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Figure 5 Effect of bone marrow transplanted (BMT) using bone marrow from young animals into aged animals on the density of
vascular structures in the periinfarction area during the poststroke period. (A-C) Representative micrographs of cerebral cortex about
0.5mm from the stroke-affected area in the phosphate-buffered saline (PBS) (A) and BMT (B) groups on day 30 after stroke.
Sections were stained with anti-Lectin antibody. There is a significant difference in vascular density observed between groups (C).
(D-F) Representative micrographs of contralateral cortex in the PBS (D) and BMT (E) groups on day 30 after stroke. No significant
difference in vascular density was observed between the two groups (F). (G-J) Representative micrograph of ipsilateral stroke-
affected cortex (G) and contralateral cortex (I) of a poststroke young rat on day 30 after stroke. Compared with aged rats subjected to
stroke, there is a significant increase in vascular density in the stroke-affected cortex located about 0.5 mm from the stroke area (H)
and contralateral cortex (J) in the young animals. (K) Human umbilical vein endothelial cells (HUVECs) were exposed to bone
marrow mononuclear cells from aged or young rats and the level of endothelial cell phospho-p38 was determined. Analysis of
variance analysis revealed a significant reduction in endothelial phospho-p38 in the presence of young bone marrow cells compared
with aged bone marrow cells. (L-N) Representative micrographs of cerebral cortex about 0.5 mm from the stroke-affected area from
an animal in the PBS (L) and BMT (M) group on day 30 after stroke. The section is stained with anti-lba-1 antibody. A significant
reduction in microglia was observed in the BMT group, compared with PBS-treated group (N). *P < 0.05 versus PBS control (C, N)
or aged bone marrow (H, J, K). n =5, in each group. Scale bar: 50 um (A, L).

bone marrow into aged animals are not likely due to Vascular endothelial dysfunction in aging has been
modulating the profile of inflammatory cytokines at shown to be correlate with impaired vasodilatation
the site of cerebral infarction or in the serum. (LeBlanc et al, 2008) and reduced expression of NOS
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(Smith and Hagen, 2003). Although some aspects of
cell senescence are likely to be irreversible, certain
endothelial properties can be maintained/restored
with antioxidants (Smith and Hagen, 2003). Further-
more, exposure to a ‘young systemic environment’
has been shown to rejuvenate aged progenitor cells
in rats (Conboy et al, 2005). Taken together with
these previous observations, our results indicate
that partial reconstitution of bone marrow from aged
rats with cells from young animals improves the
host response to cerebral ischemia, probably in part
through a beneficial effect on endothelial function.
Although bone marrow cells have the potential to
differentiate into endothelial cells (Asahara et al,
1997), the half-life of endothelial cells is relatively
long and differentiation of circulating cells into
endothelium is relatively rare (Taguchi et al,
2004b). Thus, the principal effect of young progeni-
tors in the bone marrow may be to promote an
environment in the systemic circulation conducive

to vascular activation, as evidenced by increased -

levels of phospho-eNOS (i.e., the results of our
in vitro studies with cultured HUVEC exposed to
mononuclear bone marrow cells from young versus
old rats; Figure 4E). In addition to eNOS, young bone
marrow cells were shown to decrease activation of
p38 MAP kinase in cultured endothelium, a pathway
leading to cell death (Mehta et al, 2007). In contrast,
no significant change in activation/inactivation
of other MAP kinases, ERK1/2 or JNK, was observed
in endothelial cells exposed to bone marrow cells
from young animals in vitro. In a previous report,
inactivation of p38, but not JNK, was shown to
suppress endothelial cell death after hypoxia/reoxy-
genation injury (Lee and Lo, 2003). Taken together,
our data thus far suggests that the beneficial effect of
bone marrow cells from young animals may be due,
at least in part, to effects on the vascular endo-
thelium, especially at the level of cerebral micro-
vasculature. This concept is consistent with our
observation of an increased density of vascular
structures in the periinfarct area of poststroke brain
from aged rats transplanted with bone marrow cells
from young animals. However, the precise mechan-
isms linking bone marrow-derived immature cells to
enhanced function of the cerebral microcirculation
remains to be determined (Pearson, 2009). In view
of the likely impact of inflammatory mechanisms
on reparative mechanisms in stroke, another impor-
tant observation might be the decrease of micro-
glial invasion/activation observed in poststroke
aged animals transplanted with bone marrow from
young animals.

Our results suggest a novel strategy for enhancing
the host response to ischemia in aged patients,
provided these observations in a rodent model can
be translated to humans. If such an extrapolation to
man is possible, the source of ‘young’ bone marrow is
relatively easily obtained through collection and
preservation of autologous cord blood or bone
marrow cells harvested earlier in life. In addition,
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an alternative approach might be induction of
hematopoietic stem cells using autologous induced
pluripotent stem (iPS) cells (Hanna et al, 2007).
Although the fundamental mechanisms underlying
senescence of mammalian cells (and senescence of the
vasculature) remains to be elucidated, our findings
indicate that impairment of the vascular response in
aged individuals may be partially restored through
transplantation with bone marrow from young animals.
In addition to possible therapeutic application in
patients with an evolving stroke, rejuvenation of bone
marrow may also have a preventive role in those at
high risk for stroke, such as individuals with recurrent
transient ischemic attacks.
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Abstract

Purpose Although '>0-O, gas inhalation can provide a
reliable and accurate myocardial metabolic rate for oxygen
by PET, the spillover from gas volume in the lung distorts
the images. Recently, we developed an injectable method in
which blood takes up '°0-O, from an artificial lung, and
this made it possible to estimate oxygen metabolism
without the inhalation protocol. In the present study, we
evaluated the effectiveness of the injectable '°0-0, system
in porcine hearts.

Methods PET scans were performed after bolus injection
and continuous infusion of injectable '*0-O, via a shunt
between the femoral artery and the vein in normal pigs. The
injection method was compared to the inhalation method.
The oxygen extraction fraction (OEF) in the lateral walls of
the heart was calculated by a compartmental model in view
of the spillover and partial volume effect.

Results A significant decrease of lung radioactivity in PET
images was observed compared to the continuous inhalation
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of 150-0, gas. Furthermore, the injectable '*0-O, system
provides a measurement of OEF in lateral walls of the heart
that is similar to the continuous-inhalation method (0.71+
0.036 and 0.72+0.020 for the bolus-injection and
continuous-infusion methods, respectively).

Conclusion These results indicate that injectable '>0-O, has
the potential to evaluate myocardial oxygen metabolism.

Keywords Myocardial oxygen metabolism - PET - Pig -
OEEF - Injectable '°0-0,

Introduction

In the myocardium, fatty acid or glucose is used to produce
energy by aerobic metabolism. Oxygen is one of the most
important substrates closely related to the aerobic metabo-
lism in the TCA cycle; thus, oxygen metabolism should be
a direct reflection of myocardial metabolism of these
substrates. Therefore, there has been considerable interest
in the development of a method to quantify oxygen
metabolism in the myocardium.

Recently, ' C-acetate has been used for this purpose [1-5].
"C-acetate is taken up by the mitochondria and metabolically
converted into acetyl-CoA. It then enters the TCA cycle and
is transformed to ''C-CO,, which is cleared rapidly from the
myocardium. Thus, the clearance pharmacokinetics reflects
oxygen metabolism in the myocardium. However, the
quantification of oxygen metabolism using ''C-acetate is
quite difficult because of various intermediary compounds.

The use of '°0-0, gas inhalation and PET scanning can
provide a quantitative myocardial metabolic rate for oxygen
(MMRO,) [6, 7]. The tracer kinetic model used is based on
that originally proposed to describe the behavior of *0-0,
in brain tissue [8, 9]. However, the direct translation of the

@ Springer



378

Eur J Nucl Med Mol Imaging (2010) 37:377-385

compartmental model for the brain to the heart is not
permitted, because subtraction for spillover from gas
volume in addition to that from the blood pool is needed.
A previous study demonstrated that the gas volume can be
accurately estimated from the transmission scan data; thus,
this technique did not require additional emission scanning
for estimating the quantitative gas volume images [6, 7].
However, gaseous radioactivity in the lung during the
inhalation of 0-0, gas is too high in comparison to other
regions. Subtraction for this contribution is straightforward
and accurate using the transmission scan-derived gaseous
volume images, but the lung radioactivity degraded image
quality in the estimated MMRO, images.

As an alternative to gas inhalation, we recently developed a
method to prepare an injectable form of '*0-O,. This was
accomplished by exposing pre-collected blood to }°0-0, gas
using a small artificial lung system resulting in a maximum
yield of 130 MBg/ml. We demonstrated that cerebral oxygen
metabolism could be estimated in normal and ischemic rats
using injectable '°0-O, [10-12]. This technique has the
potential of avoiding the inhalation protocol.

The aim of the present study was therefore to test the
feasibility of using the injectable '°0-0O, oxygen system
for estimating myocardial oxygen metabolism in pigs. The
injection method was compared to the inhalation method
to determine if the injection method resulted in a reduction
of lung radioactivity, an improved image quality, a more
accurate estimate of myocardial oxygen metabolism, and
an improved signal-to-noise ratio.

Materials and methods
Theory

150-Oxygen was administered by IV injection or
inhalation and was carried as '*O-hemoglobin by blood
to peripheral tissues including the myocardium, where it
was converted to >O-water (15 0-H;04¢1) through aerobic
metabolism. The increased distribution volume of
150-H,0mes, represented by the exchangeable water space
of tissue, causes delayed removal of radioactivity. This
allows the definition of an appropriate model and
equations to be derived for the calculation of a regional
myocardial metabolic rate for oxygen (rMMOR,) and
regional oxygen extraction fraction (rOEF). Previous
studies demonstrated that these calculations were similar
to those used for estimating cerebral blood flow and
oxygen metabolism and require the measurement of
regional myocardial blood flow (tMBF) and a correction
for spillover of activity from the vascular pools and the
pulmonary alveoli [6, 7]. tMBF was measured by the
'30-H,0 injection technique [13]. Activity in the vascular
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pools of the heart chambers and the lung was
evaluated with a conventional measurement of blood volume
using '*0-CO, and activity in the pulmonary alveoli was
evaluated with an unconventional and indirect measurement
of gas volume obtained from the transmission scan.
Furthermore, the existence of recirculating 15O—HzOmct in
the blood freely accessible to the myocardium was taken into
consideration.

The differential equation describing the myocardial
kinetics after administration of >0-O, can be written as
follows:

ST — OBF - £+ Ag(t) + £+ Ay () — (£+2)C™ () (1)

where C™°(t) designates the true radioactivity concentra-
tion in the myocardium at time t, f is myocardial blood
flow, Ao(t) is the '"0-O, radioactivity concentration in
arterial blood, Aw(t) is the >O-H,O radioactivity concen-
tration in arterial blood, p is the myocardium/blood
partition coefficient of water, and 1 is the physical decay
constant of O-15.
Solving Eq. (1) in terms of C™°(t) gives:

C™°(t) = OEF - f - Ao(t)*e-(gﬂ)-t L. Aw(t)*e“(';'“)’t
(2)

where the asterisk denotes the convolution integral. During
steady-state conditions under the continuous administration
of 1°0-0,, the following relationship holds:

OFF -f- A, +£- A,
(5+2)

In the actual PET studies, the spillover from vascular
pools and pulmonary alveoli and the partial volume
effect should be taken into consideration [14]. Then, the
measured radioactivity concentration in the region of
interest (ROI) in the myocardium (R™¥°(t)) can be
expressed as:

cmyo

(3)

R™(t) = o - C™°(t)
+(V§y0 . At(t) — &+ Fyein - OEF - Ao(t) —a - Fyein - Aw(t))
+VE - Cas()

4)

where o denotes the myocardial tissue fraction, Vg°° is
the myocardial blood volume, A(t) is the total O-15
radioactivity concentration in arterial blood, F,., is the
microscopic venous blood volume, V5 is the gas volume
in the myocardial ROI and Cg,(t) is the O-15 radioactivity

concentration in V§”°.
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With the bolus injection or infusion methods using an
artificial lung system, the radioactivity in the pulmonary
alveoli is expected to be negligible in comparison with the
inhalation method. Thus, Eq. (4) can be converted to:

Rmyo (t) =g CYO (t)
+(VE"°-A¢(t) — @ Fvein-OEF - Ao (t) — @ Fvein- Aw(t))

(5)
Subjects

In this study, four healthy miniature pigs (22—-30 kg) were
used. The pigs were anesthetized by IM injection of
ketamine and xylazine followed by continuous infusion of
propofol (5 mg/kg/h). The animals were then placed in the
supine position on the bed of the PET scanner. All
experimental procedures were approved by the local animal
welfare committee.

Injectable '°0-0, preparation

In the “injection” study, injectable '°0-O, was used.
Injectable '°0-0, was prepared as described previously
[10-12]. In brief, part of an infusion line kit (Terumo
Corporation, Tokyo, Japan) and an artificial lung 18 cm in
length (Senko Medical Instrument Mfg Co. Ltd., Tokyo,
Japan) were connected using silicone tubing to make a
closed system. Then, venous blood collected from a pig,
which was used in the following PET studies, was added to
the system and circulated (100 ml/min) by a peristaltic pump,
followed by introduction of '>0-0O, gas (~7,000 MBg/min/
433 ml) into the artificial lung for 15 min to prepare
injectable *0-0, (5.6-60.7 MBg/ml).

In the “continuous infusion” study, the left femoral artery
and right femoral vein were both cannulated. The two
cannulas from the artery and the vein were connected to the
opposite sides of an artificial lung to create a femoral shunt.
The blood flow in the shunt was aided by a peristaltic pump
(30-50 m/min). °0-0, gas (~7,000 MBg/min/433 ml) was
continuously introduced into the artificial lung.

PET protocol (Fig. 1)

The PET scanner was an ECAT EXACT HR (CTI/Siemens)
[15], which has an imaging field of view (FOV) of 55 cm in
diameter and 15 cm in axial length. The spatial resolution
of the scanner is 5.8 mm in full width at half maximum at
the center of the FOV.

After obtaining a 20-min transmission scan for attenua-
tion correction and gas volume estimation, the blood pool
image was obtained with a 4-min PET scan after the pigs
inhaled 2.7 GBq *0-CO for 30 s. Arterial blood samples
were taken every minute during the '>O-CO scanning, and
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(min)
20 Transmission scan
4 E&T "°0-CO for blood pool image
o .
6 50-H,0 for blood flow image
12 ““ Dual administration of injectable 50-0, and
™ 150-H,0 (Injection method)
o5 %0-0, infusion via the femoral shunt
(Constant infusion method)
o
25 80-0, gas inhalation

(Constant inhalation method)

Fig. 1 Outline of the PET imaging study. The interval between scans
was more than 15 min to allow for physical decay of O-15
radioactivity to background levels

the radioactivity concentration in the whole blood was
measured with a Nal well-type scintillation counter cali-
brated against the PET scanner. Subsequently, '*O-water
was injected into the right femoral vein for 30 s at an
infusion rate of 10 ml/min (injected radioactivity was about
1.11 GBq). Immediately after injection of '*O-water, 26
dynamic frames (12x5 s, 8x15 s and 6x30 s) of PET data
were acquired for 6 min.

Furthermore, two PET scans were successively per-
formed after the IV injection of '*0-0, (5.6-60.7 MBq/ml)
for 30 s at an injection rate of 20-80 ml/min for the
“injection” study, and by the continuous '°0-O, gas
infusion through the artificial lung in the femoral shunt for
the “continuous infusion” study. In the “injection” study, 52
dynamic frames (12x5 s, 8x15s, 6x30 s, 12x55, 8x15 s
and 6x30 s) of PET data were acquired for 12 min, and
1.11 GBq of '>O-water was injected IV for 30 s at 10 ml/
min starting at 6 min after the administration of IV '°0-0,
according to the dual administration protocol we developed
previously [16]. In the “continuous infusion” study, 26
dynamic frames (10x30 s, 5x60 s, 1x600 s and 10%30 s)
were acquired for 25 min, and the 600-s frame was used for
steady-state analysis.

Another PET scan was performed by '°0-O, gas
inhalation in one of the four pigs in the same protocol as
the “continuous infusion” study. This was the “continuous
inhalation” study. The interval between scans was more
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than 15 min to allow for physical decay of O-15
radioactivity to background levels. All acquisitions were
obtained in the two-dimensional mode (septa extended).

Data analysis

A filtered back-projection algorithm with a 6-mm Gaussian
filter was used for image reconstruction. The reconstructed
images had a matrix size of 128 % 128 x 47 and a voxel size
of 1.84 x 1.84 x 3.38 mm, and all image data sets were
resliced into short-axis images across the left ventricle [13].

Myocardial blood flow

tMBF was calculated from the injection of '°?O-H,O by fitting
the myocardial and arterial time-activity curve data to a
single-tissue-compartment model that implemented correc-
tions for partial-volume effects by introducing the tissue
fraction. In addition, the model was corrected for spillover
from the left ventricular (LV) chamber into the myocardial
ROI by introducing the arterial blood volume [13]. In these
experiments, the time-activity curves generated from large
ROIs placed in the LV chamber were used as the input function.

Regional oxygen extraction fraction

In the “injection” study, rOEF was calculated according to
Egs. (2) and (5). In these formulations, Fye;, was assumed
to be 0.10 ml/g tissue and p was fixed at 0.90 ml/g. The
blood volume image obtained from the '*0-CO scan was
used for the determination of V3°°. The value of A(t) was
obtained from the LV radioactivity concentration measured
from the PET data set with small LV ROIs to minimize
spillover from the myocardium. The calculation for the
estimation of recirculating °0-H,O was performed as
previously described [16]. For the “continuous infusion”
and “continuous inhalation” studies, in which a 600-s frame
was regarded as steady-state, Egs. (3) and (5) or Egs. (3)
and (4) were used for calculating rOEF, respectively.

Results

Table 1 summarizes the conditions of animals during the PET
studies. The parameters were all within the physiologic range.

Figure 2 demonstrates the dynamic images obtained in
the “injection”, “continuous infusion”, and “continuous
inhalation” studies. With the injection and continuous-
infusion methods, the right ventricle on the left side and the
vena cava on the lower side were well delineated, whereas
the left ventricle was moderately shown on the right side.
The 16th frame (600~1,200 s after the initiation), which
was used for steady-state analysis with the continuous-
infusion method, was visibly distinct compared with all of
the frames obtained with the injection method. However,
with the continuous-inhalation method, neither ventricle
could be depicted because of high radioactivity in the lung
on the right and lower-side images.

The radioactivity in the blood pool obtained by '*0-CO
PET (Fig. 3g) and the gaseous volume estimated by inverse
transmission data (Fig. 3h) were subtracted from the raw
PET images (16th frame) with the continuous-inhalation and
continuous-infusion methods, respectively (Fig. 3¢ and f).
Both methods clearly delineated the myocardium after
subtraction in comparison to the blood flow image
(Fig. 3i). However, the continuous-inhalation method
showed salient radioactivity on the lateral wall (Fig. 3c),
whereas the continuous-infusion method showed only
modest radioactivity in the myocardium (Fig. 3f). It is also
notable that there was considerable radioactivity in the right
ventricle with the continuous-infusion method even after the
subtraction (Fig. 3f).

To further examine the differences between the continuous-
infusion and continuous-inhalation methods, time-
radioactivity curves during the PET scans were taken from
four ROIs: the left ventricle (LV), right ventricle (RV),
myocardium (Myo), and lung (Fig. 4). At the steady-state
frame (600~1,200 s), the continuous-infusion method
showed higher radioactivity in the RV and LV than in the
myocardium (Fig. 4a), whereas the radioactivity of these
regions was similar with the continuous-inhalation method
(Fig. 4b). The radioactivity in LV was about two-thirds of
that in RV in Fig. 4a, indicating that measurable radioactivity
was excreted through the lung even after the femoral
administration of °0-O,. The lung excretion was also
observed on the blood-subtracted image (Fig. 3e). Actually,
there was significant radioactivity in the lung (Fig. 4a),
although that was the lowest among the four ROIs. In
contrast, the radioactivity in the myocardium was the lowest
among the four ROIs with the continuous-inhalation method

Table 1 Physiological parame-

ters of pigs during the PET pH pCO; pO2 tHb O,Sat HR BP (mmHg)
studies (mmHg) (mmHg) (grd) (%) (bpm)
Diastolic Systolic
Average 7.46 40.3 125.8 12.8 97.7 85 97.8 125.2
SD 0.032 2.51 16.69 1.30 1.83 19.5 104 19.3
@ Springer
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a Injection method

150.0-165:0 5 A0.C-

b cContinuous infusion method

270.0-3008

C Continuous inhalation method

1350.0-1390.0 7 1360014900 ¢

SO00-3300%

3440.0-1470.05 14700150005

Fig. 2 PET images obtained in (a) the injection method, (b) the continuous-infusion method with injectable 150-0,, and (c) the continuous-

inhalation method with '°0-0, gas

(Fig. 4b). The heart-to-lung radioactivity ratios were calcu-
lated from Fig. 4 for the quantitative estimation of image
quality; the continuous-infusion method provided a ratio of
1.38+0.24, whereas the ratio was less than one with the
continuous-inhalation method.

Table 2 shows the quantitative OEF values in the lateral
wall obtained by the injection, continuous-infusion, and

210

continuous-inhalation methods. These OEF values were
consistent among the three methods.

Figure 5 represents the noise equivalent counts (NEC)
standardized by the total counts detected by the PET
scanner. Although the injection method tended to show
rather high values, there was no significant difference
between the values obtained by the injection and
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Fig. 3 PET images obtained in the study are shown. The 16th frame
(steady-state frames) of the continuous-inhalation method and the
continuous-infusion method are shown in (a) and (d), respectively.
The ‘blood-subtracted’ images shown in (b) and (e) were created by

continuous-infusion methods as determined by a Mann
Whitney U-test.

Discussion

In previous studies, we showed the usefulness of the
injectable >0-O, system for estimating cerebral oxygen
metabolism in small animals such as rats under normal or
ischemic conditions [10-12]. Injectable °0-O, replaced
the inhalation protocol and radioactive *0-0, was admin-
istered via the tail vein. Thus, injectable °0-O, could
abolish the artifact from the high radioactivity in the

@ Springer
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C

subtraction of the blood-pool image by *0-CO (g) from (a) and (d).
The ‘blood- and gas-subtracted’ images shown in (¢) and (f) were
created by the successive subfraction of the gaseous image (h) from
(b) and (e). The myocardial blood flow image is also shown in (i)

inhalation tube that distorts the PET images, especially in
small animals. We considered that the concept could also be
utilized in the hearts of large animals. Therefore, in the present
study, we tested the feasibility of an injectable '°0-0, system
for estimating myocardial oxygen metabolism in normal
pigs. In addition, since a shunt between the femoral artery
and vein can be created in pigs but not in small animals,
continuous infusion via the femoral shunt was also
performed to achieve a constant and reliable delivery of
radioactivity to the heart.

Dynamic PET scans showed a large difference in the
radioactivity distribution among the three methods. Since
the labeling efficiency to prepare injectable '°0-O, was
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Fig. 4 Time-activity curves from the left ventricle (LV), the right
ventricle (RV), the myocardium (lateral wall, Myo) and a lung region
with the continuous-infusion method (a) and the continuous-inhalation

lower with pig blood (ca. 61 MBg/ml at most) than with the
blood of rats and humans (130 MBg/ml), the injection
method provided rather obscure images. With the injection
and continuous-infusion methods, the radioactivity in the
lung was dramatically reduced in comparison to the
continuous-inhalation method, since the heart-to-lung ratio
with the continuous-infusion method was about 40% higher
than with the continuous-inhalation method. This finding
suggested that the two methods that inject radioactivity via
a vein are more useful for analyzing myocardial oxygen
metabolism in pigs than the continuous-inhalation method.
However, a distinct difference between radioactivity of the
right and left ventricles was observed in the images and
time-radioactivity curves after venous administration of
130-0,, indicating a certain degree of excretion of the
radioactivity by the lung. Therefore, the spillover from the
pulmonary alveoli to the myocardium could not be omitted
in the two methods with venous administration, and Eq. (4)

Table 2 OFEF estimated by the three methods using injectable 1*0-0,
or °0-0, gas

OEF

Injection Infusion Inhalation
Pig. 1 0.70 0.72
Pig. 2 0.67 0.72
Pig. 3 0.71 0.74
Pig. 4 0.76 0.69 0.72
Average 0.71 0.72 0.72
SD 0.036 0.020
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b Continuous inhalation
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method (b). The supply of radioactivity was started at time 0 s and
stopped at 1,200 s. The 16th frame for the steady-state analysis was
600~-1,200 s

was used for the OFF analysis, although the radioactivity in
the lung was lower than that in the myocardium.

On the other hand, with the continuous-inhalation
method, the radioactivity of the lung was in between the
radioactivity in the RV and LV. This is curious because
O-15 radioactivity was supplied from the inhalation tube
and transferred from the lung to blood so that the
radioactivity in the lung should have been the highest
among the four ROIs. This may have been caused, in part,
by inhomogeneous distribution of the radioactivity in the
lung due to its structure in comparison with the myocardi-
um and ventricles, and/or by artifacts from the lung to other

0.8
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o
@
S sl @ é
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Fig. 5 The ratio of noise equivalent counts (NEC) to total counts in
the total field of view of the PET scanner obtained with the
continuous-infusion method (/nf), the continuous-inhalation method
(Inh) and the injection method (/n))
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tissues. In any case, it is notable that the radioactivity in the
myocardium was the lowest with the continuous-inhalation
method, leading to difficulty in analyzing myocardial
oxygen metabolism.

The OEF values in lateral walls were calculated to
compare the ability of the three methods to determine
myocardial oxygen metabolism by using the blood flow
derived from the dual-administration protocol with the
injection method and the single-administration protocol
with the two continuous methods. There was no difference
in the blood flow between the two protocols. Consequently,
the three methods provided the same OEF value of about
0.7 and this is a physiological value in normal pigs, as was
previously demonstrated [17, 18]. We have demonstrated
the potential of the injectable '0O-O, system for the
estimation of physiological cerebral oxygen metabolism in
rats and monkeys during early and late ischemia, hyperten-
sion, and ischemia plus hypertension [10-12, 19]. There-
fore, we believe that the injection and continuous-infusion
methods provide a physiological OEF in the myocardium.
Nevertheless, we recognize the necessity to evaluate the
reliability and usefulness of the injectable '>0-O, method
in myocardial applications. Further studies using patho-
physiological animal models are required in the future, such
as myocardial ischemia, hypoxia, and heart failure. On the
other hand, since MMRO, is basically regarded as the
product of MBF and OEF, the results indicated that these
three methods were equivalent in their ability to quantify
MMRO, in normal pigs, at least in the lateral wall.
Although the images after the subtraction of spillovers
from blood and gas showed different contrast between the
continuous-infusion and continuous-inhalation methods, the
ability of these two methods to measure OEF and MMRO,
in the lateral walls was equivalent.

We did not evaluate myocardial oxygen metabolism in
other heart regions since the radioactivity in the right
ventricle could not be removed due to a significant
difference of radioactivity between the ventricles with the
continuous-infusion method. The injection method might
be able to evaluate oxygen metabolism in other regions
besides the lateral wall, although this was not evaluated in
this study due to the low radioactivity of injectable *0-0,
as described above. In the injection method, O-15 radioac-
tivity was delivered from the femoral vein to RV, the lung,
LV, and finally the myocardium. Thus, when the LV and
myocardial activity reach a maximum, the RV activity is
expected to be low. The later frames of the dynamic PET
images with the injection method might avoid the high RV
activity and delineate the myocardium and LV more clearly.
With accurate anatomical information by gated PET/CT, the
injection method will provide oxygen metabolism in other
heart regions. In addition, the injection method has a benefit
in that it is noninvasive and shortens the acquisition time in
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comparison with the continuous-infusion method. Future
studies are needed to determine whether the injectable
1%0-0, system can be used in other heart regions.

With the injection method, the ratio of noise equivalent
counts (NEC) to total counts tended to be the higher,
probably because of the absence of high radioactivity
adjacent to the PET scanner. Nevertheless, the continuous-
infusion method did not show this tendency. This may be
because tubes for the input to the artificial lung were
positioned at the femoral shunt and the output to the drain
of O-15 gas was positioned alongside the PET scanner,
resulting in an increase of random counts during the study.
Also, it is notable that the value with the continuous-
inhalation method was not small, which suggests that the
inhalation protocol itself did not worsen the results, but
rather the high radioactivity in the lung might affect the
analysis. In any case, if more care is given to shielding of
the radioactivity in tubes and/or for arrangement of instru-
ments in the PET room, a higher value of NEC/total counts
will be obtained with the injectable >0-O, system.

The declining slope delineated in the time-activity curves
with the continuous-infusion method requires some expla-
nation. Since the flow rate of O-15 gas supply to the artificial
lung positioned at the femoral shunt-was maintained constant
during the PET scan, it is possible that a decrease of labeling
efficiency of the artificial lung occurred due to the deposition
of any components of blood. The blood of rats or humans
was negligibly deposited in the artificial lung during
circulation at the same rate for at least 30 min in our other
experiments, so that this problem may be specific for pigs. It
is unclear which component in pig blood was exactly
involved in the deposition and three of four pigs did not
show a declining slope of the time-activity curve.

In practice, in routine studies on myocardial oxygen
metabolism using large animals such as pigs, the continuous-
inhalation method with '*0-0, gas may be easier to
perform for the following reasons: (1) the intubation tube
used for gas anesthesia prior to the PET scan can also be
used for °0-0O, gas inhalation; (2) catheterization of the
femoral artery and vein to create the femoral shunt for the
continuous-infusion method may be troublesome; and (3)
the injection of '°0-0, requires an artificial lung, preparation
time, and blood taken from the same animal prior to the PET
scan. However, the injection of 130-0, has a substantial
advantage over the continuous-inhalation method in that there
is reduced radioactivity in the lung and clearer images of the
heart are obtained. Therefore, the method for estimating
myocardial oxygen metabolism should be selected depending
on the objectives of the study and the surgical procedures.
Furthermore, since radioactivity administered into the
femoral vein is partially excreted into expired air, the
injectable '°0-O, system might be used for evaluating
pulmonary function in the future.
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Conclusion

In this study, we tested the feasibility of using an injectable
130-0, system to estimate myocardial oxygen metabolism
in pigs. Both the bolus-injection and continuous-infusion
methods reduced the radioactivity in the lung and provided
similar OEF values in the lateral walls of the heart. These
findings indicate that the injectable '>0-0, system has the
potential to evaluate myocardial oxygen metabolism.
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Measurement of density and affinity for dopamine
D, receptors by a single positron emission
tomography scan with multiple injections of

[''C]raclopride

Yoko Ikoma®?, Hiroshi Watabe', Takuya Hayashi’, Yoshinori Miyake*, Noboru Teramoto?,

Kotaro Minato? and Hidehiro Iida®

'Department of Investigative Radiology, National Cardiovascular Center Research Institute, Osaka, Japan;
*Biomedical Imaging and Informatics, Graduate School of Information Science, Nara Institute of Science and

Technology, Nara, Japan

Positron emission tomography (PET) with ["'C]raclopride has been used to investigate the density
(Bmax) and affinity (K,) of dopamine D, receptors related to several neurological and psychiatric
disorders. However, in assessing the B,., and K, multiple PET scans are necessary under variable
specific activities of administered [''C]raclopride, resulting in a long study period and unexpected
physiological variations. In this paper, we have developed a method of multiple-injection graphical
analysis (MI-GA) that provides the B,,., and K, values from a single PET scan with three sequential
injections of ['"'Clraclopride, and we validated the proposed method by performing numerous
simulations and PET studies on monkeys. In the simulations, the three-injection protocol was
designed according to prior knowledge of the receptor kinetics, and the errors of B,.x and Ky
estimated by MI-GA were analyzed. Simulations showed that our method could support the
calculation of B, and K, despite a slight overestimation compared with the true magnitudes. In
monkey studies, we could calculate the B,,., and K, of diseased or normal striatum in a 150 mins
scan with the three-injection protocol of ["'Clraclopride. Estimated B,.. and K; values of D,
receptors in normal or partially dopamine-depleted striatum were comparable to the previously
reported values.
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Introduction

Positron emission tomography (PET) with [**C]raclo-
pride has been widely used to investigate the
availability of striatal dopamine D, receptors in vivo
(Farde et al, 1985; Kohler et al, 1985; Hall et al,
1988). A number of postmortem studies have shown
that the abundance of dopamine D, receptor is
elevated in striatum samples from untreated patients
with Parkinson’s disease (Guttman and Seeman,
1985; Seeman et al, 1987) and in schizophrenic
patients who had never taken antipsychotics (Cross
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et al, 1981; Joyce et al, 1988). The PET measurements
have made it possible to quantify in vivo the density
and apparent affinity of receptors by systematically
varying the specific activity (or mass) of an adminis-
tered radioligand (see for example, Farde et al, 1986).
A study of Parkinson’s disease by Rinne et al (1995)
with in vivo PET showed increased density and
unchanged affinity of dopamine D, receptors in the
putamen in comparison with healthy controls. In
corresponding studies of schizophrenia, early find-
ings with [**C]N-methylspiperone indicated elevated
D, binding, which was not replicated in some
subsequent studies with [*C]raclopride (Wong et
al, 1986; Farde et al, 1987, 1990). Dysfunction of
dopamine receptors has also been suggested in
other neurodegenerative or psychiatric diseases (e.g.,
multiple-system atrophy, progressive supranuclear
palsy, and attention-deficit hyperactivity disorders);
however, there have been only a few studies that
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examined receptor function directly related to
density and affinity. This might be due to the
inherent difficulty in measuring absolute receptor
abundance based on PET recordings.

In PET scans, to determine the density and affinity
of receptors directly as parameters of kinetic model,
it is necessary to apply a compartmental analysis
based on a two-tissue compartment five-parameter
model including density of receptors Bu.. (pmol/
mL), bimolecular association rate constant k., (mL/
pmol/min), and unimolecular dissociation rate con-
stant k.g (min~') (Farde et al, 1989). However, since
data from a single PET scan are not enough to
determine the B. and ko, individually, multiple
PET scans should be taken with different molar
amounts of injected ligand. In addition, model
parameters are estimated by a nonlinear least squares
fitting with the metabolite-corrected plasma input
function, so the solutions are often unstable and
sensitive to statistical noise, and invasive arterial
sampling is required to use this method.

Farde et al (1986, 1989) determined the value of
Buox and apparent affinity Ky (=kow/kon) by a
graphical analysis using a time-activity curve (TAC)
of the specifically bound target region and a
reference region where specific bindings are negli-
gible. In this method, the ratio of specific bound and
free ligand concentrations at the equilibrium state are
plotted versus the concentration of specific bound
ligand, and B.,.. and Kj are estimated from the slope
and intercept of the regression line. Other groups
also used the value of distribution volume ratio —1
estimated from the graphical analysis of Logan et al
(1996), instead of the ratios of specific bound and
free concentration, to obtain stable values of the
y-axis quantity (Logan et al, 1997; Doudet and
Holden, 2003; Doudet et al, 2003). These methods
are practical, because they do not require arterial
blood sampling, and their respective estimation
processes are easy to carry out. However, to estimate
the regression line of a graphical plot, multiple PET
scans (at least two or three) are required under
variable molar amounts of administered ligand, so
scans have been performed on separate days. Even in
quantitative PET scans, the separate day protocol
may suffer from interday or intraday variations in
physiologic conditions, such as cerebral blood
pressure, flow, and receptor bindings, which may
affect the accuracy of the estimates.

We developed a method, called the multiple-
injection simplified reference tissue model (MI-SRTM),
to measure the change in binding potential
(BPnp =ka/k, (Mintun et al, 1984)) of dopamine D,
receptors from a single session of PET scanning with
multiple injections of [**Clraclopride (Watabe et al,
2006; Tkoma et al, 2009), and we showed that this
method could detect the change in BPyp because of
an increase in mass of administered [**C]raclopride
in a short scanning period, which is a prerequisite for
measuring the saturation binding parameters as
steady state. In this study, we extend our earlier
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report for estimating Bn.. and Ky from a single
session of PET scanning with triple injections of
[**Clraclopride using MI-SRTM and the graphical
analysis, and we validated the proposed method by
performing numerous simulations and studies on
monkeys using PET and [**C]raclopride.

Materials and methods
Theory

Graphical Analysis with a Reference Region for Estima-
tion of Density and Affinity: Graphical analysis based on
the Scatchard plot (Scatchard, 1949) has been used to
estimate the values of Bn. and Kj from as series of PET
recordings with various molar amounts of administered
ligand (Farde et al, 1986). In brief, the ratios (B/F) of
specific bound ligand concentration (B [pmol/mL]) and
free ligand concentration (F [pmol/mL]) at equilibrium are
plotted versus B. In this plot, the slope and x-intercept
represent —1/Ky and By, respectively. In general, for
graphical analysis without arterial blood sampling, the
total radioligand concentration in the reference region
(C. [Bg/mL]), where specific bindings are negligible, is
used as an estimate of the free radioligand concentration in
the target region (C; [Bq/mlL]), that is C*f=C, and the
specific binding radioligand concentration in the target
region (G, [Bq/mL]) is defined as radioactivity in the target
region (C, [Bg/mL]) reduced with C, that is Gf=C-C,
(Figure 1). The radioactivity concentrations of G and G,
at the point in time when dGF/dt is 0 (T.,), are divided by a
specific activity of the administered ligand, and used as F
and B at the transient equilibrium in the graphical analysis
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Figure 1 An example of simulated TACs for the striatum (Cy),
free (Cy), and specific bound (C,) concentrations in the striatum,
the cerebellum used as a reference region (C,) and bound
concentration in the striatum estimated using a reference region
(Cr'=C~C) with K;=0.033, Ki/k,=0.59, k,,=0.0033,
Buax = 25.7, ks = 0.034 for the striatum, and K, = 0.034, K,/
k»=0.36, ks =0.022, k, = 0.034 for the cerebellum. The time
point of dCiY/dt = O (T,,) is considered the transient equilibrium,
and bound concentration at the equilibrium (B™) is obtained
from the radioactivity concentration of C¥' at T,
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(Farde et al, 1989). In our study, we use the nomenclature
Bef and F°f to represent the concentrations otherwise
known as B and F. The value of the y axis, B™Y/F™, is
sometimes replaced by the binding potential estimated by
the graphical analysis of Logan et al (1996) or some other
method (Logan et al, 1997; Doudet and Holden, 2003;
Doudet et al, 2003).

Multiple-Injection Simplified Reference Tissue Model
for Estimation of Binding Potential: A simplified refer-
ence tissue model (SRTM) can provide three parameters
(R1, k;, BPyp) without invasive arterial blood sampling by
using a TAC of the reference region (Lammertsma and
Hume, 1996). The MI-SRTM extended this SRTM for
sequential multiple injections in a single session of PET
scanning by taking into account the residual radioactivity
in the target tissue at the time of each injection. As such,
the magnitude of BPnp for the ith injection is described in
the following terms (Ikoma et al, 2009):

Rk )e—ﬁ%t

Cu(t) :Ru‘cri(t) + <k2j - m

. 1
®Cii(t) + (Ci(0) — By;Gyi(0))e i’

where C; and C,; are the radioactivity concentrations in the
target and reference region, respectively, and t is the time
from the start of the ith injection.

Multiple-Injection Graphical Analysis for Estimation of
Density and Affinity: The conventional graphical analysis
was applied to the B,.. and Ky estimations with the
multiple-injection approach. In this multiple-injection
graphical analysis (MI-GA), the BPyp calculated for each
injection using MI-SRTM was plotted as a function of the
concentration of specific bound raclopride at the transient
equilibrium (B [pmol/mL]) within the scan duration for
each injection, and B, and K3 were estimated from the
regression line.

In this study for [**C]raclopride, the TAC of the
cerebellum was used as the reference TAC. Each parameter
in the MI-SRTM was estimated by nonlinear least squares
fitting with iteration of the Gauss—Newton algorithm. It
should be noted that the transient equilibrium condition is
required for each injection in the MI-GA.

Simulation Analysis

Simulations were performed to determine the range of
administered mass of three injections and to evaluate
feasibility of the MI-GA to estimate the B, and Kj.

Effect of Injected Mass on BPyp, Estimates: To investigate
the effect of the administered molar amount of [**C]raclo-
pride on BPyp estimates and to determine the molar
amount of three injections for monkey studies, a relation-
ship between BPyp and B™ was obtained by a computer
simulation. Noiseless TACs of the striatum and cerebellum
were generated with a measured plasma TAC and assumed
parameter values derived from measurements taken from
the monkey studies. The TAC of the cerebellum was
simulated with a conventional two-tissue compartment
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four-parameter model with assumed parameter values
obtained earlier in our monkey studies: K,=0.034
(mL/mL/min) K./k,=0.36, k;=0.022 (min™'), k,=0.034
(min~?). Meanwhile, the TAC of the striatum was simulated
with a two-tissue compartment five-parameter model
expressed as Equation (2) by solving these differential
equations with the numerical analysis of fourth-order
Runge-Kutta method with assumed parameter values
K,=0.033 (ml/mL/min), K;/k,=0.59, k,,=0.0033 (mL/
pmol/min), Buax=25.7 (pmol/mL), k,=0.026 (min™*), and
SA =37 (GBg/pmol):

% = K Gp(t) — (ke + Ky (1)) Gr() + ka8
%Ctﬂ = ky()Ci(t) — kaGo(2) 2)
k(1) = kon (Bmax - C;f;))

where C; and G, are the concentrations of radioactivity for
free and specifically bound [*'Clraclopride in tissue,
respectively; and SA is the specific activity of administered
[**Clraclopride.

As reference, the relationships between B and BPyp or
Bf/Ff were investigated in the case of a single injection of
[**Clraclopride by varying injected mass. TACs of the
striatum and cerebellum for the single injection with a
50mins scan were generated using the measured plasma
TAC of a single injection in which the input plasma TAC
was amplified, such that the corresponding mass increased
from 1 to 500nmol per injection. In each simulated TAC,
BPwnp values were estimated by the SRTM, and then, B/
Frf and B were calculated by the transient equilibrium
with the cerebellum TAC.

Next, TACs of the striatum and cerebellum for three
injections at 50mins intervals were generated using the
plasma TAC of three sequential injections in which
the input plasma TAC was amplified so that the mass of
the first and second injections would be 1.5 and 10 nmol/
kg, and the mass of the third injection would be 1.5 to
150nmol/kg. In each simulated TAC, BPnp values
were estimated by the MI-SRTM, and B™Y/F* and B™ for
the third injection was calculated by the transient
equilibrium with the cerebellum TAC. The relationships
between B™f and BPyp or B*/F*f for the third injection
were investigated, and compared with that for the single
injection.

Estimation of Bmax and K, Values by the Multiple-
Injection Graphical Analysis: The reliability of B, and
Ky estimates by the graphical analysis was investigated
for the proposed sequential multiple-injection approach
(single PET scan) and compared with that for the conven-
tional nonsequential approach (three PET scans on differ-
ent days, such that no residual mass remained). Noiseless
TACs of the striatum and cerebellum were simulated using
assumed parameters of the two-tissue compartment model
mentioned above and the plasma input function for three
injections in which the magnitude of each ‘virtual’ input
function was adjusted so that the injection mass would be
1.5, 10, or 30nmol/kg determined from the simulation
study mentioned above, with 50 mins intervals as reported

66.
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by Ikoma et al (2009). In the striatum TACs, By, values
were varied from 10 to 50 pmol/mL at 5 pmol/mL intervals
with other parameters fixed (K3=7.9 pmol/mL), or K4 was
varied from 3 to 15 at 2 pmol/mL intervals by changing k,,
with other parameters fixed (Bpax=25.7pmol/mL). For
each TAC, B, and K3 were estimated by the MI-GA from
three points obtained by MI-SRTM for the single PET scan
approach and they were estimated by the graphical
analysis from three points obtained by the conventional
SRTM for the three PET scan approach. Then, estimates
were compared with the true values. In the single PET scan
approach, Bm. and K; were also estimated without
reference TAC by the MI-GA from three points of BPnp
and B obtained by the two-tissue compartment four-
parameter model with the plasma input function shown
in the Appendix.

Analysis of Monkey Studies

PET studies were performed on three cynomolgus maca-
ques (weight 6.9t2.1kg) with the multiple-injection
approach. One animal (monN) was a healthy monkey aged
5 years, and the others had a syndrome acquired
Parkinsonism. Of these, one (monUP, aged 7 years) had
hemiparkinsonism induced by injecting the selective
neurotoxin, N-methyl-4-pheny1-1,2,3,6-tetrahydropyridine
(MPTP) (0.4mg/kg) into the right carotid artery (Bank-
iewicz et al, 1986), whereas the other (monBP, aged 5 years)
had bilateral Parkinsonism induced by injecting MPTP
(0.4 mg/kg) intravenously and intermittently (twice a week
for a total of 14 injections) (Takagi et al, 2005). Each
Parkinsonian animal showed typical Parkinsonian symp-
toms in the limbs (motor slowness, tremor) unilaterally or
bilaterally. The PET scan was performed after the symptom
reaching stable (6 months after the first injection of MPTP).
Anesthesia was induced with ketamine (8.4 mg/kg, intra-
muscularly) and xylazine (1.7 mg/kg, intramuscularly) and
maintained by intravenous propofol (6mg/kg/h) and
vecuronium (0.02 mg/kg/h) during the scan. The monkeys
were maintained and handled in accordance with guide-
lines for animal research on Human Care and Use of
Laboratory Animals (Rockville, National Institutes of
Health/Office for Protection from Research Risks, 1996).
The study protocol was approved by the Subcommittee for
Laboratory Animal Welfare of the National Cardiovascular
Center.

After the synthesis of [**Clraclopride, nonradioactive
raclopride was added so that targeted molar amount of
raclopride would be administered for three injections
(1.5, 10, and 30nmol/kg); this was done by dividing the
[**Clraclopride diluted by nonradioactive raclopride into
three portions with different volumes, containing the
intended masses of raclopride. For the first injection,
1.9+ 0.16 nmol/kg (57.0+5.7 MBq) of [**Clraclopride was
administered by a bolus injection at the beginning of the
scan. Fifty minutes later, the second [**Clraclopride injec-
tion, 11.1+0.56nmol/kg (60.4+8.8MBq at the time of
second injection) was administered by a bolus, and 50 mins
after that, a bolus 0f 31.1 £ 2.1 nmol/kg (30.8 + 4.4 MBq at the
time of third injection) of [**Clraclopride was administered
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again. Data were acquired for 150mins (10secs x 18,
30secs x 6, 120 secs x 7, 300secs x 6; total 50 mins for each
injection). The specific radioactivity was 4.7 + 2.2 GBg/pmol
at the time of the first injection.

PET scans were performed using a PCA-2000A
positron scanner (Toshiba Medical Systems Corporation,
Otawara, Japan) that provides 47 planes and a 16.2 cm axial
field-of-view. The transaxial and axial spatial resolution of
the PET scanner were 6.3 and 4.7 mm full width at half
maximum (Herzog et al, 2004). A transmission scan
with a 3-rod source of ®*Ge-°*Ga was performed for 20 mins
for attenuation correction before the administration of
[**Clraclopride. Radioactivity was measured in the three-
dimensional mode and the data were reconstructed by a
filtered back-projection using a Gaussian filter (3 mm of
full width at half maximum). Region-of-interests (ROIs)
were defined manually over the left and right striatum and
cerebellum for PET images, and the radioactivity concen-
trations in these regions were obtained. For the left and
right striatum, R,, k,, and BPnp for each injection were
estimated by the MI-SRTM. In addition, parametric images
were generated, estimating each parameter voxel by voxel,
using the MI-SRTM with a basis function method in which
the model Equation (1) was solved using linear least
squares for a set of basis functions, which enables the
incorporation of parameter bounds (Gunn et al, 1997;
Ikoma et al, 2009). By.x and Ky were estimated by the MI-
GA from these BPyp values of left and right striatum for
three injections.

In the unilateral Parkinsonian animal, three PET scans
with conventional single injection with different masses of
[**Clraclopride were also performed for comparison with
results by the multiple-injection single PET scan approach. A
PET scan with a bolus injection of 2.1 nmol/kg (50.6 MBq),
11.3nmol/kg (60.4MBq), or 31.1nmol/kg (30.8MBq) of
[**Clraclopride was obtained on separate days. PET data
were acquired for 50mins with the same protocol as the
single PET scan approach. The values of R,, k,, and BPyp
were estimated by the SRTM, and Bn.. and Ky were
estimated by the conventional graphical analysis.

Results
Simulation Study

Effect of Injected Mass on BPynp Estimates: In the
simulations, the value of BPyp, estimated by the MI-
SRTM, decreased as injected molar amount of
raclopride increased, that is, concentration of bound
raclopride became larger. The relationship between
BPuxp and B had a good linear correlation to some
extent; however, it did not remain linear for large B*f
(Figure 2A). The regression line where B**f< 20 pmol/
mL was BPyp=—0.091B"+ 2.4, R*=0.997 for the first
injection. In the relationship between BPy, and B™,
BPwnp values of the third injection were higher than
those of the first injection when B™ was lower than
20 pmol/mL. The ratio B*Y/F** was almost the same
as the BPyp estimated by MI-SRTM, though it was a
little smaller when B*f was lower than 5 pmol/mL
(Figure 2B).
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Figure 2 Relationship between specifically bound concentration and BPyp (A) or B™/F™ (B) estimates for the first and third injection

in the simulations.
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Figure 3 Relationships between estimates and true values of B and Ky for simulated TACs with various B .., and fixed Ky (A-C)
and with various Ky and fixed Bn.x (D-F) by the three PET scan approach (A, D), multiple-injection single PET scan approach
(B, E), and single PET scan approach with the plasma input function (C, F).

Estimation of Bn.x and Ky Values by the Multiple-
Injection Graphical Analysis: The TACs were cal-
culated for a range of possible Bn.. and Ky values,
and the relationship between true and estimated By
or K; values was investigated for conventional three
PET scan and the proposed single PET scan
approaches. When B, was varied, By.x and Ky were
overestimated compared with the true values in
both three PET scan and single PET scan approaches

(Figures 3A and 3B). However, a good correla-
tion was observed between true and estimated B,,.,,
and there was little variation in estimated K; when
B was set higher than 20pmol/mlL. Similarly,
when K; was varied, although K, and B,.. were
overestimated in both approaches, there was a good
correlation between true and estimated K, and
estimated B, was constant (Figures 3D and 3E).
In both cases, Bu.. and Ky estimates in the single
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PET scan approach were higher than those in the
three PET scan approach. In the TAC simulated with
B =25.7 and K;=7.0, estimated B and Ky were
27.8 and 10.5, respectively, in the three PET scan
approach, and 32.3 and 12.6, respectively, in the
single PET scan approach. In contrast to these
approaches with the reference TAC, the overestima-
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Figure 4 Measured TACs of the striatum and cerebellum and a
fitted curve for the striatum using MI-SRTM in the monkey
study by a single scan with sequential three injections of
[*!Clraclopride.

tion of Bh.. and K3 was scarcely observed in the
MI-GA with the plasma input function (Figures 3C
and 3F).

Monkey Studies

Typical examples of TACs for the striatum and the
cerebellum in the multiple-injection study are shown
in Figure 4, and the parametric images of BPy, for the
first, second, and third injection, and images of By
and Ky for the voxels in which BPyp, was higher than
1.5 are shown in Figure 5. The estimated BPyp
decreased as the injected molar amount of [**C]ra-
clopride became larger in the second or third
injection. Estimated BPnp;, BPnp2, and BPyps values
were 2.3, 1.4, and 0.74, respectively, in the left
striatum, and 2.6, 1.9, and 0.87, respectively, in the
right striatum. The reduction in BPyp was also
observed in the parametric images.

The plots of MI-GA are shown in Figure 6. Plots of
MI-GA for each of three animals were on the line,
and B,... and K; could be estimated as summarized in
Table 1. Using the single scan approach for the
hemiparkinsonian animal, Bn.x was 42.3 pmol/mL
and K; was 15.2pmol/mL in the affected (right)
striatum, and By was 32.3pmol/mL and K; was
13.0 pmol/mL in the contralateral (left) normal striatum.
Corresponding estimates for the three scan approach
were Bn.x=36.4 and K3=13.3pmol/mL in the right
striatum and B,..=29.2 and K3=11.6 pmol/mL in the

60 pmol/mL

Figure 5 MRI and PET summation image (left) and parametric images of BPyp for the first, second, and third injection (center) and
parametric images of Bmax and Ky for the voxels in which BPyp; is higher than 1.5 (right) in the unilateral Parkinsonian (monUP) monkey
study by a single scan with three sequential injections of [**Clraclopride. Although ROI analysis disclosed higher B« values in the MPTP-
infused side of the striatum, the parametric image showed more evident increase of B, in the dorsal and posterior parts of the striatum.
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Figure 6 Single-scan, multiple-injection graphical analysis for normal (N) or affected (A) region of the left or right striatum in three
monkeys that were normal (monN), unilateral Parkinsonian (monUP), and bilateral Parkinsonian (monBP).

Table 1 Estimated B..x and Ky values in three monkey studies

Scan protocol Subject Region Diagnosis Brax (pmol/mlL) Ky (pmol/mL)
Single scan monN L N 31.8 16.7
R N 31.7 16.9
monUP L N 32.3 13.0
R A 42.3 15.2
monBP L A 39.6 15.4
R A 38.7 15.9
Three scans monUP L N 29.2 11.6
R A 36.4 13.3

L, left striatum; R, right striatum; N, normal striatum; A, affected striatum.

left striatum. Both Bg.. and Ky of the single PET
scan approach were slightly higher than those of the
three PET scan approach. However, importantly, both
approaches found that Bn. in the affected striatum
was higher than that in the normal striatum. The
bilateral Parkinsonian animal showed B,.. values
of left=39.6 pmol/mL, right=38.7 pmol/mL, both of
which were higher than those of the striatum of
the normal animal or the normal striatum of the
unilateral animal, but were very close to the affected
striatum of the unilateral animal. The K; values of the
bilateral animal were not so different from other
striatums.

Discussion

Density and Affinity Determination by Graphical
Analysis with the Reference Region

In the graphical analysis for PET receptor studies, the
values of Bg.x and K; were estimated from the
relationship between the ratio of bound to free
concentrations and bound concentration at the time
of transient equilibrium, using the TAC of the
reference region (Farde ef al, 1986). Some groups
have used the value estimated from the distribution

volume ratio — 1, instead of the B™Y/F**f value of the
y axis, because the values of B"*/F* could change
considerably with small changes in the time point of
the transient equilibrium T., determined as the
maximum G (Logan et al, 1997; Doudet and
Holden, 2003; Doudet et al, 2003). Distribution
volume ratio or BPyp is estimated from the kinetic
analysis with TACs of target and reference regions, so
it is not affected by the error of estimated T.,. On the
other hand, the value of k/;(t) in Equation (2) varies
according to the concentration of bound raclopride,
and estimates of BPnp are considered to be an
averaged value of specific binding over time, which
is influenced by the dynamics of the free and bound
raclopride. Despite this, in our simulation study of
[**Clraclopride, there was little difference between
Bef/Ff and BPyp estimated by the SRTM, and both
had a linear correlation with B (Figure 2). However,
Brf/F*f became smaller than BPyp and deviated from
the linear relationship between B™/F*f and B in the
region with low B™ (Figure 2), especially for the
TACs with high By This may be a result of
imperfect attainment of the transient equilibrium
within the 50 mins scan duration for the TAC with
high binding. There was little effect of the error of B**
for the graphical analysis, in which B varied widely
among three injections, whereas the error of Bf/F=f
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