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1 H-1,2,3] TRIAZOLE SUBSTITUTED
AMINO ACIDS AND USES THEREOF

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH OR DEVELOPMENT

This invention was made with the support of Grant
NS48056 from the National Institutes of Health. The govern-
ment of the United States of America has certain rights in this
work.

PRIORITY STATEMENT

This application claims the benefit of and priority to U.S.
Provisional Application No. 61/174,496, filed on May 1,
2009, which is incorporated herein by reference in its entirety.

BACKGROUND

Radiolabeled amino acids are an important class of tumor
imaging agents that target the increased rates of amino acid
transport that occur in many types of tumor cells. A number of
radiolabeled amino acids including L-[**C]methionine, (2-
[*®F]fluoroethyl)-L-tyrosine (FET), 6-['®F]fluoro-3,4-dihy-
droxy-L-phenylalanine (FDOPA), 3-['**I]iodo-a-methyl-L-
tyrosine (IMT) have proven utility for imaging gliomas in
human patients. (Singhal, T, et al. Mol. Imaging. Biol. 10:1-
18, 2008; Langen, K. J., et al. Nucl. Med. Bio 33: 287-294,
2006; Chen, W, et al. J. Nuc. Med. 47: 904-911, 2006; Lan-
gen, K. J., et al. Nucl. Med. Biol. 29: 625-631, 2006; McCo-
nathy, J., et al. Cancer Metastasis Rev. 27: 555-573, 2008).
These tracers have improved sensitivity and specificity rela-
tive to 2-[**F]fluoro-2-deoxy-D-glucose (FDG) for detecting
brain gliomas, particularly in the setting of recurrence after
treatment. Radiolabeled amino acids also can increase the
diagnostic yield of stereotactic biopsy and provide better
delineation of tumor volumes for treatment planning than
contrast enhanced magnetic resonance (MR) imaging alone.
Radiolabeled amino acids may also be useful for monitoring
response to therapy and differentiating low grade from high
grade gliomas. Amino acids may also be useful in imaging
tumors outside of the brain. For example, ['*FIFDOPA
appears to be useful for imaging carcinoid and other neuroen-
docrine tumors, and anti-3-[**F]fluoro-1-amino-1-cyclobu-
tane carboxylic acid (FACBC) has shown promising prelimi-
nary results for imaging prostate cancer. (Becherer, A., et al.
J. Nucl. Med. 45: 1161-1167, 2004; Montravers, F., et al. J.
Nucl. Med. 47: 1455-1462, 2006; Schuster, D. M., et al. J.
Nucl. Med. 48: 56-63, 2007; Oka, S., et al. J. Nucl. Med. 48:
46-55, 2007).

Amino acids enter cells via membrane-associated carrier
transport proteins. Over 20 mammalian amino acid transport
systems have been described with varying substrate specifici-
ties, pH dependence, sodium dependence and regulatory
mechanisms. A number of amino acid transport subtypes
including [-type amino acid transporter 1 (LAT1) and amino
acid transporter type 2 (ASCT2) have been shown to be
upregulated in various human tumors including breast can-
cers and gliomas, and their presence may have prognostic
significance. (Fuchs, B. C., et al. Am. J. Physiol. Cell.
Physiol. 293: C55-C63, 2007; Fuchs, B. C., et al. Semin.
Cancer Biol. 15: 254-266; Esseghir, S., et al. J. Pathol. 210:
420-430, 2006; Nawashiro, H., et al. Int. J. Cancer 119: 484-
492, 2006). The leucine-preferring amino acid transport sys-
tem (system L) and to a lesser extent the alanine-preferring
amnion acid transport system (system A) have been the major
focus of radiolabeled amino acid development for positron

20

25

30

35

40

45

50

55

60

65

2

emission tomography (PET) and single photon computed
tomography (SPECT). However, health care professionals
are in need of radiolabeled amino acids suitable for PET and
SPECT that target amino acid transport systems other than
system L and system A, such as cationic amino acid transport.

SUMMARY

The present inventors have developed a series of com-
pounds which can be used as radiolabels for diagnostic imag-
ing, in particular positron emission tomography (PET) imag-
ing of tumors in a mammal.

In some embodiments, the present teachings disclose a
radiolabeled 1H-[1,2,3]triazole substituted amino acid or salt
thereof of structure

H,N 0

OH

N
F R, N Jn
NN

N=N

wherein R, can be CH, or O, n can be an integer from 0 to 3,
m can be an integer from 0 to 1, and p can be an integer from
Oto1.

In additional embodiments of the present teachings, the
inventors disclose a radiolabeled 1H-[1,2,3]triazole substi-
tuted amino acid or salt thereof of structure

N 0
F RZWNMOH
™\

N=N

wherein R, can be CH, or O, z can be an integer from 0 to 3,
y can be an integer from 0 to 1, and x an integer from 0 to 2.

In additional embodiments of the present teachings, the
inventors disclose methods of imaging a tumor in mammal
such as human. These methods comprise administering to the
mammal a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof of structure

LN 0

FMR‘MN\N: "

OH

wherein R, can be CH, or O, n can be an integer from 0 to 3,
m can be an integer from 0 to 1, and p can be an integer from
0 to 1, and subjecting the mammal to PET scanning.

In additional embodiments of the present teachings, the
inventors disclose methods of imaging a tumor in mammal
such as human. These methods comprise administering to the
mammal a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof of structure
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2]
N 0
F RZ}/\NA(-Q_{OH
N\
N=—/N

wherein R, can be CH, or O, z can be an integer from 0 to 3,
y can be an integer from O to 1, and x can be an integer from
0 to 2, and subjecting the mammal to PET scanning.

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
be CH,,ncanbe from 1 to 3, m canbe 0, p canbe 1, and F can
be '¥F. [1]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
be CH,,ncanbe 1,mcanbe 0, p canbe 1, and F can be an *°F.
(1]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
be CH,, ncanbe 2, m canbe 0, p can be 1, and F can be an **F.
(1]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
be CH,, ncanbe 3, mcanbe 0, p canbe 1, and F can be an **F.
(1]

In various aspects of the above embodiments, a radiola-
beled 1H-[1,2,3]triazole substituted amino acid or salt thereof
can include particular molecular species, such as [1]

N 0
RN
SN OH
\
N=N
N=N\
N
TN E
o)
NH,
HO
N=N 18%
N/ /\/
N
0
NH,
HO

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
be O,zcanbe 1 to 3, y can be 1, x can be 2, and the F can be
an "*F. [2]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
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amino acid or salt thereof as disclosed herein, wherein R, can
beO,zcanbe 1,y canbe 1, x canbe 2, and the F can be an **F.
(2]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
beO,zcanbe 2,y canbe 1, x canbe 2, and the F can be an **F.
(2]

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof as disclosed herein, wherein R, can
beO,zcanbe 3,y canbe 1, x canbe 2, and the F can be an *°F.
(2]

In various aspects of the above embodiments, a radiola-
beled 1H-[1,2,3]triazole substituted amino acid or salt thereof
can include particular molecular species, such as

N
I\
N\
N
(@]
NH,
HO
o/ W o
N
I
\N
(@]
NI,
HO
18
/_(7 O\/\ F
N\ 4N
N
OH
LN
(@]

The present teachings include the following aspects:
1. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereof of structure

N N Ot

N=N

OH

wherein R, is CH, or O, n is an integer from 0 to 3, m is an
integer from 0 to 1, and p is an integer from 0 to 1.
2. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereofin accordance with aspect 1, wherein the F is an
18
F.
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3. Aradiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereofin accordance with aspect 1, whereinR | is CH,,,
nisfrom1to3,mis0,pis1,andF is an 'F

4. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereofin accordance with aspect 1, wherein R | is CH,,,
nis 1,mis 0,pis 1, and F is an **F.

5.Aradiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereofin accordance with aspect 1, wherein R | is CH,,,
nis2,mis 0,pis 1, and F is an '°F.

6. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereofin accordance with aspect 1, wherein R | is CH,,,
nis3,mis 0,pis 1,and F is an ‘*F.

7. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereof in accordance with aspect 1, wherein the acid is
selected from the group consisting of

HN 0
TN
S oH,
\
N=N
N=N\
\ N/\/ISF and
(@]
NH,
HO
N=N 18
F
/ TN
AN
@]
NH,
HO

8. Aradiolabeled 1H-[1,2,3]triazole substituted amino acid or
salt thereof of structure

N 0
F RIWNMOH
N\

N=N

wherein R, is CH, or O, z is an integer from 0 to 3, y is an

integer from 0 to 1, and x is an integer from 0 to 2.

9. A radiolabeled 1H-[1,2,3]triazole substituted amino acid or
fglt thereof in accordance with aspect 8, wherein the F is an

F.

10. A radiolabeled 1H-[1,2,3]triazole substituted amino acid
or saltthereofin accordance with aspect 8, wherein R, is O,
zis 1to 3, yis 1, x is 2, and the F is an '*F.

11. A radiolabeled 1H-[1,2,3]triazole substituted amino acid
or saltthereofin accordance with aspect 8, wherein R, is O,
zis 1,y is 1, x is 2, and the F is an "*F.

12. A radiolabeled 1H-[1,2,3]triazole substituted amino acid
or salt thereof'in accordance with aspect 8, wherein R, is O,
zis 2, yis 1, X is 2, and the F is an '®F.

13. A radiolabeled 1H-[1,2,3]triazole substituted amino acid
or saltthereofin accordance with aspect 8, wherein R, is O,
zis 3, yis 1, x is 2, and the F is an '®F.
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6
14. A radiolabeled 1H-[1,2,3]triazole substituted amino acid
or salt thereofin accordance with aspect 8, wherein the acid
is selected from the group consisting of

N
i
~
N
0
NH,
HO
18
o\/\ F and
N
i
~
0
HO

15. A method of imaging a tumor in a mammal, the method
comprising:
administering to the mammal a radiolabeled 1H-[1,2,3]

triazole substituted amino acid or salt thereof, of any one
of aspects 1-14; and subjecting the mammal to PET
scanning.

16. A method of imaging a tumor in a mammal in accordance
with aspect 15, wherein the radiolabeled 1H-[1,2,3]triaz-
ole substituted amino acid is selected from the group con-
sisting of

H,N 0
ISF_\_
N A OH,
\
N=N
N=N\
and
\ N/\/ISF
0
NH,
HO
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-continued comprising;:

TN

/N =N 18R
N LN CO,H Boo-NH _COH
AN
5 a b
D — D ——
1 2
d NH, 10 Boc-NH _CO,—tBu

O
H

\

17. A method of imaging a tumor in a mammal in accordance 4
with aspect 15, wherein the radiolabeled 1H-[1,2.3]triaz-
ole substituted amino acid is selected from the group con- 13 3
sisting of lc

H,N CO,H +HCl Boc-NH__C0,-tBu

18
F
o "F. 20 d
= S
N N
(\\4N (\\4N
F F

N

N
I\
N\
N 5 4
25
a) contacting compound 1 with 1.5 eq (Boc),O and 9:1
o CH,OH, Et;N to yield compound 2;
b) contacting compound 2 with Cl;CC(—NH)OtBu, and
NH, CH,Cl, to yield compound 3;
HO

30  ©) contacting compound 3 with FCH,CH,N;, Cul, and
DMF/THF to yield compound 4;
d) contacting compound 4 with aqueous HCL and EtOH at

O\/\ B and 60° C.

19. A method of synthesizing

N
35
4
e H,N CO,H,
0 40 =
N\
=N
NH, 18p N=
HO
comprising:
s 45
N; _a N; _b
/=(7 o N 107 N >
1 2
N\ . z N .
50 3
185 N
OH 3
HN
Boe-NH CO,—1tBu
(6] c
—_—
55
18. A method of synthesizing 4
4
Boe-NH CO,—1tBu
H,N CO,H 6
d
—_—

~ “HCl, (\N =
(\N\ N

F N 65
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H,N CO,H
—
‘/\ N\
=N
18f N
6

a) contacting compound 1 with 1.5 eq TsCl, Et;N; and
CH,Cl, to yield compound 2;

b) contacting compound 2 with) K[*®F]F, K,,.,,and K,CO,
to yield compound 3;

¢) contacting compound 4 with compound 3, Cu(SO,,), and
sodium L-ascorbate to yield compound 5;

d) contacting compound 5 with aqueous HCL aqueous
HCl, and then heating by microwave/

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 illustrates the synthesis scheme for (R)-4 and (S)-4.

FIG. 2 illustrates the radiolabeling of (R)-[**F]4 and (S)-
['®F)4.

FIG. 3 presents in vitro 9L gliosarcoma cell uptake of
(S)-['®F]4 with neutral amino acid inhibitors.

FIG. 4 presents in vitro 9L gliosarcoma cell uptake of
(S)-[*®F]4 with basic side chain amino acid inhibitors.

FIG. 5 presents in vitro 9L gliosarcoma cell uptake of
(R)-[*®F]4 with neutral amino acid inhibitors.

FIG. 6 presents in vitro 9L gliosarcoma cell uptake of
(R)-['®F]4 with basic side chain amino acid inhibitors.

FIG. 7 presents 5 minute tumor to organ ratios with (R)-
[*®F]4 and (S)-['®F]4. For FIG. 7-FIG. 9, the graphs depicts
the average of the mean tumor uptake (% ID/g) ata given time
point divided by the corresponding normal organ/tissue
uptake, and the error bars represent standard deviation. n=3 or
4 for each value.

FIG. 8 presents 30 minute tumor to organ ratios with (R)-
['®F]4 and (S)-['®F]4.

FIG. 9 presents 60 minute tumor to organ ratios with (R)-
['®F]4 and (S)-['®F]4.

FIG. 10 presents a time-activity curve from MicroPET
study performed with (S)-['®F]4 in a Fischer rat with an
intracranially implanted 91 gliosarcoma tumor. For FIG.
10-FIG. 11, SUV values were calculated as ((nCi/cc)xweight
in grams)/(injected dose in nCi).

FIG. 11 presents a time-activity curve from MicroPET
study performed with (S)-[*®F]4 in a Fischer rat with a sub-
cutaneously implanted 9L gliosarcoma tumor.

FIG. 12 shows PET and fused PET/CT images from a
MicroPET study performed with (S)-['®F]4 in a Fisher rat
with an intracranial 9L gliosarcoma tumor. The PET portion
of this image represents summed data from throughout the
120 min study. The focus of high uptake represents the 9L
gliosarcoma tumor.

FIG. 13 shows fused PET/CT image from a MicroPET
study performed with (S)-[*®*F]4 in a Fisher rat with a subcu-
taneous 9L gliosarcoma tumor. The PET portion of this image
represents summed data from throughout the 120 min study.
The focus of high uptake in the right flank (left side of image)
represents the 91 gliosarcoma tumor. High uptake is also seen
in the bladder (inferior aspect of image at midline) and the
right renal collecting system (upper left aspect of image).
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DETAILED DESCRIPTION

The present inventors have developed a series of com-
pounds which can be used as tracers for diagnostic imaging,
in particular positron emission topography (PET) imaging of
a tumor in a mammalian subject such as a human. In some
embodiments, a compound can comprise a radioisotrope,
such as a positron emitter. Accordingly, a compound of the
present teachings can include a radioisotope such as ‘*F. In
some embodiments, a compound can comprise a radioiso-
trope, and can be used as a radiotracer for imaging tumors in
a human or other mammal using positron emission topogra-
phy (PET).

Hence, in some aspects, the inventors provides methods of
imaging tumors in a human or other animal. These methods
comprise administering to the mammal a radiolabeled 1H-[1,
2,3]triazole substituted amino acid or salt thereof and sub-
jecting the mammal to PET scanning. In some configurations,
the PET scanning can yield an image which can then be
interpreted by a medical professional, such as a physician.

Without limitation, a radiolabeled amino acid of the
present teachings can be useful in imaging tumors such as, for
example, a brain tumor, a carcinoid tumor, or a prostate
tumor. Imaging tumors can be useful, for example, for moni-
toring response to therapy, such as chemotherapy and radia-
tion. Thus, the present radiotracers and methods can be used,
for example, by a medical professional to determine if a
therapy is effective. In some configurations, tumor imaging
using the disclosed compounds as tracers can also be useful
for differentiating low grade from high grade gliomas.

In some embodiments, a compound of the present teach-
ings can be a radiolabeled 1H-[1,2,3]triazole substituted
amino acid or salt thereof of structure

H,N

A

OH

F R, N
MW\N

wherein R, is CH, or O, n is an integer from O to 3, m is an
integer from 0 to 1, and p is an integer from 0 to 1.

In additional embodiments, a compound of the present
teachings can be a radiolabeled the inventors disclose a radio-
labeled 1H-[1,2,3]triazole substituted amino acid or salt
thereof of structure

H,N 0

F R, 7 NﬂOH
o %/(_\ /
N=N

wherein R, is CH, or O, z is an integer from O to 3, y is an
integer from 0 to 1, and x is an integer from 0 to 2.

In additional embodiments of the present teachings, the
inventors disclose methods of imaging a tumor in mammal
such as human. These methods comprise administering to the
mammal a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof of structure
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LN 0

OH

: AN
SN Mg \_

wherein R, is CH, or O, n is an integer from 0 to 3, m is an
integer from O to 1, and p is an integer from O to 1, and
subjecting the mammal to PET scanning.

In additional embodiments of the present teachings, the
inventors disclose methods of imaging a tumor in mammal
such as human. These methods comprise administering to the
mammal a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof of structure

H,N 0

Vs ﬂ
F R, N—), OH
o %{(_\/

N=—N

wherein R, is CH, or O, z is an integer from 0 to 3, y is an
integer from 0 to 1, and x is an integer from 0 to 2.

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R is CH,, n
is from 1 to 3, mis 0, p is 1, and F is **F. [1]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R is CH,, n
is 1,mis 0, pis 1, and F is an **F. [1]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R is CH,, n
isbe2,mis 0, pis 1,and F is an *®F. [1]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R is CH,, n
is 3, mis 0, pis 1, and F is an **F. [1]

In various aspects of the above embodiments, a radiola-
beled 1H-[1,2,3]triazole substituted amino acid or salt thereof
includes particular molecular species, such as [1]

H,N 0

T A

N

\ =
N=—
N=—

N

N
\
N

N

NH,

HO
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-continued
N=N 18
F.
FETN
BN
(@]
NH,
HO

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R, is O, zis 1
to 3,yis 1, xis 2, and the F is an **F. [2]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R, is O, zis 1,
yis 1, xis 2, and the F is an '°F. [2]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R, is O, zis 2,
yis 1, xis 2, and the F is an '°F. [2]

In some embodiments, a compound of the present teach-
ings is a radiolabeled 1H-[1,2,3]triazole substituted amino
acid or salt thereof as disclosed herein, wherein R, is O, zis 3,
yis 1, x is 2, and the F is an **F. [2]

In various aspects of the above embodiments, a radiola-
beled 1H-[1,2,3]triazole substituted amino acid or salt thereof
includes particular molecular species, such as

O\/\ISF’
N
a3

N
0
NH,
HO
18
o\/\ F
N
i
~
N
or
0
NH,
HO
18
T

In various aspects of the embodiments, methods for syn-
thesis of the compounds disclosed herein are provided. In



US 8,722,014 B2

13

particular aspects, methods of synthesis of radiolabeled 1H-
[1,2,3]triazole substituted amino acids or salts thereof are
provided. In further aspects, methods for synthesis of radio-
labeled 1H-[1,2,3]triazole substituted amino acid precursors
are also provided.

EXAMPLES

The following examples are illustrative of the various
embodiments of the present teachings. The examples are not
intended to limit the scope of the claims. The methods
described herein utilize laboratory techniques well known to
skilled artisans, and guidance can be found in laboratory
manuals and textbooks such as Sambrook, J., et al., Molecular
Cloning: A Laboratory Manual, 3rd ed. Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, N.Y., 2001; Spector,
D. L. etal,, Cells: A Laboratory Manual, Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, N.Y., 1998; and Har-
low, E., Using Antibodies: A Laboratory Manual, Cold Spring
Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1999;
Hedrickson et al., Organic Chemistry 3rd edition, McGraw
Hill, N.Y., 1970; Carruthers, W., and Coldham, 1., Modern
Methods of Organic Synthesis (4th Edition), Cambridge Uni-
versity Press, Cambridge, U.K., 2004; Curati, W. L., Imaging
in Oncology, Cambridge University Press, Cambridge, U.K.,
1998; Welch, M. I, and Redvanly, C. S., eds. Handbook of
Radiopharmaceuticals: Radiochemistry and Applications, J.
Wiley, New York, 2003.

In the experiments described herein, all reagents, reactions
and materials were purchased from commercial suppliers and
used without further purification unless otherwise stated.
Chemicals were purchased from Aldrich Chemicals Co. (Mil-
waukee, Wis. USA) and Sigma Chemical Co. (St. Louis, Mo.
USA) unless otherwise specified, and solvents were pur-
chased from Aldrich Chemicals and Fisher Scientific Prod-
ucts (Pittsburgh, Pa. USA). Flash chromatography was con-
ducted using Merck Kieselgel silica gel 60 (230-400 mesh).
Thin-layer chromatography (TLC) analyses were performed
with 250 um UV254 silica gel backing on glass plates (Ald-
rich Chemicals Co.). The TLC plates were visualized with
ninhydrin and/or phosphomolybdic acid stains. Alumina and
C-18 SepPaks were purchased from Waters, Inc. (Milford,
Mass. USA). lon-retardation resin (AG 11 A8 50-100 mesh)
was purchased from BioRad. (Hercules, Calif., USA).

Melting points were measured in capillary tubes and are
uncorrected. Hydrogen-1 Nuclear Magnetic Resonance (*H
NMR) spectra were recorded on a Varian 300 MHz spectrom-
eter, and chemical shifts (d values) were reported as parts per
million (ppm) downfield from tetramethylsilane (TMS), and
coupling values in Hertz (Hz). Elemental analyses were per-
formed by Atlantic Microlabs, Inc. (Norcross, Ga. USA) and
were within £0.4% of the theoretical values. The phrase
“usual work up” refers to removal of residual water with
anhydrous magnesium sulfate followed by rotary evapora-
tion.

Example 1

This example illustrates synthesis of (R)-2-[N-(tert-bu-
toxycarbonyl)amino|]-4-pentynoic acid (compound (R)-1)
and (S)-2-[N-(tert-butoxycarbonyl)amino]-4-pentynoic acid
(compound (S)-1) (FIG. 1).

To synthesize compound (R)-1, 500 mg portion of (R)-
propargyl glycine (4.42 mmol) was suspended in a solution of
18 mL, methanol and 1.8 mL of triethylamine, and a 1.8 mL.
portion of water was added to provide a homogeneous solu-
tion. A 2.0 equivalent portion of di-tert-butyl dicarbonate
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(1.89 g) was added, and the reaction mix was stirred at room
temperature overnight. The reaction mix was concentrated
under reduced pressure, and the residue was partitioned
between 40 mL of ethyl acetate and 30 mL of 0.2M aqueous
hydrochloric acid. The organic phase was retained, and the
aqueous phase was extracted with 2x20 mL of ethyl acetate.
The combined organic extracts were washed with 2x30 mL of
water followed by usual work up to provide a colorless thick
oil (1.06 g, 112%) suitable for use in the next step without
further purification. The ‘H NMR spectra (CDCl,) of the
product was: 1.47 (9H, s), 2.09 (1H, t,J=2.9),2.75-2.86 (2H,
broad m), 4.49-4.57 (1H, m), 5.34 (1H, d, J=8.1).

To synthesize compound (S)-1, a 200 mg portion of (S)-
propargyl glycine provided 430 mg of (S)-1 (110%) suitable
for use in the next step without further purification. The ‘H
NMR spectrum of (S)-1 was the same as for (R)-1.

Example 2

This examples illustrates synthesis of (R)-2-[N-(tert-bu-
toxycarbonyl)amino|-4-pentynoic acid tert-butyl ester (com-
pound (R)-2) and (S)-2-[N-(tert-butoxycarbonyl)amino]-4-
pentynoic acid tert-butyl ester (compound (S)-2) (FIG. 1).

To synthesize compound (R)-2, a 640 mg portion of the
N-Boc acid (R)-1 (2.99 mmol) was dissolved in 4 mL of
anhydrous dichloromethane. A 3.0 equivalent portion of tert-
butyl-2,2,2-trichloroacetimidate (1.96 g) was added, and the
reaction mix was stirred at room temperature overnight. The
supernatant containing the product was isolated, and the
remaining solid byproducts were washed with 4x5 mL por-
tions of 3:97 ethyl acetate:hexane. The supernatant and the
washes were combined and concentrated under reduced pres-
sure. Purification by silica gel flash chromatography (1:9
ethyl acetate:hexane) provided (R)-2 as a white solid (685
mg, 88%). The 'H NMR spectra (CDCl,) of the product was:
1.45 (9H, s), 1.49 (9H, s), 2.02 (1H, t, J=2.7), 2.69-2.71 (2H,
m), 431-437 (1H, m), 535 (1H, d, J=7.5). Anal
(C,,H,;NO,) C,H, N.

To synthesize compound (S)-2, a 350 mg portion of (S)-1
provided 339 mg (77%) of (S)-2 as a white solid. The "H
NMR spectrum of (S)-2 was the same as for (R)-2. Anal.
(C,,H,;NO,) C, H, N.

Example 3

This example illustrates synthesis of (R)-2-[N-(tert-bu-
toxycarbonyl)amino]-3-[1-(2-fluoroethyl)-1H-[1,2,3]tria-
zol-4-yl|propanoic acid tert-butyl ester (compound (R)-3)
and (S)-2-[N-(tert-butoxycarbonyl)amino]-3-[ 1-(2-fluoroet-
hyl)-1H-[1,2,3]triazol-4-yl|propanoic acid tert-butyl ester
(compound (S)-3) (FIG. 1).

To synthesize compound (R)-3, the reaction was per-
formed based on conditions reported in Glaser et al., Biocon-
jug. Chem. 18: 989-993, 2007.

A 1.07 equivalent portion of 1-(4-methylbenzene-
sulfonate)-2-fluoroethanol (200 mg, 0.917 mmol) in 4 mL of
N,N-dimethylformamide was stirred with a suspension of 3.2
equivalent of sodium azide (179 mg) at room temperature.
After 48 hours, the solution was filtered, and the crude
1-azido-2-fluoroethane was used immediately in the next step
without further purification.

In a separate flask, a 5.4 equivalent portion of copper (I)
iodide (873 mg) was suspended in 2 m[L of methanol under an
argon atmosphere with vigorous stirring. In rapid succession,
a 1.0 equivalent portion of (R)-2 (229 mg, 0.85 mmol) in 1 mL.
of methanol, the crude 1-azido-2-fluoroethane in approxi-
mately 4 mL of N,N-dimethylformamide and 5.4 equivalent
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of triethylamine (640 mI) were added. The reaction mix was
stirred overnight at room temperature. The reaction mix was
then partitioned between 20 mL of saturated aqueous sodium
bicarbonate and 20 mL of diethyl ether. The organic layer was
retained, and the aqueous layer was extracted with additional
2x20 mL volumes of diethyl ether. The combined organic
layers were washed with 3x20 mL of water followed by usual
work up. Purification by silica gel flash chromatography (1:1
ethyl acetate) provided (R)-3 as a colorless 0il (239 mg, 78%).
The *H NMR spectra (CDCl,) of the product was: 1.42 (9H,
s), 1.43 (9H, s), 3.22 (2H, d, J=5.4), 4.45-4.51 (1H, m),
4.59-4.62 (1H, m), 4.67-4.72 (2H, m), 4.84-4.87 (1H, m),
543 (1H, broad d, J=8.1), 7.50 (1H, s). Anal.
(CsHyrFNLO,).

To synthesize (S)-3, the reaction was performed as for the
compound (R)-3 with slightly higher excesses of reagents
(ie. 1.5 eq 1-(4-methylbenzenesulfonate)-2-fluoroethanol,
4.5 eq of sodium azide, 6.4 eq of copper () iodide, 6.4 eq of
triethylamine). An 82 mg portion of (S)-2 provided 100 mg
(92%) of (S)-3 as a colorless oil. The "H NMR spectrum of
(S)-3 was the same as for (R)-3. Anal. (C,;H,,FN,O,).

Example 4

This example illustrates synthesis of (R)-2-amino-3-[1-(2-
fluoroethyl)-1H-[1,2,3]triazol-4-yl|propanoic acid hydro-
chloride salt (compound (R)-4) and (S)-2-amino-3-[1-(2-
fluoroethyl)-1H-[1,2,3]triazol-4-yl|propanoic acid
hydrochloride salt (compound (S)-4) (FIG. 1).

To synthesize compound (S)-4, a 45 mg portion of (R)-3
(0.13 mmol) was dissolved in 2 mL. of methanol and 2 mL of
1 M aqueous hydrochloric acid in a screw-top vial. The reac-
tion mix was heat 60° C. for three hours and then concentrated
under reduced pressure. The residue was washed with 3x3
ml of diethyl ether. The resulting oil was dissolved in a small
amount of ethanol (~0.5 mL), and the solid product was
precipitated by adding 10 mL of diethyl ether. The superna-
tant was removed to provide (R)-4 as a faintly yellow solid (23
mg, 74%). The "H NMR spectra (Ds-DMSO) of the product
was: 0.96 (1H, t, I=6.9), 3.14-3.16 (2H, m), 4.10-4.18 (1H,
broad m), 4.54-4.58 (1H, m), 4.62-4.67 (2H, m), 4.78-4.81
(1H, m), 8.53 (3H, broad s). Anal. (C,H,,CIFN,O,).

To synthesize compound (S)-4, a 30 mg portion of (S)-3
(0.083 mmol) was dissolved in 3 mL of 1M aqueous hydro-
chloric acid in a screw-top vial and heated at 60° C. for 3
hours. The solvent was removed under reduced pressure, and
the residue was triturated with 0.5 mL of ethanol to provide a
white solid. Residual ethanol was removed under reduced
pressure, and the resulting white solid was washed with 3x3
ml of diethyl ether to provide (S)-4 (17 mg, 86%) as a white
solid. The 'H NMR spectrum of (S)-4 was the same as for
(R)-4. m.p. Anal. (C;H,,CIFN,O,).

The enantiomeric purity of (R)-4 and (S)-4 was evaluated
by chiral HPLC analysis with a 4.6x150 mm Chirex 3126
(D)-Penicillamine column (Phenomenex, Torrance Calif.,
USA). The mobile phase consisted of 85:15 aqueous 3 mM
copper (1) sulfate pentahydrate:acetonitrile with a flow rate
of 1.5 mI/min and UV detection (1=254 nm). The same
HPLC system was used for analysis of the fluorine-18 labeled
products.

The syntheses illustrated in FIG. 1 can be summarized as
follows:

a) 1.5 eq (Boc),0, 9:1 CH,O0H, Et;N;

b) Cl;CC(—=NH)OtBu, CH,Cl,;

¢) FCH,CH,N;j, Cul, DMF/THF;

d) conc. aqueous HCI, EthOH, 60° C.,

wherein Boc is tert-butoxy carbonyl and tBu is terry-butyl.
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Example 5

This example illustrates synthesis of 2-azido-1-(4-methyl-
benzenesulfonate)-ethanol (compound 5) (FIG. 2).

To synthesize compound 5, a reaction was performed
based on the procedure reported in Demko et al., Org. Len. 3:
4091-4094, 2001, with minor modifications.

A 4.0 g portion of 2-bromo-1-ethanol (32.0 mmol) was
added to 10 mL of water followed by 2.5 g of sodium azide
(38.5 mmol), and the reaction mix was heated at reflux over-
night. After cooling, the reaction mix was extracted with 3x10
ml of dichloromethane, and the combined organic phases
were dried over anhydrous magnesium sulfate and filtered. A
1.5 equivalent of p-toluenesulfonyl chloride (9.15 g) and 2.0
equivalent portion of triethylamine (8.9 ml) were added to
the filtrate, and the reaction mix was stirred at room tempera-
ture overnight. The reaction mix was then washed with 2x20
ml of water followed by usual work up. Purification by silica
gel flash chromatography (2:8 ethyl acetate:hexane) provided
compound 5 as a faintly yellow oil (5.1 g, 66%) at room
temperature which formed a solid at -30° C. The *H NMR
spectra (300 MHz, CDCL,) of the product was: 2.47 (3H, s)
3.47-3.51 (2H, m), 4.15-4.18 (2H, m), 7.36-7.39 (2H, m),
7.80-7.84 (2H, m).

Example 6
Radiosynthesis

This example illustrates the radiosynthesis of (R)-2-
amino-3-[ 1-(2-fluoroethyl)-1H-[1,2,3 Jtriazol-4-yl|pro-
panoic acid hydrochloride salt-['*F] (compound (R)-[**F]4)
and  (S)-2-amino-3-[1-(2-fluoroethyl)-1H-[1,2,3]triazol-4-
yl]propanoic acid hydrochloride salt-['®F] (compound (S)-
[*®F]4), as shown in FIG. 2. The identical procedure was used
for the radiosynthesis of (R)-[**F]4 and (S)-[*®F]4 starting
from the enantiomerically pure alkynes (R)-2 and (S)-2,
respectively. The following illustrates the procedure for the
radiosynthesis of (R)-[**F]4.

The [**F]fluoride used for radiosyntheses was produced
from H,[**0]0 using the **O(p,c)'*F reaction in a CTIRDS
111 cyclotron at the Washington University in St Louis
Cyclotron Facility. Typical radiosyntheses were performed
with 50 to 150 mCi of potassium [*®F]fluoride eluted from a
trap and release cartridge in 200 to 1000 ul. of a 0.1 M
aqueous solution of potassium carbonate. A 5 mg portion of
K,,, Kryptofix in 1 mL of anhydrous acetonitrile and a 1 mg
portion of potassium carbonate in 0.1 mL of water were added
to the aqueous K[**F]F in a borosilicate vial with a screw top
cap. The solution was then azeotropically dried with aceto-
nitrile.

The 2-[**F]fluoroethyl azide (compound [‘*F]6) was pre-
pared by adding 1.5 mg portion of the tosylate precursor
compound 5 (6.2 umol) in 0.2 mL of anhydrous acetonitrile to
the dried ['®F]fluoride. The reaction vial was sealed and
heated to 85° C. for 15 min. The reaction vial was then
allowed to cool at ambient temperature for 2 to 3 min prior to
use in the next step. The incorporation of [ **F]fluoride could
be estimated at this point by spotting the crude reaction mix
on a silica TLC plate (6:4 ethyl acetate:hexane, Rf=0.6).

The cycloaddition reaction was performed by adding a
mixture of 50 pL. of 1.5 M aqueous sodium L-ascorbate and
50 ulL of 0.45 M of aqueous copper (1I) sulfate pentahydrate
in a syringe prepared immediately before use to the dried
[*®F]ftuoride followed by 5 mg of the alkyne precursor (R)-2
(19 umol) in 0.1 mL of N,N-dimethylformamide. The reac-
tion vial was sealed, and the reaction was allowed to proceed
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at room temperature for 15 min with intermittent gentle shak-
ing. The reaction mix was diluted with 2 mL of acetonitrile
and then passed in series through a cotton plug and an Alu-
mina N light SepPak Plus (preconditioned with 10 mL of
acetonitrile). Formation of the crude intermediate (R)-2-[N-
(tert-butoxycarbonyl)amino]-3-[1-(2-fluoroethyl)-1H-[1,2,
3triazol-4-yl|propanoic acid tert-butyl ester (compound (R)-
[*®F]3) was evaluated by silica TLC (6:4 ethyl acetate:
hexane, Rf=0.2). The eluate was concentrated to
approximately 1 mL by blowing nitrogen over the surface
while heating at 105° C.

Purification of the intermediate (R)-[**F]3 was performed
by diluting the solution with 2 mL of water and injecting the
resulting solution through a 0.45 [Om nylon filter onto a
Zorbax SB C-18 HPLC column (10x250 mm, 5 um particle
size; Agilent Technologies, Santa Clara Calif., USA). The
elution was performed with a mobile phase consisting of 5:6
acetonitrile:0.1 M ammonium acetate, a flow rate of 3
ml./min and radiometric and UV detection (A=220 nm). The
HPLC fractions containing radioactivity eluting at the appro-
priate retention time (17 min) were collected separately and
combined. Solid phase extraction (SPE) of the purified inter-
mediate was performed by diluting the combined fractions
with water (15:1 water:eluate volume) and passing the solu-
tion through a classic C-18 SepPak preconditioned with 10
mL of acetonitrile and then 10 mL of water. The intermediate
(R)-[*®F]3 was eluted from the C-18 SepPak with 0.5 mL
portions of acetonitrile with the vast majority of the product
typically eluting in the 2" and 3" fractions. The acetonitrile
solution containing the radiolabeled intermediate was con-
centrated by blowing nitrogen over the surface while heating
at 105° C. in a borosilicate glass vial. A 0.5 mL portion of'a 1
M aqueous hydrochloric acid was added to the residue, the
vial was sealed with a screw top cap, and the reaction mix was
heated with a 60 W microwave for 30 sec.

Two methods were used for formulating the final product
(R)-[*®F4 for biological studies. The first method, for rodent
biodistribution and MicroPET studies, the aqueous hydro-
chloric acid solution was neutralized by adding an equal
volume of 100 mg/mL of sodium bicarbonate in sterile 0.9%
saline. After addition of the sodium bicarbonate, the desired
concentration of (R)-[*®F]4 was achieved through dilution
with 0.9% saline. The final doses were passed through a 0.22
um nylon filter prior to use in rodent studies. The second
method, for cell uptake studies, the aqueous hydrochloric
acid solution containing the final product was added to and
rapidly eluted with water through a 8x60 mm column of AG
11A8 ion retardation resin preconditioned with 50 mL of
water. Fractions containing radioactivity were collected and
diluted to the desired concentration with water for use in cell
uptake studies.

The radiochemical purity, enantiomeric purity, and specific
activity of the final product (R)-[*®F]4 were evaluated after
dose formulation. TL.C analysis was performed with silica
plates developed with 1:1 methanol:water. HPL.C analysis
was performed with 4.6x150 mm Chirex 3126 (D)-penicil-
lamine chiral column eluted with a mobile phase consisting of
85:15 aqueous 3 mM copper (II) sulfate pentahydrate:aceto-
nitrile, a flow rate of 1.5 mL/min and radiometric and UV
detection (A=254 nm). The identity of the product was con-
firmed by HPLC coinjection of non-radioactive (R)-4 and
(S)-4. The specific activity of the product was determined by
comparing the UV absorbance associated with the radiola-
beled product to a standard curve obtained by injecting vary-
ing amounts of non-radioactive (R)-4 or (S)-4

The procedure contained herein can be used for the syn-
thesis of (S)-[*®F]4 starting from the pure alkyne (S)-2.
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The total synthesis time was approximately 2.5 hours with
(R) and (S)-['®F]4 obtained in decay corrected yields of
57£6% (n=3) and 51+8% (n=5), respectively. The radio-
chemical purity was greater than 99% after acidic deprotec-
tion and dose formulation with sodium bicarbonate for both
enantiomers. Some decomposition of the final product was
observed after passage of the product through the ion-retar-
dation resin, particularly if the final product was left on the
column for a prolonged period of time. The radiochemical
purity of the final product after the ion-retardation column
was greater than 94%. The estimated enantiomeric purity of
both the (R)- and the (S)-[**F]4 final products was greater
than 98% enantiomer excess (e.e.) with the undesired enan-
tiomer undetectable by chiral HPL.C. The estimated specific
activities of the final products used in biological studies were
atleast 1 Ci/umole for the (S)-enantiomer and >0.3 Ci/umole
for the (R)-enantiomer. These values represent lower limits of
specific activities as the sensitivity of UV detection was lim-
ited for the low concentrations of non-radioactive (R)- and
(S)-4 in the final product, particularly for the (R)-enantiomer
with its broader HPL.C peak.

The syntheses illustrated in FIG. 2 can be summarized as
follows:

a) 1.5 eq TsCl, Et;N, CH,Cl,;

b) K['*F]F, K55, K,CO;;

C) ['®F16, Cu(S0,), sodium L-ascorbate;

d) conc. aqueous HCl, microwave heating, wherein Ts is
CH,C,H,SO,

Example 7
Cell Uptake Assays

The 9L gliosarcoma tumor is an established model for
human glioblastoma (brain tumor). Cell uptake assays were
performed with 9L gliosarcoma cells using both (R)-[**F]4
and (S)-[*®F]4. OL gliosarcoma cells were cultured with Ear-
le’s minimal essential medium (MEM) augmented with 10%
newborn calf serum, 1% 200 mM L-glutamine, 1% MEM
vitamin solution and 1% 10 mM non-essential amino acids
(NEAA). The cells were passaged every two to three days
prior to use with no more than a total of 20 passages. Two to
three days before the uptake assays, suspension of 2.5 or
5.0x10* cells in culture media were aliquoted into Costar 24
well plates to achieve log growth phase with approximately
70% confluency at the time of the uptake assay (approxi-
mately 10° cells per well).

Cell uptake assays were performed using the cluster tray
method reported in Gazzola et al., Anal. Biochem. 115: 368-
374, 1981. Two buffers were used for the assays, a phosphate
buffered saline solution and a sodium-free phosphate buff-
ered choline chloride solution. The sodium buffer consisted
of 105 mM sodium chloride, 3.8 mm potassium chloride, 1.2
mM potassium bicarbonate, 25 mm of sodium phosphate
dibasic, 0.5 mM calcium chloride dehydrate, 1.2 mM mag-
nesium sulfate and 5.6 mM of D-glucose. The choline buffer
was the same as the sodium buffer except choline chloride
was substituted for sodium chloride and choline phosphate
dibasic was substituted for sodium phosphate dibasic. A 250
mM solution of choline phosphate dibasic was prepared by
boiling 95.6 mL of 75% of choline bicarbonate (0.500 mol)
and 16.9 mL of 85% aqueous phosphoric acid (0.247 mol) in
750 mL of water for 60 min. The solution was brought to a
total volume of 1 liter with water and brought to pH 7.4 with
concentrated aqueous hydrochloric acid. The pH of the
sodium and choline buffer solutions was adjusted to 7.4 with
concentrated aqueous hydrochloric acid prior to use.
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A variety of inhibitor conditions were used to determine
which amino acid transport system or systems were respon-
sible for cellular uptake of (R)- and (S)-[*®F]-4. The N-me-
thylated amino acid, methylaminoisobutyric acid (MeAIB),
is a selective system A substrate and has been used exten-
sively as a competitive inhibitor of system A transport (Shot-
well, M. A, et al. Biochem. Biophys. Acta. 737: 267-284,
1983; Christensen, H. N., et al., J. Biol. Chem. 240: 3609-
3616, 1965) The bulky neutral amino acid, 2-aminobicyclo-
(2,2,1)-heptane-2-carboxylic acid (BCH), has been exten-
sively used as a competitive inhibitor of system L transport,
and under sodium-free conditions BCH is a selective system
L inhibitor (Palacin, M., et al., Physiol. Rev. 78: 969-1054,
1998. In the presence of sodium, BCH is also an inhibitor of
system B%* which is a sodium-dependent amino acid trans-
porter that typically is a minor transport systems in most
tissues. A mixture of L-alanine (L-Ala), L-serine (I.-Ser) and
L-cysteine (L-Cys), (ASC), was used as a non-specific inhibi-
tor condition, and this combination of amino acids is expected
to inhibit a broad range of amino acid transport systems
including system ASC. Because of the results of initial cell
uptake assays described below and the structural relationship
of'the 1H-1,2,3-triazole group to the imidazole side chain of
L-histidine (L-His), additional uptake assays using [.-His as
well as the basic side chain amino acids L-arginine (L-Arg)
and L-lysine (L-Lys) individually and together (RKH) as
competitive inhibitors were performed.

The following inhibitors were added to the appropriate
sodium or choline buffer: N-methyl aminoisobutyric acid
(MeAIB, 10 mM), a mixture of L-alanine/L.-serine/L-cys-
teine (ASC, 3.3 mM of each amino acid), (R,S)-(endo,exo)-
2-aminobicyclo(2,2,1)-heptane-2-carboxylic acid (BCH, 10
mM), L-arginine (Arg, 10 mM), L-lysine (Lys, 10 mM),
L-histidine (His, 10 mM) and a mixture of Arg/Lys/H is
(RKH, 3.3 mM of each amino acid). For control conditions,
10 mM of sucrose was added to maintain consistent osmola-
lity relative to the inhibitor conditions. The pH of each solu-
tion of inhibitor in buffer was adjusted as necessary to 7.40
with 3 M aqueous hydrochloric acid prior to use in cell uptake
assays. The assay buffers with inhibitors were then formu-
lated with radiotracer by adding 20 ul/mL of the radiolabeled
amino acid (R)-['*F]4 or (S)-[**F]4 at a concentration of 1-2
mCi/mL to each control and inhibitor condition. From each
assay condition with radiotracer, a 100 pL. sample was taken
as a standard to determine the total amount of radioactivity
added to each well.

Each 24 well plate was used for 6 assay conditions with
each conditions performed in quadruplicate. The cell uptake
assays were initiated by rinsing the cells with 2x2 mL of the
appropriate sodium or choline buffer without inhibitor at 37°
C. and then adding 0.4 mL of the appropriate assay buffer at
37° C. with inhibitor and (R)-['*F]4 or (S)-[**F]4. Uptake
was allowed to proceed for 30 sec and then terminated by
rinsing the cell wells with 3x2 mL of the appropriate ice-cold
buffer. Residual fluid was removed by pipet, and 200 pL
aliquots of aqueous 0.2 M NaOH/0.2% sodium dodecylsul-
fate lysis buffer were added to each cell well. The plate was
then agitated at room temperature for 30 min, and 100 uL. of
the lysate was taken from each well for counting. Additional
20 L aliquots were taken in triplicate from each well for
protein concentration determination using the Pierce bicin-
choninic acid (BCA) protein assay kit (Rockford I11., USA).

The amounts of radioactivity in each sample from each
well and the standard counts for each condition were mea-
sured as counts per minute (cpm) using a gamma counter and
decay corrected for elapsed time. The cpm values of each well
were normalized to the amount of radioactivity added to each

20

25

30

35

40

45

50

55

60

65

20

well and the protein concentration in the well and expressed
as percentage uptake relative to the sodium control condition.
The data from each plate was analyzed with a 1-way analysis
of' variance (ANOVA) with Tukey post-tests using GraphPad
Prism software (LaJolla Calif., USA) with p-values less than
or equal to 0.05 considered statistically significant.

Initial cell uptake assays were performed with MeAIB,
BCH and ASC inhibitor conditions primarily to evaluate the
role of system A and system L transport in the uptake of both
enantiomers of [*®F]4 by 9L gliosarcoma cells. In the case of
(S)-[*®F]4, there was no significant inhibition of uptake by
MeAIB, indicating that (S)[*®F]4 is not a substrate for system
A transport under these assay conditions. In contrast, the ASC
condition inhibited 89% of uptake relative to the sodium
control (p<0.001), indicating that almost all of the cell uptake
of (S)-[**F]4 was mediated by amino acid transport. Addi-
tionally, substituting choline for sodium led to a 42% inhibi-
tion of uptake (sodium control vs. choline control, p<0.001),
consistent with a sodium dependent component of transport
of (S)-[*®F]4. In the sodium free conditions, the addition of
BCH led to an approximately 50% reduction of the total
uptake relative to the choline control (p<0.05). The inhibition
of'uptake by BCH under sodium free conditions indicates that
(S)-[*®F]4 s a substrate for system L transport, accounting for
approximately 28% of total uptake. A similar magnitude of
inhibition by BCH was observed in the presence of sodium
(sodium control vs sodium BCH) with a 26% inhibition ver-
sus control (p<0.01). These data are depicted in FIG. 3. The
following percent uptake values relative to control were mea-
sured: Na MeAIB=82+7%, Na BCH=74x13%, Na
ASC=11%£7%, Cho sucrose=58+7%, Cho BCH=30+6%.
1-way ANOVA results: for Na sucrose vs NaASC, Na sucrose
vs Cho BCH, Na MeAIB vs Na ASC, Na MeAIB vs Cho
BCH, Na BCH vs Na ASC, and Na ASC vs Cho sucrose
p<0.001; for Na sucrose vs Cho sucrose and Na BCH vs Cho
BCH p<0.01; for Cho sucrose vs Cho BCH p<0.05. In FIG. 3,
Na=sodium buffer, Cho=choline buffer, MeAIB=N-methyl
a-aminoisobutyric acid (system A inhibitor), BCH=2-amino-
bicyclo(2,2,1)-heptane-2-carboxylic  acid, ASC=L-Ala,
L-Ser, L-Cys mixture, RKH=I.-Arg, L-Lys, [.-His mixture.
The Na sucrose and Cho sucrose conditions represent con-
trols for the sodium containing and sodium free conditions,
respectively.

The initial assays with (S)-['*F]4 demonstrated that this
compound enters cells primarily via sodium-dependent and
sodium-independent amino acid transport with approxi-
mately 30% of uptake mediated by system L. Because of the
similarity of the 1-1,2,3-triazole group with the imidazole
substituent of [-His, a second assay was performed using
amino acids with basic side chains including [.-His, L.-Arg
and L-Lys. Each of these amino acids inhibited uptake of
(S)-['®F14 relative to control, with the magnitude of inhibi-
tion ranging from 50% with L-Arg to 69% with L-His
(p<0.001 for each condition). The inhibitory effect of L-His
was greater than that of L-Ariz. (p<0.05) but was not signifi-
cantly different than with L-Lys. These data are compatible
with (S)-['®F]4 entering 9L gliosarcoma cells via cationic
amino acid transport systems and are depicted in FIG. 4. The
following percent uptake values relative to control were mea-
sured: Na ASC=2.4+3.5%, Na Arg=50+9%, Na Lys=46+4%,
Na His=31+5%, Na RKH=37+6%. 1-way ANOVA results:
Na sucrose vs Na ASC, Na sucrose vs Na Arg, Na sucrose vs
Na Lys, Na sucrose vs Na His, Na sucrose vs RKH, Na ASC
vs Na Arg, Na ASC vs Na Lys, and Na ASC vs Na RKH
p<0.001; for Na ASC vs Na His p<0.01.

In contrast, the same uptake assays performed with (R)-
[*®F]4 did not demonstrate significant uptake mediated by
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system L or cationic amino acid transport systems. Inhibition
of uptake was observed with the non-specific ASC condition
(33% with p<0.01 and 36% with p<0.001 in 2 independent
assays), but this inhibition did not account for the majority of
uptake. These results indicate that the cell uptake of (R)-
[*®F]4 under these assay conditions was mediated by amino
acid transport systems not affected by the inhibitors used in
these studies or alternatively was not mediated by amino acid
transport systems. These results demonstrate that stere-
ochemistry at the [J-carbon has a substantial effect on the
biologic transport of ['®F]4. These data are shown in FIG. 5.
The following percent uptake values relative to control were
measured: Na MeAIB=97+7%, Na BCH=110£11%, Na
ASC=64+6%, Cho sucrose=107x14%, Cho BCH=95+4%.
1-way ANOVA results: for Na sucrose vs NaASC, NaMeAIB
vs ASC, Na BCH vs Na ASC, and Na ASC vs Cho sucrose
p<0.001; for Na ASC vs Cho BCH p<0.01. These data are
also shown in FIG. 6. The following percent uptake values
relative to control were measured: Na ASC=67+15%, Na
Arg=83+7%, Na Lys=104+£8%, Na His=91+10%, Na
RKH=82+4%. 1-way ANOVA results: Na sucrose vs NaASC
and Na ASC vs Na Lys p<0.01; for Na ASC vs Na His p<0.05.

In summary, the in vitro uptake of (S)-[**F]4 by 9L gliosa-
rcoma cells a combination of cationic amino acid transport
and to a lesser extent system L transport appears to mediate
the majority of (S)-['*F]4 uptake by 9L cells. The entry of
cationic amino acids into cells can be mediated by multiple
types of amino acid transporters. The cationic amino acid
transporter (CAT) family has four known members (CAT-1,
CAT-2A, CAT-2B, CAT-3), and transport by the CAT family
is sodium-independent. Other sodium-independent transport
systems that recognize cationic amino acid transporters
include system y*° L and system B°* (Furesz et al. Am J
Physiol Cell Physiol. 1991; 261: C246-C252). Transport of
(S)-[*®F]4 by one or more of these transport systems is com-
patible with the sodium-independent transport observed in
the uptake assays. Cationic amino acids can also be trans-
ported by system B° in a sodium-dependent fashion which
may account for the some or all of the sodium-dependent
transport of (S)-['®F]4 (Closs, E. I, et al., J. Membr. Biol.
213: 67-77, 2006; Closs, E. 1., Curr. Opin. Nephrol. Hyper-
tens. 11:99-107, 2002).

Example 8

Biodistribution Studies With (R—[*®*F]4 and
(S)-[*®F]4 in Rats with Subcutaneous 9L Tumors

This example describes the results of in vivo studies on the
biodistribution of both (R)-[*®F]4 and (S)-[*®*F]4. Biodistri-
bution studies were performed with both enantiomers, (R)-
[*®F]4 and (S)-[*®F]4, using Fischer 344 rats (Charles River
Laboratories, Wilmington Mass., USA) implanted with sub-
cutaneous 9. gliosarcoma tumors. The tumors were
implanted by subcutaneous injection of a suspension of
approximately 1x10%9L gliosarcoma cells into the flanks of
the rats. The tumors were allowed to grow for 3 weeks priorto
the study. The rats were allowed food and water ad libitum
prior to the biodistribution study. Anesthesia was achieved
using a mixture of 1% isoflurane in oxygen, and the radiola-
beled amino acid (R)-[**F]4 or (S)-[**F]4 was injected intra-
venously through a tail vein. The animals were euthanized in
groups of four for each enantiomer at 5, 30 or 60 minutes after
injection. The organs and tissues of interest and the tumors
were dissected and weighed, and the amounts of activity were
measured and decay corrected to the time of injection with a
gamma counter. Standards for the doses were also measured
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with a gamma counter, and the data were normalized as the
percent of total dose per gram of tissue (% ID/g) for each
sample. The data were analyzed using GraphPad Prism soft-
ware with 1-way ANOVAs for each enantiomer at each time
point with Bonferroni post-tests. The tumor and brain uptake
of radioactivity was directly compared for both enantiomers
at each time point with a 2-way ANOVA with Bonferroni
post-test. p-values less than or equal to 0.05 were considered
statistically significant.

The biodistribution results obtained with (R)- and (S)-
[*®F]4 are presented in Tables 1 and 2.

TABLE 1

Biodistribution of (S)-['®F]4 in Fischer rats with subcutaneous
9L gliosarcoma tumors (data expressed as % ID/g = standard
deviation except for the thyroid which is expressed as
percent of total dose per organ, n = 3 or 4 for each value)

5 min 30 min 60 min
blood 0.98 £0.152 0.47 £0.101 0.23 £0.015
bone 0.47 £0.065 0.36 £0.068 0.23 £0.011
brain 0.08 £0.011 0.06 £0.008 0.05 +0.001
fat 0.09 £0.020 0.05 £0.010 0.04 +0.007
heart 0.43 £0.048 0.38 £0.066 0.30 £0.011
kidney 11.02 £ 1.224 11.41 £1.939 4.79 +0.378
large intestine 0.14 £0.012 0.15 £0.028 0.10 £0.012
liver 0.34 £0.035 0.43 £0.091 0.32 £0.021
lung 0.87 £0.117 0.83 £0.179 0.56 +0.085
muscle 0.18 £0.030 0.18 £0.037 0.16 = 0.006
pancreas 2.75 £0.634 2.20 £0.747 1.12 £0.151
salivary gland 0.74 £0.043 0.66 £0.139 0.36 £0.037
small intestine 0.69 £0.076 0.54 £0.073 0.31 £0.024
spleen 0.72 £0.054 0.75 £0.123 0.47 +0.035
testes 0.21 £0.013 0.17 £0.033 0.11 = 0.006
thyroid 0.71 £0.117 0.44 £0.102 0.30 £0.024
tumor 0.47 £0.069 0.83 £0.142 0.72 +0.098
tumor:brain ratio 5.9 14.6 15.2

TABLE 2

Biodistribution of (R)-['F]4 in Fischer rats with subcutaneous 9L
gliosarcoma tumors (data expressed as % ID/g = standard deviation
except for the thyroid which is expressed as percent of
total dose per organ, n = 3 or4 for each value)

5 min 30 min 60 min
blood 0.90 £0.166 0.28 £ 0.037 0.14 +0.015
bone 0.32 £0.083 0.13 £0.027 0.08 +0.007
brain 0.09 £0.015 0.04 = 0.005 0.02 +0.001
fat 0.10 £ 0.044 0.03 £ 0.012 0.02 +0.002
heart 0.42 £0.076 0.13 £0.014 0.08 = 0.006
kidney 14.01 £ 3.826 6.76 + 0.830 2.39 £0.138
large intestine 0.15 £0.043 0.08 = 0.060 0.05 £0.002
liver 0.54 £0.153 0.58 £ 0.074 0.48 +0.023
lung 0.74 £0.143 0.54 £0.211 0.37 £0.100
muscle 0.18 £0.049 0.08 = 0.020 0.05 +0.006
pancreas 0.53 £0.126 0.50 £ 0.105 0.43 £0.063
salivary gland 0.46 £0.083 0.20 £ 0.016 0.15 £0.009
small intestine 0.32 £0.079 0.30 £0.154 0.35 £0.015
spleen 0.33 £0.065 0.18 = 0.004 0.14 +0.002
testes 0.18 £0.042 0.08 £ 0.011 0.05 +0.002
thyroid 0.64 £0.092 0.21 £0.023 0.12 £0.010
tumor 0.27 £0.042 0.29 £0.132 0.17 = 0.009
tumor:brain ratio 32 8.8 6.9

As discussed in detail in this section, (S)-[**F]4 demon-
strated superior properties for brain tumor imaging compared
to (R)-[**F]1. At all 3 time points, the magnitude of tumor
uptake was higher with (S)-[*®F]1 than with the (R)-enanti-
omer (p<0.001 at each time point). In contrast, there was no
significant difference between the magnitude of brain uptake
at any of the time points with (R)- and (S)-[*®F]4, with values
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ranging from 0.02 to 0.09% ID/g. These properties led to
maximal tumor to brain ratios of 15.2:1 with (S)-[**F]4 at 60
min postinjection and 8.8:1 with (R)-[**F]4 at 30 min postin-
jection. Both compounds demonstrated peak tumor uptake at
the 30 min time point with 0.83% ID/g observed for (S)-
['®F]4 and 0.29% ID/g with (R)-['®F]4.

The distribution of (R)- and (S)-[**F]4 in the normal organs
and tissues demonstrated the highest uptake in the kidneys
followed by the pancreas at all time points. This pattern of
biodistribution has been observed with a wide range of radio-
labeled amino acids (Langen, K. J., et al., Nucl. Med. Biol.
33: 287-294, 2006; Martarello, L., et al., J. Med. Chem. 45:
2250-2259, 2002; McConathy, J., et al., J. Med. Chem. 45:
2440-2449, 2002; Shoup, T. M., et al., J. Nucl. Med. 40:
331-338, 1999; Jager, P. L., et al., J. Nucl. Med. 42: 432-445,
2001). As in the brain, (S)-['®F]4 demonstrated superior
properties for tumor imaging outside the brain compared to
the (R)-enantiomer. At 60 minutes postinjection of (S)-[*®F]
4, the magnitude of tumor uptake of radioactivity was signifi-
cantly higher than in the normal organs and tissues (p<0.01)
except in the kidneys and pancreas. The tumor to normal
tissue ratios at 60 min were at least 2:1 with (S)-[*®F]4 except
in the lung and the spleen which demonstrated ratios of 1.3:1
and 1.5:1, respectively. With (R)-[**F]4 at 60 min postinjec-
tion, the tumor to normal organ tissue ratios were overall
lower than with the (S)-enantiomer, particularly in the blood,
liver and small intestine. Comparisons of tumor to normal
tissue ratios at each time point obtained with (R)- and (S)-
[*®F]4 are depicted in FIG. 7-FIG. 9.

These biodistribution results in conjunction with the cell
uptake assays indicate that 1H-1,2,3-triazole substituted
amino acids are biologically active and represent a promising
class of non-natural amino acids for tumor imaging. To date,
substrates for cationic amino acid transport systems have not
been evaluated as potential tumor imaging agents. Although
(S)-[*®F]4 was not entirely selective for cationic amino acid
transport, the 50-69% inhibition of uptake by L-His, L-Arg
and L-Lys are consistent with a substantial component of
cationic amino acid transport. The component of system L
transport observed with (S)-[**F]4 may also play a role in the
tumor uptake of this compound given the efficacy of system L
substrates for brain tumor imaging. However, tumor to brain
ratios observed with (S)-[**F]4 are higher than other more
selective system L substrates which are typically on the order
of'2:1to 3:1. This difference may be due to the component of
cationic amino acid transport. The relatively high uptake in
the lung and spleen observed with (S)-[**F]4 may also be due
to high levels of cationic amino acid transport in these organs.

The (R)- and (S)-enantiomer of [*®F]4 demonstrated dif-
ferent in vitro transport properties, and the (S)-enantiomer
had superior properties for tumor imaging in the 9L gliosar-
coma model. This difference may be due to the fact that the
position of the 1H-1,2,3-triazole group of (S)-[**F]4 corre-
sponds to the configuration of the side chains of natural
L-amino acids including L-histidine and [.-phenylalanine

Example 9

MicroPET Imaging With (S)-[**F]4 in Rats With
Subcutaneous and Intracranial 9L Gliosarcoma
Tumors

MicroPET imaging studies were performed in 2 rats
implanted with subcutaneous 9L tumors and 1 rat implanted
with an intracranial tumor. The subcutaneous implantations
were performed as in the biodistribution studies except that
the tumors were allowed to grow for 11 days prior to imaging.
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The intracranial tumor was implanted in the left midcerebrum
using a template method as described previously in La
Regina, M. C., et al., Lab. Anim. 34: 265-271, 2000, using a
total of 5x10* cells suspended in 5 [JL total volume. Anes-
thesia was achieved with a mixture of 1% isoflurane/oxygen
during image acquisition. Computed axial tomography (CT)
images were acquired with a MicroCAT II System (ImTek
Inc., Knoxville, Tenn.), and PET data were acquired with
MicroPET-FOCUS 120 and 220 scanners (Concorde Micro-
Systems Knoxville Tenn., USA) for 120 minutes after the
intravenous tail vein injection 0£0.24 to 0.31 mCi of (S)-[**F]
4. The PET and CT images were fused and analyzed using an
Amira software package (Carlsbad Calif., USA), and time-
activity curves were generated using ASIPro PET data analy-
sis software (Concorde MicroSystems, Knoxville Tenn.,
USA).

The results of the MicroPET studies of the rats with sub-
cutaneously and intracranially implanted 91, gliosarcoma
tumors using (S)-['®F]4 corroborated the biodistribution
studies and confirmed the promising in vivo tumor imaging
properties of (S)-[*®F]4 in this tumor model. The time-activ-
ity curves and representative images from these studies are
depicted in FIG. 10, FIG. 11, FIG. 12, and FIG. 13, respec-
tively. Near maximal tumor uptake occurred with both the
intracranial and subcutaneous tumors at approximately 20
min post injection with maximal uptake at 27.5 min and 32.5
min, respectively. During the remainder of the 2 hour study,
the amount of radioactivity in the tumors decreased slowly. In
contrast, the uptake in the adjacent normal tissues (brain,
paraspinal muscle and spinal column) peaked within 5 min
post injection and washed out rapidly. The maximal standard
uptake value (SUV) observed with the subcutaneous 9L
tumor was 1.6 while the maximal SUV for the intracranial
tumor was 1.1. The reason for this difference is unclear but
may be due to partial volume effect with uptake in the smaller
intracranial tumor being averaged with the very low uptake in
the surrounding normal brain.

The tumor to normal tissue ratios measured in the Micro-
PET studies were in good agreement with the biodistribution
studies. The subcutaneous tumor MicroPET uptake ratio was
approximately 5.0:1 at 30 min in the paraspinal muscle com-
pared to the biodistribution tumor to muscle ratio of 4.7:1 at
30 min. Similarly, the tumor to bone (spinal column) ratio was
2.5:1 at 30 min in the MicroPET study compared to tumor
bone (femur) ratio of 2.3:1 in the biodistribution study at the
same time point. Finally, the maximal tumor to brain ratios in
the MicroPET study were approximately 9:1 compared to
15:1 in the biodistribution study. Again, this difference
between the studies may be due to partial volume effect in the
MicroPET study.
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What is claimed is:
1. A 1H-[1,2,3]triazole substituted amino acid of structure

H,N 0 5

OH

wherein R, is CH, or O, n is an integer from 0 to 3, m is an
integer from O to 1, and p is an integer from O to 1 wherein F
is '5F.

2. A 1H-[1,2,3]triazole substituted amino acid in accor-

dance with claim 1, wherein R is CH,, nis from 1 to 3, mis 15
0,pis 1, and F is an '®F.

3. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 1, wherein R, is CH,,nisl,mis O, pis 1,and
F is an '®F.

4. A 1H-[1,23]triazole substituted amino acid in accor- 20
dance with claim 1, wherein R is CH,,nis 2, mis 0,pis 1,
and F is an *°F.

5. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 1, wherein R is CH,,nis3,mis 0,pis 1,
and F is an '®F. 25

6. A 1H-[1,2,3]triazole substituted amino acid or salt
thereof in accordance with claim 1, wherein the acid is
selected from the group consisting of

H,N 0 30
ISF
_\—N A OH,
\=
N=N\ . 35
F
\ N/\/
and 40
O
NH,
HO
N=N Isp 45
I\I/ /\/
AN
o 50
NH,
HO
7. A 1H-[1,2,3]triazole substituted amino acid of structure >3
60

F R
Nt

N 0
7\/K(\NA(—2_<OH
AN

N=N

wherein R, is CH, or O, z is an integer from O to 3, y is an 65
integer from O to 1, and x is an integer from O to 2 wherein F

1o 18

1s °F.

28
8. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 7, wherein R, is O, zis 1 to 3, yis 1, x is 2,
and the F is an '*F.

9. A 1H-[1,23]triazole substituted amino acid in accor-
dance with claim 7, wherein R, is O, zis 1,y is 1, x is 2, and
the F is an '®F.

10. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 7, wherein R, is O, zis 2,y is 1, xis 2, and
the F is an '®F.

11. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 7, wherein R, is O, zis 3,y is 1, xis 2, and
the F is an '®F.

12. A 1H-[1,2,3]triazole substituted amino acid in accor-
dance with claim 7, wherein the acid is selected from the
group consisting of

N
'
\N
(@]
NH,
HO
18
o\/\ F
N
'S
\N
and
(@]
NH,
HO

N N
z
SN
OH
H,N
0

13. A method of imaging a tumor in a mammal, the method
comprising:
administering to the mammal a 1H-[1,2,3]triazole substi-
tuted amino acid of claim 1; and subjecting the mammal
to PET scanning.
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14. A method of imaging a tumor in a mammal in accor-
dance with claim 13, wherein the 1H-[1,2,3]triazole substi-

ISF
O >
tuted amino acid is selected from the group consisting of \/\
N
5 / \

N
LN o SN
TN
N\ N OH, o
N=N 10
N=N\ 5 NH,
F HO
\ N/\/ O\/\ISF and
15 N
and 7\
AN
o N
NH,
HO 20 o

/
25

o) N\NéN
NH.
HO : 30 oH
H,N

15. A method of imaging a tumor in a mammal in accor-
dance with claim 13, wherein the 1H-[1,2,3]triazole substi-
tuted amino acid is selected from the group consisting of L



