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Abstract

Background: The quality and safety of advanced therapy products must be maintained throughout their
production and quality control cycle to ensure their final use in patients. We validated the cell count method
according to the International Conference on Harmonization of Technical Requirements for Registration of
Pharmaceuticals for Human Use and European Pharmacopoeia, considering the tests’ accuracy, precision,
repeatability, linearity and range.

Methods: As the cell count is a potency test, we checked accuracy, precision, and linearity, according to ICH Q2.
Briefly our experimental approach was first to evaluate the accuracy of Fast Read 102® compared to the Biirker
chamber. Once the accuracy of the alternative method was demonstrated, we checked the precision and linearity
test only using Fast Read 102®. The data were statistically analyzed by average, standard deviation and coefficient
of variation percentages inter and intra operator.

Results: All the tests performed met the established acceptance criteria of a coefficient of variation of less than ten
percent. For the cell count, the precision reached by each operator had a coefficient of variation of less than ten
percent (total cells) and under five percent (viable cells). The best range of dilution, to obtain a slope line value very
similar to 1, was between 1:8 and 1:128.

Conclusions: Our data demonstrated that the Fast Read 102® count method is accurate, precise and ensures the
linearity of the results obtained in a range of cell dilution. Under our standard method procedures, this assay may
thus be considered a good quality control method for the cell count as a batch release quality control test.
Moreover, the Fast Read 102® chamber is a plastic, disposable device that allows a number of samples to be
counted in the same chamber. Last but not least, it overcomes the problem of chamber washing after use and so
allows a cell count in a clean environment such as that in a Cell Factory. In a good manufacturing practice setting
the disposable cell counting devices will allow a single use of the count chamber they can then be thrown away,
thus avoiding the waste disposal of vital dye (e.g. Trypan Blue) or lysing solution (e.g. Tuerk solution).
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Background

The use of human cell based medical products (hCBMPs)
in a patient-specific manner for cell therapy purposes raises
specific issues pertaining to quality control testing designs
for each product under examination [1]. European Com-
munity (EC) Directive 2001/83/EC relating to medicinal
products for human use defines a hCBMP as a medicinal
product which has properties to treat or prevent disease in
human beings. Regulations and guidelines for CBMP pro-
duction follow those of conventional medicinal products
[2-4]. The European Parliament Regulation N. 1394/2007
on advanced therapy medicinal products, amending the
2001/83/EC Directive, completed the regulatory setting on
advanced therapies to be used in Member States [5]. The
manufacturing process of CBMPs has to comply with the
principles and guidelines of good manufacturing practice
(GMP) for medicinal products for human use published by
the European Commission [6,7]. GMP ensures that pro-
ducts are consistently produced and controlled to the qual-
ity standards required for their intended use, from the
collection and manipulation of raw materials to the proces-
sing of intermediate products, the quality controls, storage,
labelling and packaging, and release. In general, when a
CBMP enters the clinical development phase, the same
principles as those for other medicinal products apply [8].
There should be a careful design and validation of the en-
tire manufacturing process of CBMPs, including cell har-
vesting, cell manipulation processes, the maximum number
of cell passages, and combinations with other components
of the product, filling, packaging, etc. In order to ensure
product safety and efficacy, each step of the manufacturing
process of active substances and supportive components
should all be demonstrated, as should be the control of the
final product. The quality and safety of the cell preparations
should be ensured by implementing a quality system that
guarantees the certification and the traceability of every
batch of material and supply utilized for the procedures
and the correct utilization and cleaning of instruments and
locations necessary for stem cell manipulation. Further-
more, the organization structure, qualification and training
status of the personnel, and the appropriate equipment,
should also comply with current GMP standards. An im-
portant aspect of advanced therapies is the necessity to
process CBMPs in an aseptic environment, to avoid ter-
minal sterilization which would lead to damage to, and the
ineffectiveness of, the cell product. Each manufacturing op-
eration requires an appropriate environmental cleanliness
level in the operational state to minimize the risks of
particulate or microbial contamination of the product or
materials being handled. The application of the GMPs for
aseptic production, besides checking all the aspects related
to the process, is aimed at minimizing possible contamin-
ation factors (personnel, environment, equipment, manu-
facturing and storage conditions) to ensure the safety of the
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final product. The quality and safety of advanced therapy
products must be maintained throughout their production
and quality control (QC) cycle, thus ensuring their final use
in the patient. An extensive characterization of the cell
therapy product (CTP) should be established in terms of
identity, purity, potency and suitability for their intended
use. In this context, the cell count, that will indicate the
CTP dose, is a potency test. On these bases we validated
the cell count method according to the International Con-
ference on Harmonization (ICH) Q2 Guidelines [9] and
European Pharmacopoeia (EP) [10], taking into account the
tests’” accuracy, precision, repeatability, linearity and range.
According to the ICH Q2 [9]: “accuracy expresses the
closeness of agreement between the value which is accepted
as either a conventional true value or as an accepted refer-
ence value and the value found; precision of an analytical
procedure expresses the closeness of agreement (degree of
scatter) between a series of measurements obtained from
the multiple sampling of the same homogeneous sample
under the prescribed conditions; repeatability (also termed
intra-assay precision) expresses the precision under the
same operating conditions over a short interval of time;
linearity of an analytical procedure is its ability (within a
given range) to obtain test results which are directly pro-
portional to the concentration of an analyte in the same
sample”. There are various manual or automatic, cell count
methods. Among the manual cell count methods, the Biir-
ker chamber is seen as the reference method and is the only
one described in EP [10]. Alternative manual cell counting
chambers include the following: Malazzes, Thoma, Lemaur,
Nageotte, Neubauer, Neubauer impaired, Agasse Lafont,
and Fuch-Rosenthal. These devices basically differ in the
type of ruling that they also have cover glasses of different
sizes for the counting chamber. All these double net rulings
are made of glass and are not disposable. There are also dis-
posable cell count devices as Kovas slides and Fast Read
102 ® slides. In a GMP setting the latter devices will allow
the count chamber to be used only once and then be
trashed so that the disposal of waste of vital dye (e.g. Try-
pan Blue) or lysing solution (e.g. Tuerk solution) can be
avoided. Moreover, although some automatic counters are
marketed, for GMP settings, their associated software
should comply with 21 CEFR Part 11 [11-14]. On these
bases, our primary aim was to validate a disposable cell
count method in GMP conditions, to be included in the
Validation Master Plan (VMP) to be submitted to the Regu-
lators, to obtain accreditation of our Cell Factory to pro-
duce CTPs. We decided to use a manual cell count and
validate, according to GMP rules, a disposable device, Fast
Read 102 ®, already used in P3 laboratory by our group.
We therefore sought to evaluate whether Fast Read
102 ® could substitute the Biirker chamber in terms of
accurancy. Once this hypothesis was proved, we tested
repeatability, linearity and range only using Fast Read
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102 ®. Two cell subpopulations were chosen for the val-
idation procedure: mononuclear cells (MNCs), as a
prototype of lymphocytes, and mesenchymal stem cells
(MSCs), both cell therapy products (CTP) that we will
produce for immunotherapy and regenerative medicine.
In these settings, we validated viability by Trypan Blue
dye. We isolated MNCs and MSCs from whole periph-
eral blood (wPB) and whole bone marrow (WBM) re-
spectively. We also validated the wPB and wBM cell
counts, using Tuerk dye as a red cell lysing solution, to
establish the best range of a sample dilution. Finally, the
outcome of this experiment served to test whether, hav-
ing found the dilution range, it might also be suitable for
the MNC and MSC counts.

Methods

The cell count validation protocol was performed as
shown in the flow chart (Figure 1). We used two different
cell products, MNCs and MSCs. The validation procedure
was performed by two operators (Op): Opl and Op2.

MNC isolation

PB, obtained from healthy donors after informed con-
sent, was layered on a Hystopaque (Sigma Aldrich,
Milan, Italy) gradient (1.077 g/ml density). The cells
were centrifuged at 400 g for 30 minutes. The cells in
the interphase were collected, washed twice with phos-
phate buffered saline (PBS) 1X (200 g for 10 minutes)
and resuspended in CellGrow® SCGM Medium (Cell
Genix, Freiburg Germany) containing 5% of Human Sera
Type AB (Lonza, Verviers, Belgium).

BM MSC isolation and expansion

Whole Bone Marrow (WBM) MSCs were isolated from
human BM obtained by aspiration from the posterior iliac
crest of healthy donors after written informed consent. The
MSC frequency in BM was about 1/10* cells [15]. Briefly,
wBM was seeded at a density of 100,000/cm® in Mesen-
Cult® Proliferation Kit (MCPK) (Stemcell Technologies,
Vancouver, BC, Canada) in 75 or 150 c¢cm? T-flasks and
maintained at 37°C with a 5% CO, atmosphere. After
5 days, the non-adherent cells were removed and re-feeded
every three to four days. At confluence, they were detached,
and re-plated at different densities for one to four passages
[16]. To perform the cell count procedure, at the second-
fourth passages of culture (P2-P4), the MSCs were
detached and resuspended in MCPK.

Biirker cell count

The Biirker chamber (Figure 2A) has 9 large squares
(1 mm? each), divided by double lines (0.05 mm apart)
into 16 group squares. The double lines form small
0.0025 mm?® squares. The Chamber depth is 0.1 mm.
The cells were counted as reported in Figure 2A. Briefly,
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both operators take 10 pl of cell suspension with a
micropipette and put them in the cell count chamber
and then count the cells in each of the 4 large squares
(identified by the triple line and shaded in the figure). At
the end of the procedure the operators calculate the
average of the 4 readings (from 4 large squares) and cal-
culate the cell concentration as follows:

[Cill] B F:cellcountedinlllurgesquares "

= 1 (dilution factor) x 1 x 10*

ml

Fast Read 102® cell count

The Biirker chamber cell count was compared to the
Fast Read 102® count. The Fast Read 102® is a plastic
slide, with 10 chambers, that allows single-use, quickly
and effectively, and the simultaneous reading of 10 cell
counts. The operators transferred 10 pl of cell suspen-
sion to be analysed into each chamber and by capillary
action the cell suspension filled the corresponding
chamber, allowing a quick read with a microscope. De-
pending on the focus adjustment of the microscope, the
cells can be counted and seen as reflective spheres. The
cells were counted as reported in Figure 2B. Briefly, both
operators counted the cells in 5 large squares, and calcu-
lated the average of the counts to reduce the margin of
error. In each large square, they counted all the cells
contained in the 16 small squares, including the internal
dividing lines. Thus, for each chamber (square size 1 x
1 mm, square depth 0.1 mm and square volume 0.1 pl),
the cell count per ml was performed using the following
formula:

(dilution factor) x 1 x 10*

{Cells} B {Zcells counted in 5 squares "

ml 5

Accuracy

Accuracy was checked, as above reported, according to
ICH Q2 [9]. The test was performed on MNCs, by Opsl
and 2, three times under the same operating conditions.
The concentration of the cell suspension was previously
quantified using the Biirker chamber. To evaluate accur-
acy, the results obtained with the Biirker chamber were
compared to those obtained by using the Fast Read
102® chamber. As for accuracy test, the Ops had to
count repeated on the same day with the same sample,
to avoid the possibility that the time had affected the cell
viability, in this first step of experiments, the accuracy
test was performed on total cells without considering
cell viability.
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Figure 1 Cell count validation protocol. According to ICH Q2, the test was performed three times under the same operating conditions by
Op1 and Op2. The concentration of the cell suspension was previously quantified using the Birker chamber. Both operators then evaluated the
accuracy of the method comparing the Biirker chamber with the Fast Read 102% chamber, performing a total (non-viable) cell count. In order to
evaluate the precision and the repeatability of the method, intra and inter operator CV% was calculated using a viable cell count by Trypan Blue
vital dye. The acceptance criteria were: inter and intra operator CV% < 10 % (total cell count); intra and inter operator CV% < 5 % (viable cell
count). For linearity, we tested serial dilutions, in the following range: undiluted, 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128. Op1 and Op2 performed a total
cell count three times for each dilution. On the basis of the results, the regression line was calculated and the optimal range of dilutions was

On the basis of the accuracy test, after having validated
the overlapping of cell count data by the two above
described methods, we decided to use the disposable Fast
Read 102® chamber, instead of the Biirker chamber, for all
subsequent tests.

Precision and repeatability

On the bases of accuracy results, the precision and repeat-
ability were assayed, according to ICH Q2 [9], using the
Fast Read 102® chamber. The test was performed on
MNCs and MSCs, by Opsl and 2, three times under the
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Figure 2 Biirker chamber and Fast Read 102® cell count method. The Biirker chamber has 9 large squares (1 mm? each), divided by double
lines (0.05 mm apart) into 16 group squares. The double lines form small 0.0025 mm? squares. The Chamber depth is 0.1 mm. The cells were counted
in each of the 4 large squares (identified by the triple line and shaded in the figure). At the end of the procedure the operators calculate the average

Zce//s counted in4 squares

. x dilution factor x 10*. Fast

of the 4 readings (from 4 large squares) and calculate the cell concentration as follows: [%] =

Read 102® chamber, a plastic device with a slide divided into 10 chambers. Each chamber contains a grid with 10 squares, subdivided into 16 small
squares. When the chamber was filled, the cells distributed in the 5 squares (black lines) were counted, taking into consideration, for each chamber, a

cells counted in 5 squares .
[ce] = <Zf) x dilution factor x 10*.

size of 1 x 1 mm, a depth of 0.1 mm and a volume of 0.1 ul per square, the cell concentration (cells/ml) was determined by the formula:

same operating conditions. Then, in all the cell counts we
evaluated cell viability, using Trypan Blue vital dye.

Viability cell counting by Trypan Blue dye

For viable cell counting the cell suspension was diluted 1:2
by Trypan Blue dye. Briefly, the Ops take, by micropipette,
10 pl of cell suspension and diluted it, by pipetting, with an
equal volume of Trypan Blue dye. They then transferred
10 ul of this diluted cell suspension, to be analysed, into
each chamber of the Fast Read 102 slides.

Linearity and range on wPB and wBM count

In order to test these two analytical methods, as we
had isolated MNCs and MSCs cells from wPB and
wBM respectively, first we decided to check linearity
and range, using Fast Read 102®, on these viscous
tissues highly enriched in red blood cells (RBC). For
this purpose, according to ICH Q2 [9], Ops used
serial diluitions in the following ranges: undiluted,
1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128. We then diluted
10 ul of wPB and wBM with different volumes of
Tuerk lysing (Fluka), an acetic acid and gentian
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Figure 3 Accuracy. Accuracy data demonstrated that the cell count obtained by the disposable Fast Read 102® cell count device is comparable
to the Brker cell count. Each Operator calculated the average and SD of its three counts for both counting devices to obtain the intra operator
CV%. Op1 and Op2 then calculated intra operator CV% between Burker vs Fast Read102® (a: Op1 raw data; b: Op2 raw data). Finally, inter
operator CV% (Blirker vs Fast Read 102®) was reported (c). CV = coefficient of variation, Op1 = operator 1, Op2 = operator 2.
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Figure 4 Precision and Repeatability on MNCs. On the basis of accuracy data, the following experiments were made to test precision,
repeatability, linearity and range only by using Fast Read 102®. The assay was performed only using the Fast Read 102® chamber on MNCs.
Operators 1 and 2 tested their cell counts three times. Cell viability was evaluated using Trypan Blue vital dye with a 1:2 dilution. To obtain the
intra operator CV9%, each operator calculated the average and SD of their three counts (a): Op1 raw data; (b): Op2 raw data. The inter operator CV
% viability was then calculated (c). CV = coefficient of variation, MNC = mononuclear cells, Op1 = operator 1, Op2 = operator 2.

violet solution, that haemolyzes RBCs and stains the
nuclei of white blood cells (WBC) blue. To avoid
any potential Tuerk lysing solution or Trypan Blue
vital dye interference, the test only considers total
cell count and not cell viability. The Ops performed
the cell count three times for each dilution. On the
basis of the results, the regression line was calcu-
lated and the optimal range of dilutions was
determined.

Linearity and range on MNCs and MSCs

According to ICH Q2 [9], as above described, we also
tested linearity and range on MNCs and MSCs using
serial dilutions, in the following ranges: undiluted, 1:2,
1:4, 1:8, 1:16, 1:32, 1:64, 1:128. Ops 1 and 2 performed
the cell count three times for each dilution. The test was
performed without considering cell viability to be com-
pared to previous described data on wPB and wBM. On
the basis of the results, the regression line was calculated
and the optimal range of dilutions was determined.

Statistical analysis

The statistical analysis was performed by calculating
average, standard deviation (SD) and inter and intra op-
erator coefficients of variation (CV%).

The accuracy of the method was determined by calcu-
lating inter and intra operator CV% (Biirker vs Fast
Read 102® chamber); similarly, the precision and the re-
peatability of the method were established by evaluating
the inter and intra operator CV%.

The acceptance criteria for accuracy was, as shown in
the flow chart in Figure 1, CV% < 10 % (total cell count).
For precision and repeatability, the acceptance criteria
were, as shown in the flow chart in Figure 1, CV% < 5%
(viable cell count). The regression line was calculated for
linearity and the range test.

Statement of ethical approval

Bone Marrow (BM) and peripheral blood (PB) were
obtained from healthy donors after written informed
consent in accordance with the approval of the Ethics
Committees, of the Regina Margherita, S.Anna and
Mauriziano hospitals, and in compliance with the Hel-
sinki Declaration.

Results and discussion

Our primary aims were to validate, in a GMP conditions,
a disposable cell count method to be included in a Valid-
ation Master Plan (VMP) to be submitted to the Regula-
tors, in order to obtain the accreditation of our Cell
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Figure 5 Precision and Repeatability on MSCs. As previously reported, also for MSCs, the assay was performed only using the Fast Read 102®
chamber on MSCs. Operators 1 and 2 tested their cell counts three times. Cell viability was evaluated using Trypan Blue vital dye with a 1:2
dilution. To obtain the intra operator CV%, each operator calculated the average and SD of their three counts (a: Op1 raw data; b: Op2 raw data).
The inter operator CV% viability was then calculated (c). CV = coefficient of variation, MSC = mesenchymal stem cells, Op1 = operator 1,

Factory to produce CTPs. In this context the cell count
is a potency test, according to EP, which define the cell
dose during ex-vivo expansion and batch release. In a
GMP setting the cell counting using disposable devices
is a very important starting point as it will allow the sin-
gle use of the count chamber and thus avoid disposal of
vital dye (e.g. Trypan Blue) or lysing solution (e.g. Tuerk
solution). As we had experience on cell counting by Fast
Read 102 © slides (despite there being other disposable
cell count chambers availble), we first tested whether
Fast Read 102 ® devices might substitute Biirker cham-
ber in terms of accuracy. Once this hypothesis was
proved, we tested repeatability, linearity and range only
using Fast Read 102 ©. Two cell subpopulations were
chosen for the validation procedure: MNCs, as a subset
of lymphocytes, and MSCs: both CTPs that we will pro-
duce for immunotherapy and regenerative medicine.

To minimize the error due to the diverse pipetting
procedures, the operators standardized this critical issue.
This practice was especially necessary because, in order
to standardize the procedure, we decided to use forward
pipetting for wPB, wBM and for less viscous cell
suspensions.

For every test (accuracy, precision, repeatability, linearity
and range) the Ops, according to ICH Q2, performed
three cell counts, under the same operating conditions.

Three repetitions for each count was sufficient for a
statistical analysis and, moreover, the CV% and SD we
obtained corroborate, in our opinion, our experimental
approach.

On the basis of the accuracy test once we had vali-
dated the overlapping of cell count data by both above
described methods, we decided to use the disposable
Fast Read 102® chamber, instead of the Biirker chamber,
for all subsequent tests.

Accuracy

As accuracy expresses the closeness of agreement be-
tween the value, which is accepted as either a conven-
tional true value or as an accepted reference value and
the value found, we decided that the use of MNCs was
sufficient to validate this point of method.

Ops 1 and 2 performed their cell count three times.
First with the Biirker chamber, the standard cell count
method described in EP, in order to detect the exact cell
suspension concentration, and then with the Fast Read
102® chamber. As already explained above, since this
first phase was lengthy, we decided to avoid evaluating
cell viability that would have distorted the results.

Each operator calculated the average and SD of its three
counts for both count devices to obtain the intra operator
CV%. All the data obtained are summarized in Figure 3.
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Figure 6 Linearity and range on wPB and wBM. Linearity and range was evaluated by Fast Read 102 ® device, as above described. The assay
was performed on wPB (A) and wBM (B). The Operators tested different dilutions of cell suspension with Tuerk solution (undiluted, 1:2, 1:4, 1:8,
1:16, 1:32, 1:64, 1:128) in order to verify the best range of dilution to use. To avoid any potential interference of the Tuerk lysing solution and the
Trypan Blue vital dye, in this case, the test only considers the total cell count and not cell viability. The regression line was calculated using the
average of values obtained from Op1 and Op2's counts at each dilution. The best range of dilution, in order to obtain a slope line value very
similar to 1, is between 1:8 and 1:128. a1) wPB dilution range: 1:4, 1:8, 1:16, 1:32, 1:64, 1:128; a2) wPB dilution range: 1:8, 1:16, 1:32, 1:64, 1:128; b1)
wBM dilution range: 1:4, 1:8, 1:16, 1:32, 1:64, 1:128; b2) wBM dilution range: 1:8, 1:16, 1:32, 1:64, 1:128. Op1 = operator 1, Op2 = operator 2.

The intra operator CV% was <10% [Opl (Biirker): CV
% =2; Op2 (Biirker): CV% =8.2; Opl (Fast Read102®): 1.1;
Op2 (Fast Read102®): 7.5]. Op2’s CV% in the accuracy test-
ing was very high compared to Opl’s, but fulfills the estab-
lished acceptance criteria (< 10%). This CV% appears
much lower when testing precision and repeatability prob-
ably due to the improvement of the confidence with the
method. Ops 1 and 2 then had to calculate intra operator
CVY% (Biirker vs Fast Read102®): similarly, the intra oper-
ator CV% was <10 % [intra Opl CV% (Birker vs Fast
Read102®)=0.3; intra Op2 CV% (Birker wvs Fast
Read102®) =8.3]. Finally, inter operator CV% (Biirker vs
Fast Read 102®) was calculated and was under 10% [CV%
(Op1-Op2 Birker)=6.1; CV% (Opl-Op2 Fast Read
102%)=25; CV% (Opl-Op2 Biirker vs Fast Read
102®) =4]. As the accuracy and repeatability criteria were
satisfied, Fast Read 102® was considered comparable to
Biirker chamber and so the following tests were performed
only with the disposable Fast Read 102® chamber.

Precision and repeatability

As previously and amply explained above, the test was per-
formed on MNCs and on MSCs using the Fast Read 102®
chamber. Opl and Op2 performed the cell count three
times. The cell viability was evaluated using Trypan Blue

vital dye, with a 1:2 dilution, as above described. To obtain
the intra operator CV%, Op1l and Op2 calculated the aver-
age and SD of their three counts for each cell type (MNCs
and MSCs). All the data are summarized in Figures 4
(MNCs) and 5 (MSCs). For both MNCs and MSCs, the via-
bility intra operator CV% was <5% [Opl (MNCs): CV
%=0.5, Op2 (MNCs): CV%=18 ; Opl (MSCs): CV
% =4.4; Op2 (MSCs): CV% =2.7], thus demonstrating the
repeatability of operators. Ops 1 and 2 then calculated the
viability of inter operator CV% [CV% (Op1-Op2 MNCs) =
2.8; CV% (Opl-Op2 MSCs)=4.2]. These data demon-
strated that the method is valid as it is both repeatable and
precise.

Linearity and range on wPB and wBM

In order to test these two analytical methods, as we iso-
lated MNCs and MSCs cells from wPB and wBM re-
spectively, first we decided to set up linearity and range,
according to ICH Q2, using serial dilution ranges (un-
diluted ranges: 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128) of
these viscous tissues that are highly enriched in red
blood cells (RBC), with the Tuerk lysing solution above
described. To avoid any potential interference of the
Tuerk lysing solution and the Trypan Blue vital dye, in
this case, the test only considers the total cell count and
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Figure 7 Linearity and range on MNCs and MSCs. The assay was performed on MNCs (A) and MSCs (B), using Fast Read 102 ® as previously
reported. The Operators tested different dilutions of cell suspension (undiluted, 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128). The test was performed without
considering cell viability, as described above, to compare all the “linearity and range” data. The regression line was calculated by using the
average of values obtained from Op1 and Op2's counts at each dilution. The best range of dilution, in order to obtain a slope line value very
similar to 1, is between 1:8 and 1:128. a1) MNCs dilution range: undiluted, 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128; a2) MNCs dilution range: 1:4, 1:8, 1:16,
1:32, 1:64, 1:128; a3) MNCs dilution range: 1:8, 1:16, 1:32, 1:64, 1:128; b1) MSCs dilution range: undiluted, 1:2, 1:4, 1:8, 1:16, 1:32, 1:64, 1:128; b2)
MSCs dilution range: 1:4, 1:8, 1:16, 1:32, 1:64, 1:128; b3) MSCs dilution range: 1:8, 1:16, 1:32, 1:64, 1:128. Op1 = operator 1, Op2 = operator 2.

not cell viability. Opsl and 2 were thus able to verify the
best range of dilution to use.

There were three different steps through which it was
possible to re-evaluate intra and inter operator precision
and the range of dilutions in which linearity is main-
tained: 1) Intra operator precision: Opl and Op2 per-
formed three cell counts and calculated the intra
operator CV% at each dilution for both wPB and wBM.
The value of intra operator CV% was always <10%; 2)
Inter operator precision: Opl and Op 2 calculated the in-
ter operator CV% at each dilution for both wPB and
wBM. The value of inter operator CV% was always
<10%; 3) Regression Line: calculated by using the average
of values obtained from Op 1 and 2’s counts at each

dilution. The best dilution range in order to obtain a
slope line value very similar to 1, is between 1:8 and
1:128 [R* (WPB) =0.9; R*> (WBM) =0.9]. All the data are
summarized in Figure 6.

Linearity and range on MNCs and on MSCs
According to ICH Q2 [9], as described above, we tested
serial dilutions, in the following range: undiluted, 1:2,
1:4, 1:8, 1:16, 1:32, 1:64, 1:128. Op1l and Op2 performed
the cell count three times for each dilution. The test was
performed without considering cell viability, as described
above, to compare all the “linearity and range” data.
There were three different steps through which it was
possible to re-evaluate inter and intra operator precision
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and the dilution ranges in which the linearity is main-
tained: 1) intra operator precision: Opl and Op2 per-
formed three cell counts and calculated the intra
operator CV% at each dilution for both MNCs and
MSCs. The intra operator CV% value was always <10%;
2) inter operator precision: Opl and Op 2 calculated the
inter operator CV% at each dilution for both MNCs and
MSCs. The value of inter operator CV% was always
<10%; 3) Regression Line: calculated using the average of
values obtained from the Opl and Op2 cell counts at
each dilution. The best range of dilution, in order to ob-
tain a slope line value very similar to 1, is between 1:8
and 1:128 [R* (MNCs)=0.9; R*> (MSCs)=0.9. All the
data are summarized in Figure 7.

Conclusions

Cellular therapy is an emerging field in medicine. The em-
ployment of stem cell types in clinical studies, requires for-
mal approvals by respective regulatory bodies. Such
approvals require the manufacturing, processing and test-
ing of cellular products [17-19] according to the current
GMP guide lines concerning medical products and investi-
gational medicinal products for human use [1-8]. During
CTP manufacturing, every step should be taken to demon-
strate their suitability for routine processing and should be
validated in order to produce cells of the required quality.
All biological products must meet the prescribed require-
ments of safety, purity and potency and no lot of any
licensed product may be released by the manufacturer
prior to the completion of tests for the conformity with
standards applicable to such products including potency
[20]. The cell count procedure is a critical point in CTP
production, in both the manufacturing phases and in lot
release. Indeed, in the former, the cell count influences the
cell culture methodology (plating, feeding, expansion, etc).
Moreover, in the batch release, the cell count is a key point
to verify the compliance of each batch with CTP clinical
protocols according to GCP [21-25]. On these bases, our
primary aim was to validate a disposable cell count method
in a GMP condition, to be included in the Validation
Master Plan (VMP) to be submitted to regulatory bodies,
in order to obtain accreditation of our Cell Factory to pro-
duce CTPs. The cell count is a potency test, according to
EP, which define the cell, dose during ex-vivo expansion
and batch release. In a GMP setting, the cell counting
using disposable devices is a very important starting point
because: 1) overcomes the problem of chamber washing
after use allowing cell count in a clean environment, such
as in a Cell Factory; 2) allows a single use of the count
chamber which can then be trashed; 3) avoids the disposal
of toxic substance such as vital dye (e.g. Trypan Blue) or
lysing solution (e.g. Tuerk solution). On these bases,
among other disposable cell count chambers, we tested
Fast Read 102 ® device as in our lab we have experience
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on cell counting by it. Firstly we tested whether Fast Read
102® slides might substitute the Biirker chamber in terms
of accuracy. Once this hypothesis was proved, we tested re-
peatability, linearity and range only by using Fast Read 102
®. Two cell subpopulations were chosen for the validation
procedure: MNCs, as a subset of lymphocytes, and MSCs,
both CTPs that we will produce for immunotherapy and
regenerative medicine.

For each test (accuracy, precision, repeatability, linear-
ity and range), previously defined, the Operators,
according to ICH Q2, performed three cell counts,
under the same operating conditions.

Three repetitions for each count proved sufficient for
a statistical analysis and the CV and SD we obtained cor-
roborate, in our opinion, our experimental approach.

As cell counting method with Fast Read 102® has
proved to be accurate we decided to use the disposable
Fast Read 102® chamber, instead of the Biirker chamber,
for all subsequent tests.

Our data demonstrated that the Fast Read 102® count
method is accurate, precise and ensures the linearity of
the results obtained in a range of cell dilutions. Accord-
ing to acceptance criteria the total cell count CV% (inter
and intra operator) was 10% and the viable cell count
CV% (inter and intra operator) was <5%. According to
ICHQ2, the cell count is a potency test, so the Detection
Limit and Quantitation Limit are not required. However
in the contest of linearity and range test we verified that,
for all cell subset used, the optimal counting cell con-
centration range is between 1:8 and 1:128 dilutions.
Moreover matching all our accuracy, precision and lin-
earity range data, we can conclude that the minimal and
the maximal cells which can be counted are about from
30,000 to 600,000 cells respectively.

Despite being a niche article, our paper might be very
important for the scientific community in the cell ther-
apy field because our data demonstrated that cell count,
by Fast Read 102®, should satisfy Pharmacopoeia rules,
and might be used, in clean rooms, to dose CTDPs.

Abbreviations

BM: Bone marrow; CBMPs: Cell based medical products; CTP: Cell therapy
products; CV: Coefficient of variation; EC: European community; EU: European
union; GCP: Good clinical practice; GMP: Good manufacturing practice; ICH
Q2: International conference on harmonization Q2; MNC: Mononuclear cells;
MSC: Mesenchymal stem cells; MCPK: MesenCult® Proliferation Kit;

Op: Operator; PB: Peripheral blood; SD: Standard deviation; wBM: Whole
bone marrow; wPB: Whole peripheral blood.

Competing interest
The authors declare that they have no competing interests.

Authors’ contributions

MG participated in the design of the study, carried out the experiment,
acquired, analyzed, interpreted data, performed the statistical analysis, and
drafted the article. SC participated in the design of the study, carried out the
experiment, acquired, analyzed, interpreted data, performed the statistical
analysis, and drafted the article. DR participated in the design of the study,



Gunetti et al. Journal of Translational Medicine 2012, 10:112
http://www.translational-medicine.com/content/10/1/112

interpreted data, and performed the statistical analysis. KM participated in
the design of the study, interpreted data, and performed the statistical
analysis. FS participated in the design of the study, interpreted data, and
performed the statistical analysis. MM participated in the design of the study,
interpreted data, and performed the statistical analysis. ES participated in the
design of the study, interpreted data, and performed the statistical analysis.
LC participated in the design of the study, interpreted data, and performed
the statistical analysis. IF conceived the study, participated in the design of
the study, interpreted data, and drafted the article. FF conceived the study,
contributed reagents, materials, analysis tools, and interpreted data. All the
authors critically revised the article for important intellectual content, and
read and approved the final manuscript.

Authors’ information

MG: PhD, Qualified Operator, Production
SC: PhD, Qualified Operator, Quality Control
DR: MSc, Head, Quality Control

KM: BSc, Head, Production

FS: DipBiol, Qualified Operator, Production
MM: PhD, Qualified Operator, Production
ES: PhD, Qualified Operator, Production

LC: PhD, Qualified Operator, Quality Control
IF: MSc, Qualified Person, Quality Assurance
FF: MD, Director

Acknowledgments

We are grateful to Chiara Ferrandi and Vittoria Ardissone (PROCELLTECH S.rl.)
for regulatory support and advice in experimental design. We are also
grateful to Alessandra Mandese for data management and to Andrew Martin
Garvey for editorial assistance. This work was partially supported by Rete
Oncologica del Piemonte e della Valle d’Aosta network and Compagnia di
San Paolo Foundation, Turin.

Author details

'Paediatric Onco-Haematology, Stem Cell Transplantation and Cellular
Therapy Division, Regina Margherita Children’s Hospital, Piazza Polonia 94,
Turin 10126, Italy. 2Departmem of Paediatrics, University of Turin, Turin Italy.

Received: 26 January 2012 Accepted: 11 May 2012
Published: 31 May 2012

References

1. Committee for Human Medicinal Products (CHMP): Guidelines on Human
Cell-Based Mediicinal Products.: European Medicines Agency, Doc. Ref. EMEA/
CHMP/410869/2006.

2. European Parliament and Council Directive 2001/83/EC of 2001/83/EC of 6th
November 2001 on the community code relating to medicinal products for
human use.

3. European Parliament and Council Directive 2004/23/EC of 31 March 2004 on
setting standards of quality and safety for the donation, procurement, testing,
processing, preservation, storage and distribution of human tissues and cells.

4. ltalian Parliament Legislative decree N. 191/2007 of the to adopt EC Directive
2004/23/EC.

5. European Parliament and of the Council Regulation (EC) N. 1394/2007 of 13
November 2007 on advanced therapy medicinal products.

6.  European Commission: The Rules Governing Medical Products in
European Union. Good manufacturing practices. 1997, 4.

7. Points to Consider on the Manufacture and Quality Control of Human Somatic
Cell Therapy Medicinal Products (EMEA CPMP/BWP/41450/98)1998.

8. European Parliament and Council Directive 2001/20/EC of 4 April 2001 on the
approximation of the laws, regulations and administrative provisions of the
Member States relating to the implementation of good clinical practice in the
conduct of clinical trials on medicinal products for human use 2001.

9. International conference on the harmonization of technical requirements for
the registration of pharmaceuticals for human use. ICH harmonized tripartite
qguideline validation of analytical procedures: text and methodology Q2 (R1).
2005. Current Step 4 version, Parent Guideline dated 27 October 1994
(Complementary Guideline on Methodology dated 6 November 1996
incorporated in November 2005).

10.  European Pharmacopoeia. 7th edition.: European Directorate for the Quality
of Medicines & HealthCare (EDQM); 2011.

Page 12 of 12

11. FDA Title 21 CFR Part 11. In Electronic Records; Electronic Signatures; Final
Rule.

12.  FDA Guidance for Industry Part 11, Electronic Records. In Electronic
Signatures — Scope and Application. Edited by. 2003.

13.  Guidance for Industry Computerized Systems Used in Clinical Investigations
2007.

14.  Eudralex: The Rules Governing Medicinal Products in the European
Union. In Good Manufacturing Practice, Medicinal Products for Human and
Veterinary Use, Annex 11: Computerised Systems. Volume 4th edition. Edited
by 2011.

15. Dominici M, Le Blanc K, Mueller I, Slaper-Cortenbach |, Marini F, Krause D,
Deans R, Keating A, Horwitz E, Prockop Dj: Minimal criteria for defining
multipotent mesenchymal stromal cells. The International Society for
Cellular Therapy position statement. Cytotherapy 2006, 8:315-317.

16. Mareschi K, Rustichelli D, Calabrese R, Gunetti M, Sanavio F, Castiglia S, Risso
A, Ferrero |, Fagioli F: Multipotent Mesenchymal Stromal Stem Cell
Expansion by Plating Whole Bone Marrow at a Low Cellular Density: A
More Advantageous Method for Clinical Use. Stem Cell International in
press.

17. Bieback K, Schallmoser K, Kltter H, Strunk D: Clinical Protocols for the
Isolation and Expansion of Mesenchymal Stromal Cells. Transfus Med
Hemother. 2008, 35:286-294.

18.  Bieback K, Kinzebach S, Karagianni M: Translating research into clinical
scale manufacturing of mesenchymal stromal cells. Stem Cells Int 2011, 20
(). 2010:193519.

19.  Bieback K, Brinkmann I: Mesenchymal stromal cells from human perinatal
tissues: From biology to cell therapy. World J Stem Cells 2010, 2:81-92.

20. Soncin S, Lo Cicero V, Astori G, Soldati G, Gola M, Strder D, Moccetti T: A
practical approach for the validation of sterility, endotoxin and potency
testing of bone marrow mononucleated cells used in cardiac
regeneration in compliance with good manufacturing practice. J Trans/
Med 2009, 7:78.

21, European Parliament and Council Directive 2001/20/EC of 4 April 2001 on the
approximation of the laws, regulations and administrative provisions of the
Member States relating to the implementation of good clinical practice in the
conduct of clinical trials on medicinal products for human use.

22. Legislative decree N. 211/2003. Adoption of EC Directive 2001/20/EC related to
the application of the good clinical practice in the execution of the clinical
experimentations of medicines for clinical use.

23.  European Parliament and Council Directive 2005/28/EC of 8 April 2005 laying
down principles and detailed guidelines for good clinical practice as regards
investigational medicinal products for human use, as well as the requirements
for authorisation of the manufacturing or importation of such products.

24.  Legislative Decree N. 200/2007: ; Application of European Commission
Directive 2005/28/EC of 8 April 2005 laying down the principles and
detailed guidelines for good clinical practice concerning investigational
medicinal products for human use, as well as the requirements for
authorisation of the manufacturing or importation of such products.

25. ltalian Minister of Health Decree dated 21st December 2007 on the procedure
to follow for the authorization to the competent authority, for the
communication of substantial amendments and the declaration of conclusion
of the clinical trial and for the application to seem to the ethical committee.

doi:10.1186/1479-5876-10-112

Cite this article as: Gunetti et al.: Validation of analytical methods in
GMP: the disposable Fast Read 102® device, an alternative practical
approach for cell counting. Journal of Translational Medicine 2012 10:112.




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	MNC isolation
	BM MSC isolation and expansion
	B&uuml;rker cell count
	Fast Read 102&reg; cell count
	Accuracy
	Precision and repeatability
	Viability cell counting by Trypan Blue dye
	Linearity and range on wPB and wBM count
	Linearity and range on MNCs and MSCs
	Statistical analysis
	Statement of ethical approval

	Results and discussion
	Accuracy
	Precision and repeatability
	Linearity and range on wPB and wBM
	Linearity and range on MNCs and on MSCs

	Conclusions
	Competing interest
	sectionBib1
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


