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ORIGINAL ARTICLE

Cytogenetic behavior of cryoprotectant DMSO
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ABSTRACT: IVF (in vitro fertilization) is now used worldwide to overcome female or male infertility. Cryopreservation of
human embryos provides the clearest opportunity to improve the clinical results obtained with IVF. Cryoprotective agents
(CPA) are used to minimize freezing injuries. DMSO has been the most widely used CPA, however, high concentrations of
CPAs in the vitrification solution have been shown to be detrimental to the cell. In order to determine the effect of DMSO
solutions (5%, 10% and 20%) on genetic stability and/or subsequent DNA repair, we have investigated its ability to induce
Sister Chromatid Exchanges (SCEs) and Proliferation Rate Index (PRI) in normal human lymphocyte cultures of peripheral
blood, due to the fact that the study cannot be conducted on embryos and to the limited number of spare available embryos,
the corresponding accessible experimental material was T lymphocyte. The blood samples were taken from three different
healthy donors (conducting experimental procedure in triplicate). After the effect of DMSO solutions on blood according
to the instructions of kit K-SIBV-500, lymphocytes are harvested and cultured with suitable technique to assess SCEs and
PRI. The results show that all three DMSO concentrations cause a statistically dose depended significant increase of SCE
frequency of the lymphocytes (p<0.001) and raise the need for more research regarding the safe and effective use of cryo-
protectant methodologies for the vitrification of cells, gametes and embryos.
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INTRODUCTION practice that allows preservation of fertility potential

Robert G. Edwards was awarded the Nobel Prize in
Physiology/Medicine in 2010 because of his scientific
work in reproductive medicine. He is the scientist
who developed in vitro fertilization (IVF), the process
by which an egg is fertilized by sperm in vitro and is
now used worldwide to overcome female or male in-
fertility.

Cryopreservation, a freezing technique, of human
embryos provides the clearest opportunity to improve
the clinical results obtained with IVF and sustain life
for later use.®

Vitrification, an alternative form of cryopreserva-
tion, is defined as the solidification of a solution
brought about not by crystallization but by extreme
elevation in viscosity during cooling!®!. Tt is a clinical

in women, involves quick cooling using high concen-
trations of cryoprotectants to minimize freezing in-
juries. It is an attractive ultrarapid cryopreservation
technique.* The extremely high concentrations of cry-
oprotective agents (CPA) allow the solidification of
a solution below the glass transition temperature,
without ice crystal formation.”

Vitrification has been successfully applied to both
cleavage and blastocyst stage embryos and clinical
trials have shown high survival rates and promising
implantation rates following transfer of thawed em-
bryos at all stages.®

CPAs can be classified as penetrating and no pen-
etrating agents. Penetrating agents protect the cell at
slow freezing rates and are more likely to cause cell
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damage by osmotic imbalance and direct toxicity’.
Non penetrating agents form a ‘shield” around the
cell, thereby reducing freezing injury by minimizing
the effects of dehydration.

Dimethylsulfoxide (DMSO), a synthetic penetrat-
ing CPA is the best studied CPA.!20

DMSO is an aprotic solvent. It has a very strong
affinity for water and on exposure to air pure DMSO
is rapidly diluted. Therapeutic and toxic agents that are
not soluble in water are often soluble in DMSQO.>!!

DMSO as a cryoprotective agent (CPA) is devel-
oped to substitute a portion of water inside and around
cells, reducing the size of ice crystals and limiting over-
concentration of salts during freezing. However, high
concentrations of CPAs in the vitrification solution
have been shown to be detrimental to the cell; they
can cause cell injuries owing to toxicity.'>* Despite
the protective effect of CPAs during freezing, they are
toxic to live cells, tissues, and organs (bio-samples)
and CPA toxicity increases with concentration and
contact time in liquid state. CPAs bind to proteins and
other molecules, disrupt multiple bio-chemical path-
ways inside the cells, and cause osmotic imbalance.!>!314

In order to determine DMSO influence on genetic
stability and/or subsequent DNA repair, we have in-
vestigated its ability to induce Sister Chromatid Ex-
changes (SCEs) and Proliferation Rate Index (PRI)
in normal human lymphocyte cultures of peripheral
blood. SCE frequency has been identified as one of
the most sensitive indices among sensitive biomarkers
of genotoxicity, such as chromosomal aberrations,
comet assay and micronuclei. SCEs can provide insight
in the cytogenetic damage induced by various geno-
toxic agents at very low concentrations. The determi-
nation of PRI in lymphocyte cultures has been proved
to be a very valuable and sensitive indicator of the cy-
tostatic action of various environmental hazards or
therapeutic agents.”!”

MATERIALS AND METHODS

The vitrification kit K-SIBV-500 is designed for the
vitrification of embryos and oocytes. In particular,
embryos/oocytes are placed for specific time in 3 so-
lutions that contain 5%, 10% and 20% DMSO respe-
ctively, and then put on a carrier device and plunged
into liquid nitrogen. Due to the fact that the study
cannot be conducted on embryos due to the limited
number of spare available embryos, the corresponding
accessible experimental material was T lymphocyte
cultures from peripheral blood of healthy donors.

After a series of pilot experiments in order to improve
and adapt the process as much as possible close to
the conditions of IVF embryo/oocyte vitrification and
given the fact that there hasn’t been a corresponding
survey, peripheral blood was established as experi-
mental material.

The blood samples were taken from three different
healthy donors 18 to 28 years old, who were non-smok-
ers, not receiving any drugs, not consuming consid-
erable quantities of alcohol, or not having suffered
any kind of infection for the last 15 days.

IN VITRO SCES AND PRI ASSAYS

1ml heparinized whole blood and 1ml buffer solution
containing respectively 0%, 5%, 10%, and 20% DMSO
were placed in four (4, experimental) falcon tubes.
1ml of heparinized whole blood without any other so-
lution was placed in one falcon tube, which was used
as control. Each of the experimental tubes was kept
at room temperature for different period: for Omin,
Smin, 2-4min and 40sec respectively (equivalent to
the cryopreservation protocols in IVF).

Just after the end of the respective period, in each
tube Sml of RPMI (RPMI-1640, Biochrome, Berlin) so-
lution was added in order to minimize the action of DM-
SO, centrifugation of the tubes followed for Smin at 1800
rpm and the supernatants were discarded and sediments
consisted of lymphocytes which were treated by the cry-
oprotectants remained in the bottom of the tubes.

Human lymphocyte cultures were prepared by ad-
ding in each tube (containing the corresponding whole
sediment) Sml chromosome medium (RPMI-1640,
Biochrome, Berlin, supplemented with 20% FCS,
0.63% L-glutamine, 0.63% Penicillin/Streptomycin
and 2% Phytohaemagglutinin), and 0,05ml of 5-Bro-
modeoxyuridine (BrdU) water solution (400 pg/ml)
at the beginning of culture life.

The cultures were incubated at 37°C for 72 hours
in the dark, in order to minimize photolysis of BrdU.
Colchicine (0.3ug/ml) was added 2h before the col-
lection of the cultures. The cells were, then, collected
by centrifugation and exposed to 0.075 M KClI for 10
minutes. The hypotonic solution spreads the chromo-
somes and hemolyses the red blood cells. The pellet
was fixed three times with methanol:acetic acid (3:1).
Drops of concentrated suspension of cells were placed
on microslides that allowed to air dry. For SCEs and
PRI analysis, the slides were stained by a modification
of the Fluorescence Plus Giemsa procedure to obtain
harlequin chromosomes.!®
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The same procedure was repeated for the other 2
donors.

STATISTICAL ANALYSIS

For SCEs, more than 30 suitably spread 2nd division
cells from each culture were blindly scored. For PRI,
at least 100 cells in the 1st, 2nd, 3rd and higher divi-
sions from each culture were blindly scored. PRI is
estimated according to: PRI=M1+2M2+3M3+/100,
where M1, M2, and M3+, are the percent values of
cells in the 1st, 2nd, 3rd and higher divisions respec-
tively. For the statistical evaluation of the experimental
data, Student’s t-test was performed to determine
whether any SCE values differed significantly from
the controls and the X2 test was used for the cell ki-
netic comparisons (PRI).*!?

RESULTS

Table 1 and Figure 1 illustrate the cytotoxicity of DM-
SO, presented as dose-dependent increase of SCE fre-
quency. The results show that all three DMSO con-
centrations cause a statistically significant increase of
SCE frequency of the lymphocytes (p<0.001). This
increase is proportional to the increase of the concen-
tration of DMSO. Whereas no statistically significant
difference of SCE frequency was found after comparing
the effect of the same concentration of DMSO (10%)
on two different times (4min and 2min) (p>0.001).

Table 2 and Figure 2 represent the cytostatic effect
of DMSO on cultured human lymphocytes as PRI
values. DMSO has caused a dose-dependent reduction
of PRI values, but this reduction was not statistically
significant (p>0.001).

Table I. Effect of DMSO solutions (5% 10% and 20%) on SCE frequency in human lymphocyte cultures from three
different healthy donors.

1 Donor 2% Donor 3" Donor

SCEs=SE/cell SCEs=SE/cell SCEs=SE/cell
Control 1* (H,O) 7.96+0.49 7.67+0.41 7.67+0.4
Control 2" (buffer) 7.1£0.51 7.33+0.424 7.23+0.497
DMSO 5% for 5min 7.98+0.416 7.98+0.402 8.12+0.370*
DMSO 10% for 2min 11.5+0.574* 11.68+0.418* 10.77£0.444%
DMSO 10% for 4min 11.4+0.518* 10.37+£0.375* 10.74£0.353*
DMSO 20% for 40sec 13.03+0.511* 13.14+0.462* 12.81+0.447*

*Statistically significant (p<0.001) increase over the corresponding control (t-test)

SE= standard error of the mean

A minimum of 20 cells was scored for SCEs from each culture.
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Figure 1. Effect of DMSO solutions (5% 10% and 20%) on SCE frequency in human lymphocyte cultures
from three different healthy donors.
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Table 2. Effect of DMSO solutions (5% 10% and 20%) on PRI values in human lymphocyte cultures from three
different healthy donors.

1% Donor 2" Donor 3" Donor
Control 1** (H,O) 2.34 2.23 2.2
Control 2" (buffer) 2.3 2.12 2.13
DMSO 5% for Smin 1.78 2.04 1.88
DMSO 10% for 2min 1.71 1.99 1.8
DMSO 10% for 4min 1.7 1.99 1.79
DMSO 20% for 40sec 1.67 1.83 1.67
PRI
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Figure 2. Effect of DMSO solutions (5% 10% and 20%) on PRI values in human lymphocyte cultures
from three different healthy donors.

DISCUSSION

DMSO is a clear odorless and colorless organic liquid
that freezes at 18.50° C. It is an inexpensive element
produced as a by-product of the paper industry.!! DM-
SO has been particularly promoted as an analgesic
and anti-inflammatory agent, whilst it is a compound
that has stimulated much controversy in the scientific
literature.> Adverse reactions of DMSO are common,
though they are usually minor and related to the con-
centration of DMSO in the medication solution.?

As IVF has become more widely available and the
need for the cryopreservation of human embryos has
become apparent, pressure for most effective cry-
oprotectants has increased.®

While physiologic and pharmacologic properties
and effects of DMSO are incompletely understood,
the research of Branch DR et al has concluded that
DMSO has been the most widely used cryoprotective
agent for human peripheral blood stem cells. It readily
crosses cell membranes, prevents intracellular for-
mation of ice crystals and disruption of cell membranes
under freezing.*!

Kartberg AJ et al 2008 have studied vitrification
on early mouse and human embryos comparing two
vitrification protocols with similar osmolarities, one
containing DMSO and another without DMSO. They
have concluded that vitrification with DMSO protects
embryo membrane integrity better than solutions
without DMSO, but morphological assessment of em-
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bryos directly after vitrification was not a useful tool
for assessing survival in that study.’

Recently Seet VY et al 2013 have investigated the
detrimental effects of cryoprotectants on oocyte quality
based on the morphological appearance of the oocyte.
The results of their study indicate that observations
based purely on the morphological appearance of the
oocyte to assess the cryosurvival rate are insufficient
and sometimes misleading.

Chatzimeletiou et al., 2011 have provided the first
cytoskeletal analysis of human vitrified blastocysts
comparing the type and incidence of spindle abnor-
malities, to those observed in fresh blastocysts. The
authors concluded that vitrification does not adversely
affect embryo development and the ability of spindles
to form and continue normal divisions. The majority
of spindle/chromosome configurations analyzed were
indeed normal, but the incidence of spindle abnor-
malities (including abnormal shape, chromosome lag-
ging, bridging and multipolarity) were higher in the
vitrified group compared to the fresh group. It is un-
clear whether the increase in spindle abnormalities
following vitrification is due to toxicity or mechanical
stress following exposure to the high concentrations
of cryoprotectants or due to the submersion into liquid
nitrogen.’

Chatzimeletiou et al., 2010 suggested that the ex-
posure to the cryoprotectants causes the cells to shrink
and gives rise to the abnormally shaped spindles which
are observed in the vitrified blastocysts. If this abnor-
mality in morphology is superficial and these abnor-
mally shaped spindles complete mitosis normally it
is likely that the derivative cells will be normal. How-
ever, if this abnormality in the shape of the spindle is
conjugated with a function abnormality, it is possible
that the spindle will either fail to progress further or
if it progresses through mitosis the derivative cells
may have an abnormal chromosomal constitution.
This is certainly the case for the multipolar spindles
that can lead to chaotic chromosomal divisions and
the spindles that are associated with chromosome lag-
ging, in which the derivative cells will be affected by
chromosome loss, and consequently will become
monosomic. Both of these cases may reflect mecha-
nisms that can lead to chromosomal mosaicism in
early human development.?

Whereas DMSO has received intense lay publicity
sporadically over the last four decades studies have
not been performed on its effect on DNA, indicating

that cytogenetic activity of this effective cryoprotectant
has been ignored so far, to the best of our knowledge.

So in order to investigate the cytogenetic behavior
of DMSO in the concentrations that are used during
vitrification of embryos, we have conducted the present
research. Lymphocytes from peripheral blood of three
different young healthy donors have been treated with
DMSO solutions contained in the embryo vitrification
kit K-SIBV-500 according to the manufacturer’s in-
structions. Then these lymphocytes were cultured in
the presence of Brdu and processed for Sister Chro-
matid Exchanges (SCEs) and Proliferation Rate Index
(PRI).

All tested DMSO concentrations, 5%, 10% and
20%, have induced the SCE frequency of cultured
lymphocytes and the induction has been presented as
dose-dependent increase of SCEs, statistically signif-
icant (p<0.001). The cytogenetic effect of 10% DMSO
solution on lymphocytes has been tested for two dif-
ferent times (4min and 2min) of treatment. The results
have revealed that the effect of DMSO for an addi-
tional 2 minutes treatment does not alter the cytoge-
netic behavior of the cryoprotectant. The statistically
significant increase of SCE frequency of human lym-
phocytes which has been induced by DMSO solutions
suggests that at least these specific concentrations of
the cryoprotectant exert cytotoxic activity. In other
words, the effect of DMSO on lymphocytes appear
to cause instability or/and damages to their DNA
molecule that the repair mechanisms of the cell are
not able to repair.

The results of the study also suggest that the 5%,
10% and 20% DMSO solutions after Smin, 2min and
40 exposure on lymphocytes respectively have caused
a dose-dependent reduction of PRI values, but this
reduction was not statistically significant (p>0.001).
Diminution of PRI values means decrease of Prolif-
eration Rate of cultured lymphocytes. So the specific
DMSO solutions could be characterized as mild cy-
tostatic.

This is the first study to investigate the cytotoxicity
of the DMSO concentrations used in IVF vitrification
protocols, by mimicking the exposure times and con-
centrations in blood lymphocytes. Our results show
an increase SCEs and raise the need for more research
regarding the safe and effective use of cryoprotectant
methodologies for the vitrification of cells, gametes
and embryos.
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Kvttagoyevetizi exidgaon dtedhvpdtov Tov xguorgootatevtizoy DMSO

Homadomoviov E, Xattnuehetiov K, Zvppoov M, Kahvdéong A, Iaxrmpidov-Koiton Z.

MEPIAHWH: Ztv puelwon g vroyoviudmtos CUUPBAALEL onuavTixd 1) eEwomuatiry YOVIRomoinom, ®ord v dadiraoio
NG OTTOLOS YLOL TNV CUVTIONON %O EUPQUOUETAPOQC OTTOUTOUVTOL ALAPOQO ROUOTQOOTOTEVTIXA dlohUpata. Ztnv mhetoynpio
TV drohvudtmv autdv dpaonxij ovola amtoterel 1o DMSO (dipeBulooovipoEeidio) oe ouyrevipnoels 5%, 10% naw 20%,
1N ®uTtaQoyeveTXt] dpdon Twv omolwv dev €xel uekemel. Ztdyog TS TaROUo0S EQEVVAS EIVOL 1) OLEQEUVION TMV CUYREXQUUEVMV
ovyxevtpwoemv DMSO 0to yeveTind VAMKO ROAMEQYNUEVMV AEUPORVTTAQWYV TEQLPEQLROT OLLUATOS PUOLOAOYLRMY OTOUMY,
emeldn n uerét Oev elvan duvatdv va dieEayBel oe avBowmiva €ufoua.

T g ROAMEQYELES TV AEUPORVTTAQMV XONOLUOTOL|ONKE NTOQVIOUEVO aipat a6 3 puoLtoAoYwrd veod droua (dteEarymyn
metpopatriic dtadimaoiag eig TouThotv). Metd my enidoaon tmv dahvudtov DMSO (5%, 10% xaw 20%) oto oAxd alua,
ovupva e tig odnyieg tov kit K-SIBV-500, oulAéyovran Tor Aeugoritraoo ®ow RoAMEQYOUVTaL UE TNV RATAANAN TEYVIXY
aote va. extnBovv ot SCEs (ouyvemtal Y 0muomdomay ovioArayav), omd Toug o eva{otntoug deinTeg HuTTaQOTOERGTNTOG
»ow 0 PRI (deintng ouBpot molahaoiaopnot ®uttdemv), 0ELOmLOTog O€iHTNG RUTTOQOOTUTIROTNTAG.

To aroteléopata wov tpoéxnpayv delyvouy otatiotrd onpavirt avEnon twv SCEs (p<0.001) tov Aeupoxuttdomy
avtiotoryn Pe TV aENON ™S oVYREVTQWONS Tov DMSO, eUonio Tov EVOYOTOLEL TIG CUYREXQLUEVES OUYHEVTQWOELS YLCL
RUTTOQOYEVETLXI] OQAOM, YEYOVAE 1TV TETEL VO AMNBel 0oBad VIt SYPLv TNV TEOCTAOELDL EAOYLOTOTOMONG TOV PAUTILRGV
oVVONRAY ®aTd TNV EEWMOMUATIRY YOVILOTONOM).

Aéeig xAeidrd: DMSO, xvttaoyevetinés emdodaels, xowuaTolaxsés avialiayés
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