hours. To evaluate the influence of 3T magnetic field and radio frequency on human
chondrocytes, the DNA was examined. The DNA laddering is commonly used to establish if a
decrease in cell viability to due to apoptosis rather than necrosis. As shown in Fig. 3,
polyacrylamide gel electrophoresis of DNA of 3T magnetic field and magnetic field plus radio
frequency treated human chondrocytes revedled DNA fragmentation, characteristic of
apoptotic cells (DNA ladder). The results indicated that the exposure 3T magnetic field and 3T
magnetic field plus radio frequency of human chondrocytes to lead to DNA fragmentation in
recovery 24 and 48 hours, suggesting that high magnetic field induced cell death by apoptosis.
In addition, the radio frequency did not enhance degree of cell apopsotis comparing with only
exposing high magnetic field. The control group had no DNA fragmentation in recovery
different times (fig 3a). The results are consistent with observations of cell apoptosis of human
chondrocytes by MRI and MRI + RF treatment. To explore the basis change of intracellular
calcium concentration after exposing in 3T magnetic field and radio frequency on human
chondrocytes, the intracellular calcium concentration was measured by Fura-2AM stained. The
basis of intracellular calcium concentration had no difference between control, MRI, and MRI
+ RF group after recovery 1.5 and 3 hours (fig.4). In MRI and MRI + RF group, the basis of
intracellular calcium concentration increased a little than control group after recovery 4.5 hours.
The MRI + RF group of basis intracellular calcium concentration a bit higher than MRI group



after recovery 4.5 hours. After recovery 6 hours, the MRl and MRI + RF group of basis
intracellular calcium concentration increased more than control group. At the same time, the
MRI group of basis intracellular calcium concentration increased more than MRI + RF group.
However, exposing normal environment, 3T static magnetic field, and 3T static magnetic field
pulse radio frequency, the basis of intracellular calcium concentration could increase during
short-term recovery time (~6 hours). But the basis of intracellular calcium concentration could
decrease and no difference between control, MRI, and MRI + RF group after recovery 72
hours.

To explore whether high static magnetic fields and radio-frequency causes a change in the
expression of the apoptosis-related genes such as p21 and p53, the chondrocytes were treated
with 3T MRI for 1 hr, or 3T MRI plus 60 MHz radio frequency for 1 hr. The protein level was
detected by Western blotting. p53 expression clearly increased at 24 hrsin MRI treatment and
MRI plus 60 MHz radio-frequency treatment. p21 expression increased at 24 hrs and 48 hrsin
MRI treatment and MRI pulse 60 MHz radio-frequency treatment, such as fig 5. To examine
whether overdose of MRI assessment affect cartilage repair in clinic, we used Lee-Sung strain
pig as anima model. We evaluated the knee cartilage regeneration with or without MRI
assessment. The detail was described briefly in methods. During the 6-month, we found the
defects still existed in the cartilage with MRI exposure (fig. 6A). However, in the cartilage
without MRI exposure, the defects were well repaired (fig. 6B).



Fig 1: The human chondrocytes were exposed in normal environment, 3T magnetic field (MRI) and 3T
magntic field plus radio frequency (MRI + RF) one hour. (A) On a series of recovery time points, the
cells were monitored cell viability by MTS assay, F(10, 54) = 2.193, p < 0.05. (B) At the beginning
stage, the same number of cells was seeded to 6 cm-culture dish, F(6, 36) = 16.566, p < 0.01.
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Fig2: Effect of a3T static magnetic field (MRI) and 3T static magnetic field plus radio frequency (MRI
+ RF) induced apoptosisin human chondrocytes as measured by flow cytometric bivariate anaysis.
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Fig 3: DNA fragmentation detected in human chondrocytes after exposing 3T magnetic field (MRI) and
3T magnetic field plus radio frequency (MRI + RF) one hour.
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Figd: Magnetic field and magnetic field plus radio frequency increase capacitative Ca®" influx
in human chondrocytes.
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Fig5: MRI induce p53 and p21 expression
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Lane 1: Control_4Hr
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Fig 6: Effection of MRI on Pig knee repair
(A) MRI-treated

Discussion:

Our results showed that the 3T static magnetic fields and radio frequency could suppress
cell growth and increase cell apoptosis through p21 and p53 protein expression. We found that
pig cartilage without MRI assessment repaired better than the one with MRI assessment using
pig as model. It is possible that exposure to the high magnetic field induces chondrocytes
apoptosis or transformation during the cartilage repair process. Our data suggests a low dosage
and short exposure time for the use of MRI in clinical assessment.

Conclusion:

MRI is a high magnetic field environment. Because MRI could made some stimulation for
chondocytes, human chondrocytes grow slowly to recovery after treating 3T MRI environment.
The MRI stimulation may induce human chondrocytes apoptosis. It hit the assessment of
cartilage in clinic, safely short time and low doses
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