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Fig. 4. Elemental analysis of PVC sheets by ESCA: (a) typical bar
graph of PVC sheet samples subjected to heat treatment or visible
light irradiation, and negative control and (b) bar graph of PVC sheet
sample subjected to UV irradiation.

sheets, respectively. We hypothesize that the differ-
ence in the contact angle is due to differences in the
embossed processing of the outer and inner surfaces
(Fig. 5c (control) and Fig. 5b (control)). As shown in
Fig. 5, the static angle of contact of the PVC sheets
using the Sandimmun® injection as the wetting agent
was not affected by either heat treatment or visible light
irradiation (Fig. 5a). On the other hand, the static angle
of contact of the inner surface of the UV-irradiated PVC
sheets was decreased with time (Fig. 5b). In addition,
the static angle of contact of the inner surface of the
UV-irradiated positive control PVC sheets was almost
the same as that of the inner surface of the PVC shects
UV-irradiated for 3 months. On the other hand, the
static angle of contact of the outer surface of the UV-
irradiated PVC sheets was increased markedly from the
controf to 3 months (Fig. 5¢).
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Fig. 5. Static angle of contact of PVC sheet samples Sandimmun®
injection was used to determine the static angle of contact of PYC
sheets subjected to heat treatment or optical irraditation. Typical bar
graph of PVC sheet samples subjected to heat treatment or visible
light irradiation. Bar graph of PVC sheet samples subjected to UV
irradiation. The static angle of contact obtained by the inner surface
of PVC sheet. Bar graph of PVC sheet samples subjected to UV
irradiation. The static angle of contact obtained by the outer surface
of PVC sheet.

Therefore, surface structure of the heat-treated PVC
sheets and visible light irradiated PVC sheets did not
change with time. On the other hand, surface struc-
ture of the UV-irradiated PVC sheets was markedly
changed.
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Table 2
Maximum force to break the PVC sheets for tensile test
. 4¢C 37°C 60°C Visible light UV light

1 week 37.03+£1.68 36.54£1.15 37.6412.0] 36,634£1.32 37.59+£0.86
2 weeks 36.12+1.34 36.92+0.52 36.20£0.80 36.97+1.12 36.28 £ 0.67
1 month 36.12 £ 1.07 36.86+2.13 36.46+1.39 36.70 £ 1.69 35.73+0.76
2 months 37.84 :I:_l .93 36431214 36.08 % 1.56 37.0340.39 36.4340.52
3 months 36.76 £ 1.48 36.28+2.04 36.5240.8] 36.86+1.77 36.76 £ 1.05

(n=4) Negative control samples: 36.37 & 0.78 N; positive contro] samiples subjected to heat treatment: 37.28 & 0.92 N; positive control samples
irradiated with visible light: 37.11 & 1.33 N; positive control samples irradiated with UV: 33.07 4 2.88 N.

3.4. Tensile test

Flexibility and stability are some of the reasons why
PVC products are used widely. In order to examine
the deterioration of PVC products subjected to heat
treatment or optical irradiation, the tensile strength and
elasticity were measured. The maximum force to break
the PVC sheets ranged from 33.1 £2.9t037.8 £ 1.9N
regardless of treatment (Table 2).

Therefore, there were no notable changes in the ten-
sile strength and elasticity of the PVC sheets when heat
treatment or optical irradiation was applied.

4. Conclusions

The DEHP content and the surface structure of the
PVC products, and the levels of DEHP migrating from
them were measured in order to determine the influence
of external factors on PVC products during storage. In
addition, a tensile test was carried out to determine the
tensile strength and elasticity of the PVC products. It
was hypothesized that UV irradiation led to changes in
the surface structure, and that change was responsible
for the decreased levels of DEHP migrating from the
PVC products using a drug solvent diluted according
to the package insert.

In order to clarify the change in the surface structure,
we examined the surface by ESCA. In UV-irradiated
PVC sheets, we observed that the hydrogen chloride
level was decreased and oxidation proceeded with
time. Similarly, in the FT-IR spectra, we observed that
the absorption band characteristic of C—Cl stretching
vibration from PVC and the C—H band from the aro-
matic compound were decreased with time. In addition,
the absorption bands in the FT-IR spectra were found
to broaden with time. PVC oxidation and crosslinking
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were surmised to explain these events. Based on these
results, the UV irradiation of PVC products induced a
decrease in the levels of DEHP migration, and the PVC
products maintained their features, such as flexibility
and stability. Some studies have reported the decreased
DEHP release from PVC products by modifying the
surface structure of the products under various condi-
tions such as UV-irradiation with sodiuim azide as an
enhancer for absorbing UV-energy, gamma-ray irradi-
ation, in an aqueous solution containing water-soluble
compounds such as methacrylic acid, and gas plasma
treatment under reduced pressure (Jayakrishnan et al,,
1995; Krishnan et al, 1991). In comparison with
these techniques, the simple UV-irradiation method
described in this study seems to have a great advan-
tage, because it can be performed easily under
atmosphere conditions without reagents or special
instruments.

Today, the medical device industry is searching for
a substitute for DEHP as a plasticizer. Our results
suggest that the levels of DEHP migrating from a
PVC product can be reduced by easy surface treatment
without changing the type of plasticizer. This could
be useful method to develop novel PVC products, if
other safety aspects are confirmed. Possible biological
changes should not be ignored, since increased oxygen
content on the surface could have an important impact
on the activation of the clotting system and comple-
ments. A detailed investigation is in progress in our
laboratory to develop novel PVC products.
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Abstract

The risk assessment of di(2-ethylhexyl)phthalate (DEHP) migrating from polyvinyl chloride (PVC) medical devices is an important issue. Many
studies have been conducted to determine the level of DEHP migration. A recent report has indicated that DEHP in blood bags is hydrolyzed by
esterase into mono(2-ethylhexyl)phthalate (MEHP). However, MEHP is thought to be even more toxic than the parent compound. Therefore, a
method for the simultaneous determination of DEHP and MEHP was developed. The limits of quantification (LOQs) of DEHP and MEHP were
2.5 and 0.75 ng/ml, respectively. In this study, the effect of sterilization process on the levels of DEHP and MEHP migration was investigated. The
level of migration of DEHP from gamma(-y)-ray sterilized PVC sheet was low compared with that of the unsterilized control. By contrast, the level
of MEHP migration from the vy-ray sterilized PVC sheet was high compared with that of the unsterilized control. In addition, a high content of

MEHP was found in the y-ray sterilized PVC sheet.
© 2006 Elsevier B.V. All rights reserved.

Kevwords: Sterilization; Di(2-ethylhexyl)phthalate; Mono(2-ethylhexyl)phthalate; y-Ray

1. Introduction

Polyvinyl chloride (PVC) is one of the most widely used
polymer materials in the medical field. Flexible PVC is used
in the manufacture of blood storage bags, blood tubing, and so
on. Plasticizers are incorporated into PVC medical devices to
increase their flexibility. The esters of phthalic acid, particularly
di(2-ethylhexyl)phthalate (DEHP), are the most preferred plasti-
cizers for medical grade PVC. However, the migration of DEHP
from PVC medical devices has been reported [1-5]. DEHP in
PVC products easily migrates into foods. drugs and body fluids
[6-8]. The toxicity of DEHP has been evaluated |5,9-12], and a
risk assessment study has suggested that it is relatively safe for
humans.

However, it has been reported that DEHP is hydrolyzed enzy-
matically into mono(2-ethylhexyl)phthalate (MEHP) [13-15].
In vitro studies have indicated that MEHP inhibits FSH-
stimulated cAMP accumulation in cultured Sertoli cells [ 16-20].

* Corresponding author. Tel.: +81 3 5498 5763: fax: +8) 3 5498 5765.
E-mail address: nakazawa@boshi.ac.jp (H. Nakazawa).

0731-7085/% ~ see front matter © 2006 Elsevier B.V. All rights reserved.
doi: L1016/, jphi. 20051 2.021

in addition to reducing 17B-estradiol production and aromatase
mRNA expression [21,22]. These results suggest that MEHP
is an active metabolite of DEHP, and that any toxic effects of
orally ingested DEHP are more likely to be due to the prop-
erties of the corresponding monoester rather than the intact
DEHP, and that MEHP may be even more toxic than the par-
ent compound. Medical devices are sterilized because they
directly contact or are inserted into the human body. It has
been reported that DEHP is hydrolyzed by such enzymes as
lipases into MEHP in blood bags [13-15]. Some reports have
indicated that the hydrolysis may have occurred during ster-
ilization by autoclaving {23,24]. For medical devices, such
sterilization processes as autoclaving, gamma(y)-ray irradia-
tion, and exposure of ethylene oxide gas (EOG), are usually
performed.

Therefore, we investigated the effect of the sterilization pro-
cess on the levels of migration of DEHP and MEHP from PVC
medical devices. The PVC sheets that were subjected to various
sterilization processes were cxtracled with purified water, 5%
glucose solution or polyoxyethylated hydrogenated castor oil
60 (HCO-60). Moreover, the contents of DEHP and MEHP in
the PVC sheets were examined. We have developed the column-

—120—-



456 R. o er al. / Journal of Pharmaceutical and Biomedical Analysis 41 (2006) 455460

switching (CS) liquid chromatography—tandem mass spectrom-
etry (LC-MS/MS) as the method for determining DEHP and
MEHP with high sensitivity and selectivity.

2. Experimental (materials and methods)
2.1. Chemicals and materials

Environmental analytical grade DEHP and DEHP-d4 were
purchased from Kanto Chemical Co. Inc. (Tokyo, Japan). MEHP
and MEHP-d4 were purchased from Hayashi Pure Chemical
Industries (Osaka, Japan). The structures of DEHP, MEHP and
their surrogate standards are shown in Fig. 1. Phthalic acid
esters, analytical grade acetonitrile and acetone were used in the
cxperiments. The water purification system used was a Milli-Q
gradient A 10 with an EDS polisher (Millipore, Bedford, MA,
USA).

The test material was PVC sheet that was subjected to -y-
ray irradiation (5°Co: 24.2 kGy), autoclaving (115 °C x 40 min)
or EOG (50°C x 8h) as the sterilization process. In addition,
commercially available PVC tubing on which y-ray sterilization
(20-25 kGy) was performed was used. None of the sterilization
processes were performed on the control sample that was kindly
supplied by the manufacturer.

The extraction solvents were 5% glucose solution for injec-
tion (Otsuka Pharmaceuticals Co., Tokyo, Japan), polyoxyethy-
lated hydrogenated castor o1l 60 (HCO-60) (Wako Pure Chem-
ical Industries Ltd., Osaka, Japan) and purified water.

2.2. Instrumentation

A Series 1100 liquid chromatograph from Agilent Technolo-
gies (USA) was coupled to an AP14000™ (Applied Biosystems
Japan, Tokyo, Japan) equipped with a Turbo lonspray™ jon
ization source. Mass spectrometry data were processed with
Analyst 1.3.2 software. A Shimadzu (Kyoto, Japan) LC-10 AS
pump was used for providing flow through the extraction column

ﬁ CH,—CHy
C—0~—CH,—CH=—{CH,)3~CH,

l—o—cu,—?ﬂ—-(cug)g— CHy
0 CHy=CHy

DEHP

ﬁ Hy=CHy
C==0—CHy=CH—(CHy}y—CH,

== OH

MEHP

to load and wash the sample and to equilibrate the extraction col-
umn. A Mightysi1® RP-18 GP column (5 mm x 2.0mm, 5 um
particle size) from Kanto Chemical was used for the separation.
An Oasis® HLB extraction column (20 mm x 2.1 mm, 25 Mm
particle size) from Waters was used for the extraction and clean-

up.
2.3. Chromatographic and extraction conditions

The column-switching system was used for sample injection
[25]. After 10 ul of the sample was injected with an auto-
sampler, it was loaded onto the extraction column by flowing
pure water at the rate of 1 ml/min using the LC-10 AS pump for
3 min. The matrices in the sample were eluted whereas DEHP
and MEHP were retained on the extraction column. After the
3 min period, the switching valve was changed lo configuration
B (Fig.2). The column oven was maintained at 40 °C. Separation
was carried out with amobile phase of acetonitrile/water (90/10,
v/v) at a flow rate of 0.2 ml/min. The eluate from the analytical
column was directed to the electrospray MS. After elution for
8 min, the switching valve was returned to the original position
(configuration A in Fig. 2).

2.4. MS/MS conditions

The working parameters for turbo ionspray ionization
MS/MS were as follows: declustering potentials, 81 V (DEHP
and DEHP-d,) and —60V (MEHP and MEHP-d4); curtain gas
flow rates, 20 psi (DEHP and DEHP-d4) and 30 psi (MEHP and
MEHP-d,); nebulizer gas (N2) pressure, 30 psi; and turbo ion-
spray gas (Nj) pressure, 0 psi. The ion source temperature was
maintained at 650 °C and the turbo ionspray voltages for DEHP
(DEHP-d4) and MEHP (MEHP-d;) were 5500 and —4500V,
respectively. DEHP and DEHP-d4 were detected in the posi-
tive mode, whereas MEHP and MEHP-d4 were detected in the
negative mode. The product ion mass spectra of DEHP, DEHP-
d4, MEHP and MEHP-d4 obtained by the LC-MS/MS system

D ﬁ CH,~CHj,

D G 0~—CHy—CH—(CH,)3~ CHy
D ]——0—(:H2—<I:H—--((:Hz)a"cH3
D 0 CHy=CH,
DEHP-d,

D ﬁ Hy—CHy
D C—0=CHy=CH==(CH,)3—CH,
D I—OH
D 0
MEHP-d,

Fig. 1. Chemical structures of DEHP. MEHP and their internal standards.
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are shown in Fig. 3. The combinations of precursor ion and
product ions were as follows: DEHP (precursor ion — product
ion, mfz 391 — 149), DEHP-d4 (m/z 395 — 153), MEHP (m/z
277 — 134), and MEHP-d4 (m/z 281 — 138). The collision gas
(N2) pressures were set at 2 units (DEHP and DEHP-d4) and ]
unit (MEHP and MEHP-d,).

2.5. Migration test

The migration of DEHP and MEHP from the PVC sheet
(1 cm x 3 cm) was examined in 5 ml of each solvent. HCO-60
is a surfactant that is used in the formulation of such drugs as
Prograf® and is involved in the migration of DEHP. In addition,
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Fig. 3. Product ion mass spectra of DEHP. MEHP and their imernal standards. (A) DEHP: (B) DEHP-dy (internal standard for DEHP): (C) MEHP: (D) MEHP-d,

{imernal standard for MEHP).
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Fig. 4. Levels of DEHP and MEHP migration into various solutions from PVC sheet samples. Each plotted column is the mean the levels of DEHP or MEHP with

triplicate analysis (n=3). The error bar represents the standard deviation (S.D.).

it has reported that the level of DEHP migration was dependent
on the concentration of HCO-60 [25]. We prepared 0.02 mg/m]
HCO-60 for the migration test [26]. The samples were kept in
test tubes and extraction was carried out with shaking at 37 °C
for 1h. A 1 ml aliquot of the extract was pipetted into another
test tube, and DEHP-d4 and MEHP-d; were added. Then, the
sample solution was appropriate diluted prior to LC-MS/MS
analysis.

The PVC tubing was cut to 10cm length and filled with the
solvents (tube length, 8 cm). The tubing was subjected to extrac-
tion with shaking at 37 °C for 1 h. The extracts were pipetted into
another test tube containing DEHP-d4 and MEHP-d4. Then, all
the samples were appropriate diluted prior to LC-MS/MS anal-
ysis.

2.6. Contents of DEHP and MEHP in PVC

A PVC sample (5 mg) was completely dissolved in 5 m] of
THF. The solution was appropriate diluted with acetonitrile.
Then, the internal standard was added prior to the analysis.

3. Results and discussion

3.1. Analysis of DEHP and MEHP by on-line
SPE-LC-MS/MS

In the proposced method. the limits of quantification (LOQs)
(signal-to-noise ratio >10) of DEHP and MEHP were 2.5 and
0.75 ng/ml with the standard solutions, respectively. For DEHP
measurement, a calibration curve was obtained by plotting the
peak-area ratio (DEHP/DEHP-d,) versus DEHP concentration.
and was linear over the range of 2.5~500 ng/ml (r=0.998).
For MEHP measurement, a calibration curve was obtained by
plotting the peak-area ratio (MEHP/MEHP-dy) versus MEHP
concentration, and was linear over the range of 0.75-500 ng/ml
(r=0.997). We also examined the recovery using 5% glucose
solution. For the glucose solution that was spiked with 50 ng/m!
DEHP and MEHP, the average recoveries of DEHP and MEHP
were 99.2% (R.S.D.=3.2%. n=06) and 109.0% (R.S.D.=3.4%,

n=40), respectively.

3.2. Determination of DEHP and MEHP migration from
PVC sheet and rubing

The developed method was applied to the determination
of DEHP and MEHP migration from the PVC sheets that
were subjected to various sterilization processes (Fig. 4). The
migration of DEHP and MEHP from all the PVC sheets was
observed. The level of DEHP migration had the following order:
HCO-60> water > 5% glucose solution, similar to the report of
Hanawa et al. [25]. Furthermore, when the PVC sheets were
extracted with purificd water and HCO-60, the levels of DEHP
migration from all the PVC sheets that were subjected to the
sterilization processes, particularly y-ray sterilization, were low
compared with the unsterilized control. On the other hand,
the levels of MEHP migration from the unsterilized control,
autoclaved and EOG sterilized PVC sheets were not different,
whereas the y-ray sterilized PVC sheet released a large amount
of MEHP.

Then, the levels of DEHP and MEHP migration from the com-
mercially available PVC tubing sterilized by y-ray were com-
pared with those of the unsterilized one (Fig. 5). As expected,
DEHP more easily migrated in HCO-60 than in water or glu-
cose solution. In HCO-60, the level of DEHP migration from
the y-ray sterilized PVC tubing was low compared with that
of the unsterilized one. Moreover, the unsterilized PVC tubing
released little MEHP whereas the v-ray sterilized PVC tub-
ing released approximately 30-40 times more MEHP compared
with the unsterilized one. In addition, MEHP was also released
from the y-ray sterilized PVC tubing that was extracted with
water or glucose solution.

3.3. Contents of DEHP and MEHP in PVC sheet and tubing

The developed method was also applied to determine the
contents of DEHP and MEHP in the PVC sheets (Table 1) and
the PVC tubing (Table 2). We thought that the DEHP contents
were almost the same in the various sterilized sheets because
the DEHP contents were 26.8-27.8% (w/w) in the sterilized
PVC sheets. By contrast, MEHP was detected in only the y-ray
sterilized PVC sheet. Therefore, PVC material might inherently
contain MEHP. and the MEHP migrated directly into the solvent.
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Fig. 5. Level of DEHP and MEHP migration into various solutions from commercially available PVC tubing. Each plotted column is the mean the levels of DEHP
or MEHP with triplicate analysis (n=3). The error bar represents the standard deviation (S.D.).

Table ]
Contents of DEHP and MEHP in PVC sheet samples treated with - various
sterilization

Control Gamma-ray Autoclave EOG
DEHP (%, w/w) 320 4£57 27808 268+ 1.6 26.8£0.8
MEHP (mg/g) <0.25 0.38 £+ 0.05 <0.25 <0.25

Mean £ S.D., n=3.

The commercially available PVC tubing which was sterilized by
~y-ray was confirmed to contain MEHP, although the level was
below the LOQ. A high dilution ratio was required because of
the difference in level between DEHP and MEHP. Therefore,
MEHP could not be determined in some of the sterilized PVC
sheets.

In this study, the following phenomena were observed: (1) the
level of DEHP migration from the vy-ray sterilized PVC sheet
was low compared with that of the unsterilized sheet. Surface
processing, an example of which is plasma treatment, is known
to suppress DEHP migration [27,28]. We speculated that a sim-
ilar surface processing occurred with +y-ray irradiation; (2) the
level of MEHP migration from the +y-ray sterilized PVC sheet
was significantly high compared with that of the unsterilized
control. 1n addition, MEHP was released from the ~y-ray steril-
ized PVC sheet regardless of the solvent used. We hypothesized
that MEHP was inherently contained in the PVC sheet, and then
directly migrated from it. To confirm this hypothesis, we deter-
mine the DEHP and MEHP contents in the PVC sheet; (3) MEHP
was detected in the y-ray sterilized PVC sheet. Although MEHP
was also found to migrate from the PVC sheets sterilized by EOG
or autoclaving, MEHP was not detected in them. We speculated
that the MEHP contents in the other sterilized sheets were very
low compared with that in the -y-ray sterilized PVC sheet. In
addition, the most plausible reason for not detecting MEHP in

Table 2
Contents of DEHP and MEHP in commercially available PVC tubing

Control Gamma-ray
DEHP (%. wiw) 44729 539+25
MEHP (mg/g) <0.25 <0.25(0.23)

Mean £ S.D. n=3.

the PVC sheets was the high dilution ratio of the samples; (4)
although MEHP was also detected in PVC tubing, its amount
could not be determined.

Taking these into consideration, we surmised that MEHP
was inherently present in PVC and migrated directly from it,
although MEHP was thought to be hydrolyzed by enzymes
as lipases or by autoclave sterilization until now. In addition,
we speculated that the sterilization by +y-ray was sufficient
to decompose DEHP into MEHP in PVC materials. We con-
ducted a risk assessment of MEHP migration. The level of
MEHP migration was calculated as follows: we found that
when «y-ray sterilized PVC sheet (1 cm x 3 cm) was extracted
with 5 ml of solvent, approximately 600 ng/ml MEHP migrated
from it. Therefore, the amount of MEHP migration was 3.0 ug
(=600 ng/ml x 5ml). As the superficial area involved in the
migration was 6 cm?, the level of MEHP migration per unit area
was 0.5 p.g/cm®. The superficial area of the commercially avail-
able infusion set was 101.3 cm? at the maximum. Therefore, the
amount of MEHP migration from the infusion set was 50.65 g
(=101.3cm? x 0.5 ;.Lg/cmz). When this infusion set was used
for 2 days in a patient with S0kg body weight, the patient was
exposed to 0.51 pg/kg/day of MEHP. In 2001, the Center for
Devices and Radiological Health of the U.S. Food and Drug
Administration reported DEHP assessment as “‘Safety assess-
“ment of DEHP released from PVC medical devices.” In Annex
C of the report, “Aggregate safety assessment for coexposure
to DEHP and MEHP” the relative potency of MEHP/DEHP
was calculated to be 10. Therefore, an MEHP exposure of
0.51 pg/kg/day meant a DEHP exposure of 5.1 pg/kg/day. In
addition, in this report, the tolerable intake (T1) of DEHP was
40 pg/kg/day by oral administration and 600 p.g/kg/day by par-
enteral route. Although the level of MEHP that migrated from
the y-ray stcrilized PVC did not exceed the T1, we must inves-
tigate the effect of formation of MEHP from DEHP by vy-ray
sterilization for high risk patients such as infant and pregnant
women.
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