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age < 3yrs = 40 Gy

i age <. 6yrs and <5 cm =50 Gy
age 2> 6 yrs or > 5 om = 55 Gy
age > 6 yrs‘and 2.5 em = 60 Gy

1.5 7 2,25 Gy/Fr/day
whole :muscle bundle or tumor + margin
no difference in local control
Tmmediately: Groups 1-and I
Week 6:Groups If and IV

VAC, VA, VACA
Overall S-year survival 55 %

Group I .- age < éyrs and < S cm = .40-45 Gy

1.5 =~ 2.25 Gy/Fr/day
GTV.+2cem
Week 0:Group Il

VAC, VA, VadiC-VAC

-1 Overall S-year survival 63%

Botryoid89 %,
Embryonal 68 %,

Grp I FH-no RT,

Gp 1 UW/I-414 Gy,

Gr()up:m varied by age, size but all < 50.4 Gy.

Day 0:PM with CN palsy, BOS erosion,
intracranial extension.

Week 2:Group Il FH/Group I orbit and H/N.
| Week 6:all others

Lage > 6 yrs or>> 5 om = 45-50 Gy Week 6:Groups T and IV Alveolar 52 %, Other:55%
-age > 6.yrs and 2> 5 cm = 50-55 Gy
GTV +2cem VAC, VA, VadlC-VAC

VAudr

CDDP/YPI6

VadiC-VAC + CDDP.
Qverall- 5-year survival 71%

Group 1, Stage 1/2-n0 RT,
)| Group 1, ‘Stage3/11-41.4 Gy CRT,

Group 1l :randomizcd o

_ 504 Gy CRT vs 59.4 Gy HRT (1.1 Gy BID)

GIV.+2cem :

Day 0:PM with CN palsy, BOS erosion, -
intracranial extension,

Week 12 all others

VA, VAC, VAL VIE
Overall 3-yr FFS 77%

No difference in local
control with
CRT.ys HRT.

Experxmenml dose. reductions for. selected patients:
Group 1 alvcolar/undxffcmmmted 36 Gy

Group III orbn/cyehd 45 Gy

Group 1 second look surgery

o negauvc margins:36 Gy

. m:cmscopncally + margins; 414 Gy
Gmup l]] requiring 504Gy:

2036 Gy if NO, and at 414 Gy if N +

. volume reduction to initial GTV. + 5 mm

GTV +2cm

‘Day 0:PM. with intracranial extension only
Week 3 :low risk,

week |12:intermediate,

week 15:high risk

Low risk: VA, VAC

Intermediate Risk:
VAC vs VAC/VIC
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Mechanisms of action of

rapamycin in gliomas’

Amy B. Heimberger,? Enze Wang, Eric C. McGary, Kenneth R. Hess, Verlene K. Henry,
Tadahisa Shono, Zvi Cohen, Joy Gumin, Raymond Sawaya, Charles A. Conrad, and

Frederick F. Lang

Brain Tumor Center and Departments of Neurosurgery (A.B.H., EW., V.K.H., T.S., Z.C, J.G., R.S., FFL.),
Biostatistics (K.R.H.), and Neuro-Oncology (C.A.C.), The University of Texas M.D. Anderson Cancer Center,
Houston, TX 77030; Hilton Head Regional Medical Center, Hilton Head, SC 29926 (E.C.M.); USA

Rapamycin has previously been shown to be efficacious
against intracerebral glioma xenografts and to actin a
cytostatic manner against gliomas. However, very little
is known about the mechanism of action of rapamycin.
The purpose of our study was to further investigate the
in vitro and in vivo mechanisms of action of rapamycin,
to elucidate molecular end points that may be applica-
ble for investigation in a clinical trial, and to examine
potential mechanisms of treatment failure. In the phos-
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phatase and tensin homolog deleted from chromosome
10 (PTEN)-null glioma cell lines U-87 and D-54, but not
the oligodendroglioma cell line HOG (PTEN null), doses
of rapamycin at the ICs resulted in accumulation of cells
in Gy, with a corresponding decrease in the fraction of
cells traversing the S phase as early as 24 h after dosing.
All glioma cell lines tested had markedly diminished pro-
duction of vascular endothelial growth factor (VEGF)
when cultured with rapamycin, even at doses below the
ICso. After 48 h of exposure to rapamycin, the glioma
cell lines (but not HOG cells) showed downregulation of
the membrane type-1 matrix metalloproteinase (MMDP)
invasion molecule. In U-87 cells, MMP-2 was down-
regulated, and in D-54 cells, both MMP-2 and MMP-9
were downregulated after treatment with rapamycin.
Treatment of established subcutaneous U-87 xenografts
in vivo resulted in marked tamor regression (P < 0.05).
Immunohistochemical studies of subcutaneous U-87
tumors demonstrated diminished production of VEGF in
mice treated with rapamycin. Gelatin zymography showed
marked reduction of MMP-2 in the mice with subcuta-
neous U-87 xenografts that were treated with rapamy-
cin as compared with controls treated with phosphate-
buffered saline. In contrast, treatment of established
intracerebral U-87 xenografts did not result in increased
median survival despite inhibition of the Akt pathway
within the tumors. Also, in contrast with our findings
for subcutaneous tumors, immunohistochemistry and
quantitative Western blot analysis results for intracere-
bral U-87 xenografts indicated that there is not signifi-
cant VEGF production, which suggests possible deferen-
tial regulation of the hypoxia-inducible factor 1« in the
intracerebral compartment. These findings demonstrate

Copyright © 2005 by the Society for Neuro-Oncology
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that the complex operational mechanisms of rapamy-
cin against gliomas include cytostasis, anti-VEGF, and
anti-invasion activity, but these are dependent on the in
vivo location of the tumor and have implications for the
design of a clinical trial. Neuro-Oncology 7, 1-11, 2005
(Posted to Neuro-Oncology [serial online], Doc. 04-
042, November 17, 2004. URL http.//neurc-oncology
.mc.duke.edu; DOI: 10.1215/51152851704000420)

C lassic phase 1 and 2 clinical trials determine the

safety and efficacy of agents by evaluating indi-
rect end points based on clinical assessments of
toxicity and response, respectively. Reliance on these
indirect end points leaves unanswered important ques-
tions such as whether the drug actually reaches the tumor
and whether it alters the biology of the tumor. Conse-
quently, investigators have proposed revising the stan-
dard clinical design of brain tumor trials to also include
assessments of molecular targets to optimize dose and to
determine efficacy (Lang et al., 2002). For these trials to
be successful, however, preclinical studies must be aimed
at defining the appropriate molecular end points and
developing clinically applicable assays to assess these end
points (Lang et al., 2002). A molecular approach makes
more efficient use of animal studies given the frequent
observation that efficacy in animals only rarely correlates
with efficacy in humans. Because several groups have pro-
posed evaluating rapamycin, or one of its derivatives, as a
potential treatment for patients with malignant gliomas,
we explored the molecular targets of rapamycin in order
to determine which ones could be used as end point(s) in
molecular target-based, early-phase clinical trials.
Rapamycin has been recognized as an antineoplastic
agent and is a potent inhibitor of tumor cell growth (Seh-
gal et al., 1975; Supko and Malspeis, 1994), specifically
inhibiting the Ser-Thr kinase activity of mammalian tar-
get of rapamycin (mMTOR)3 FKBP-rapamycin-associated
protein (FRAP) (Neshat et al., 2001; Price et al., 1992),
a signaling molecule that links extracellular signaling
to protein translation (Dilling et al., 1994). Activation
of growth factor or cytokine receptors results in the
sequential activation of P13 kinase (PI3K), PDK1, Akt/
PKB, and mTOR-FRAP. Treatment of cells with rapa-
mycin leads to the dephosphorylation and inactivation of
p7086 kinase and 4EBP1. Dephosphorylation of 4EBP1
results in the binding to e1F4E, which inhibits trans-
lation. The tumor suppressor phosphatase and tensin
homolog deleted from chromosome 10 (PTEN) down-
regulates Akt activity, and PTEN-null cell lines express-
ing high levels of Akt, such as U-87, U-251, SF-539,
and SF-2935, are sensitive to rapamycin inhibition of
mTOR-FRAP at an ICsp of less than 0.01 wM in vitro
(Neshat et al., 2001). Although in established subcu-
taneous U-87 glioma tumors, doses of rapamycin that
inhibit mTOR (1 mg/kg administered i.p. once every 3
days) are insufficient for suppression of growth (Eshle-
man et al., 2002), higher doses of rapamycin (1.5 mg/kg
administered 1.p. once daily) inhibit tumor growth and
angiogenesis (Guba et al., 2002). Furthermore, rapamy-
cin has been shown to be efficacious against established
intracerebral U-251 gliomas in a murine model. Specifi-
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cally, mice treated with rapamycin intraperitoneally at
200, 400, and 800 mg/kg/injection had increased life
spans of 67%, 47%, and 78%, respectively, compared
to survival of untreated controls (Houchens et al., 1983),
suggesting that rapamycin may be a promising agent
against gliomas.

The purpose of our study was to further investigate
the in vitro and in vivo mechanisms of action of rapa-
mycin in order to elucidate molecular end points that
may be applicable in early phase clinical trials and to
examine potential mechanisms of treatment failure. This
study demonstrates that rapamycin affects cytostasis, cell
signaling, angiogenesis, and invasion in vitro. Although
rapamycin in our model system demonstrated in vivo
efficacy in the subcutaneous compartment, an increase
in median survival was not seen in the intracerebral com-
partment, which indicates that the anatomical microen-
vironment influences the tumor response to rapamycin.

Materials and Methods

Tumor Cell Lines

The cell lines U-87, D-54, and HOG (provided for our
study as a gift) are PTEN null and were maintained
in Dulbecco’s Modified Eagle Medium/F12 medium
(Mediatech, Inc., Herndon, Va.) supplemented with
10% fetal bovine serum (GIBCO-BRL, Rockville, Md.).
All cell lines tested negative for Mycoplasma contami-
nation. Both U-87 and D-54 express high constitutive
levels of hypoxia-inducible factor (HIF)-1a,* resulting
in enhanced expression of vascular endothelial growth
factor (VEGF).

Drugs

Rapamycin (sirolimus; Sigma Chemical Co., St. Louis,
Mo.) and its derivative RAD001 [everolimus; 40-O-(2-
hydroxyethyl)-rapamycin; Novartis Institutes of Biomed-
ical Research, Novartis Pharma AG, Basel, Switzerland]
were stored at a concentration of 5 mg/ml and 102 M,
respectively, in 100% ethanol at ~20°C and were diluted
in serum-free medium immediately prior to use. The oral
formulation of RADQ01 is provided as a microemulsion
preconcentrate that has efficacy after oral dosing equiv-
alent to that of rapamycin and has the same mode of
action at the cellular and molecular level as rapamycin
(Schuler et al., 1997). When compared to rapamycin,
the in vitro activity of RADO0O1 is generally about two
to three times lower (Schuler et al., 1997).

Muvrine Models and Tumor Formation

All animal studies were conducted with a protocol
approved by the Institutional Animal Care and Use
Committees. Male 6- to 8-week-old nude mice (The
Jackson Laboratory, Bar Harbor, Maine) were housed
within an approved specific pathogen~free barrier facil-
ity maintained at the M.D. Anderson Isolation Facility
in accordance with Laboratory Animal Resources Com-



mission standards. Appropriate measures were taken to
minimize animal discomfort, and appropriate sterile sur-
gical techniques were utilized in tumor implantation and
drug administration. Animals that became moribund or
had necrotic tumors were compassionately euthanized.

To induce the subcutaneous tumors, logarithmically
growing U-87 cells were injected into the right hind
flank of nude mice at a dose of 1 x 105 cells per 200 p.l.
Treatment with rapamycin intraperitoneally at a dose of
1.5 mg/kg/day was begun when the majority of animals
had palpable tumors (at day 5). Tumors were measured
every other day, and tumor volumes (length x width?/2)
were calculated on the basis of the tumors that grew in
surviving mice.

To induce intracerebral tumor, U-87 cells (5§ x 10°)
were engrafted into the caudate nucleus of athymic mice
as previously described (Lal et al., 2000). We performed
three independent experiments using 6 to 10 animals
per group in each experiment. For the survival studies,
treatment was started on day 3 after implantation of the
U-87 cells, and mice were treated via oral gavage with
RADO01, the derivative of rapamycin. To obtain tumors
of sufficient size to perform the biological assays, treat-
ment was started on day 7 after implantation of U-87
cells.

In Vitro Cytotoxicity

Cells in logarithmic growth at 80% confluency were
harvested with trypsin-EDTA (0.5-0.2 g/liter) solution
{GIBCO-BRL), washed with phosphate-buffered saline
{PBS), and plated in triplicate in 96-well U-bottom plates
at a concentration of 2 X 10* cells/ml. Rapamycin was
added at concentrations of 0, 0.001, 0.01, 0.1, 1.0, 10,
100, and 1000 ng/ml, and the plates were incubated at
38°C for 24 h. Counts of viable cells were determined by
the trypan blue dye exclusion method.

Cell Cycle Analysis

Cells in logarithmic growth at a concentration of 1.5 X
108 cells/ml were treated with rapamycin at doses of 0,
0.1, 1.0, and 10 ng/ml for U-87 cells; 0, 1.0, 10, and 100
ng/ml for D-54 cells; and 0, 100, and 1000 ng/ml for
HOG cells. Cells were fixed with 70% ethanol, stained
with 20 wg/ml of propidium iodide and 100 pg/ml of
RNase A, and incubated at 37°C for 30 min. Flow cyto-
metric analysis was performed with appropriate gating
on a FACScan (Becton Dickinson Immunocytometry
Systems, San Jose, Calif.).

Western Blot Analysis

Cell lines or minced tumor tissue underwent protein
extraction in 20 mM Tris-HCl, pH 8.0, 137 mM NacCl,
10% glycerol, 0.1% sodium dodecyl sulfate (SDS), leu-
peptin 0.2 pg/ml, aprotinin § ug/ml, phenylmethyl sulfo-
nyl fluoride 1 mM (Sigma), and 1% NP-40 (Amersham,
Piscataway, N.].) for 15 min at 4°C. The supernatant

was stored at -70°C after centrifugation. Protein con-

centration was determined by standard Bio-Rad protein
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assay (Bio-Rad, Hercules, Calif.). Equivalent amounts
of protein extracts (20 pg/well) were subjected to 12.5%
SDS—polyacrilamide gel electrophoresis (PAGE) gel
denaturing conditions and were immunoblotted with
anti-VEGF (Sigma), anti-matrix metalloproteinase 2
(MMP-2) (Sigma), anti-4EBP1 (Cell Signaling Technol-
ogy, San Jose, Calif.), anti-a-tubulin (Sigma), or anti-p-
actin (Sigma). Fold increases in intensity of each band
were scanned with'a densitometer (Molecular Dynam-
ics, Piscataway, N.J.), normalized to control B-actin or
a-tubulin, and analyzed by using ImageQuant (Molecu-
lar Dynamics).

Vascular Endotbelial Growth Factor Enzyme-Linked
Immunosorbent Assay

The glioma cells were treated with rapamycin in serum-
free medium as previously described. Cell viability at the
completion of the experiment was determined by trypan
blue exclusion. The medium was collected and stored at
~-80°C and was not subjected to more than one freeze-
thaw cycle prior to use. VEGF secretion was measured
in duplicate samples by enzyme-linked immunosorbent
assay (ELISA) according to the manufacturer’s instruc-
tions (R & D Systems, Minneapolis, Minn.).

Immunohistochemistry

Tumors removed from nude mice were fixed in 10%
formalin solution for approximately 6 h at room tem-
perature and then embedded in paraffin. Sections of par-
affin-embedded tumors were deparaffinized in xylene,
rehydrated, and then stained after endogenous peroxi-
dase was inactivated by treating them with 3% H,0,
for 5 min at room temperature. Tissue staining was per-
formed with the HRB-DAB system (R & D Systems)
according to the manufacturer’s instructions, The pri-
mary antibodies utilized were mouse anti-human VEGF
{R & D Systems) at a 1:50 dilution or mouse anti-human
membrane type~1 {MT1)-MMP (R & D Systems) at a
1:22 dilution. The slides were counterstained with hema-
toxylin, and the tumor sections were examined with a
Nikon microscope.

Gelatin Zymography

The supernatant from glioma cell lines treated with
medium containing rapamycin or medium alone was
harvested and stored at —80°C prior to use. The samples
{each containing 15 pg of supernatant protein) were
fractionated by electrophoresis on a polyacrylamide gel
containing 10% SDS and gelatin (Bio-Rad). To deter-
mine in vivo MMP activity, tumor fragments {10 mm?
each) were cut from the tumor, weighed, and extracted
with 2 x SDS sample buffer {1:2 w/v). After extraction
for 2 h at room temperature, samples were diluted 2-
fold with 1 x SDS sample buffer and homogenized by
repeated pipetting. The solubilized material was sepa-
rated from the pellet by centrifugation at 14,000 x g for
30 min, and aliquots of these supernatants were ana-
lyzed by gelatin zymography (20 wl/sample lane). Coo-
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massie blue staining confirmed equivalent protein load-
ing of samples on gels.

SDS was subsequently removed from the gels with
2.5% Triton X-100, and they were incubated overnight
at 37°C in a solution containing 50 mM Tris base, 200
mM NaCl, 5 mM CaCl,, and 0.02% Brij-35 (30%). The
gels were then stained with 0.5% Coomassie blue in
40% methanol and 10% acetic acid for 2 h at room tem-
perature with agitation and then destained with 40%
methanol and 10% acetic acid to reveal clear bands of
proteolytic activity.

MT1-MMP Analysis

Cell lines treated as previously described with rapamy-
cin or media alone were washed with PBS containing
1% bovine serum albumen (BSA) and stained for 40
min with 10 pg/ml of rabbit control IgG or an antibody
against the hinge domain of MT1-MMPs (Sigma). After
washing, the cells were stained with the secondary fluo-
rescein isothiocyanate—conjugated F(ab'), fragment of
goat anti-rabbit IgG (Sigma) for 30 min. Cells were ana-
lyzed on a Becton Dickinson FACScan with cell popula-
tion gates for negative control set by using cells stained
with rabbit IgG.

Cell Invasion Assay

Tumor cell invasion was measured with Matrigel Inva-
sion Chambers (BD Biosciences, San Jose, Calif.). The
glioma cell lines in 5% fetal calf serum (FCS) were added
at a concentration of 5 X 10*to the upper chamber, and
10% FCS was used in the lower chamber to induce cell
migration. Rapamycin was added to the upper chamber
at concentrations spanning the ICso. Duplicate filters
were used for each treatment, and all the cells on each
filter were counted by using an inverted microscope.

Statistical Analysis

Spearman rank correlation coefficient analysis was used
to analyze the VEGF ELISA data. A linear mode] relating
the VEGF values to log dose, time, and cell line was used
to include a three-way interaction as well as all nested
two-way interactions. Residual analyses demonstrated
that the model fit the data. A two-sample ¢ test assuming
equal variances between groups was used to determine
the statistical significance on quantitative Western blot
densitometry. The nonparametric Wilcoxon rank sum
test was used to compare the volumes of subcutaneous
tumors between rapamycin-treated and untreated groups.
Statistical significance was determined as P < 0.05.

Results

In Vitro Studies

Determination of ICsp of rapamycin for glioma cell
lines. To determine whether there was a direct cyto-
static effect of rapamycin on the growth of U-87, D-54,
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Table 1. Flow cytometric analysis results showing rapamycin-
induced G, arrest in D-54 and U-87 glioma cells but not in HOG
oligodendroglioma cells*

Cell Rapamycin % Sub-

Line Time Dose (ng/ml) Go/G, %G, %G, %S
D-54 24 . o] <1 52.4 10.7 369
D-54 24 100 <1 64.3 94 262
D-54 48 0 <1 40.3 16.1  43.6
D-54 48 10 <1 68.1 56 264
u-87 24 0 <1 47.0 82 447 -
uU-87 24 1 <1 . 592 323 8.5
uU-87 48 0 <1 57.7 251 17.2
U-87 48 100 <1 67.8 24.4 7.8
HOG 24 0 <1 383 31.1 306
HOG 24 1000 <1 352 27.2 376
HOG 48 0 <1 55.1 28.7 162
HOG 48 1000 <1 52.6 26.8 206

* Cell lines were treated with rapamycin at the ICso for 24 h, the DNA content was
measured by flow cytometry after cells were stained with propidium iodide, and
the proportions of cells in G;, Gz, and S phases of the cell cycle were computed. The
experiment was replicated twice at two different time points with similar results.

and HOG cells, these lines in logarithmic growth were
exposed to 0 to 1000 ng/ml of rapamycin. After 24 h,
the cells were harvested and counted; the ICsy for U-87,
D-54, and HOG was 0.65, 75, and >1000 ng/ml of rapa-
mycin, respectively.

Rapamycin induces Gy arrest in glioma cell lines. To
determine if rapamycin induced cell cycle arrest, D-54,
U-87, and HOG cell lines were treated for 24 and 48 h
with medium alone or with medium containing rapamy-
cin at the respective ICso dose determined for each line.
Flow analysis cytometry was performed to determine
the fraction of cells in subGy/G; (apoptosis), Gi, Gj,
and S phases (Table 1). Treatment of the D-54 and U-87
cell lines with rapamycin resulted in the accumulation of
cells in the G; compartment, indicating that rapamycin
acts in a cytostatic manner. Treatment of the HOG cell
line, even with maximum doses of rapamycin, failed to
induce cytostasis.

RADOO1 (everolimus) suppresses the phosphorylation
of p-4EBP1, a downstream signal molecule of the Akt
pathway. To determine whether the rapamycin deriva-
tive RADO0O1 could decrease the phosphorylation of
the downstream signaling molecule p-4EBP1 of the Akt
pathway, U-87 cells were cultured for 24 h with doses of
RADOO1 spanning the ICsp, and the amount of p-4EBP1
was quantitated on Western blot. With volumetric band
density normalized to a maintenance protein {a-tubulin),
RADOO1 significantly diminished production of p-4EBP1
(Fig. 1A). This data is consistent with previously pub-
lished reports that the Akt pathway is inhibited by rapa-
mycin. :

Rapamycin suppresses the secretion of VEGF in gli-
oma cell lines. To determine whether rapamycin could
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~Fig. 1. Quantitative Western blot analysis demonstrating inhibition of p-4EBP1 by RAD0O1. U-87 {A) or U-87 intracerebral tumors
(B) were treated with the derivative of rapamycin, RADQO01, as described in the Materials and Methods section. Equivalent amounts of
protein extracts (20 p.g/well) were subjected to 12.5% SDS-PAGE gel denaturing conditions and were immunoblotted with anti-4EBP1 and
anti-o-tubulin. Fold increases in intensity of each band were scanned with a densitometer and normalized to control a-tubulin. RAD001
inhibited the phosphorylated form of 4EBP1, the downstream signaling molecule of Akt, both in vitro and in vivo.

decrease the production of VEGF in vitro, we cultured
glioma cells for 24 and 48 h with doses of rapamycin
spanning the ICsp, and we determined the VEGF con-
centration by ELISA. To control for the effect of dimin-
ished cell number as the basis for diminished VEGF pro-
duction, cell counts at each time point were determined,
and VEGF secretion per cell was calculated. At 24 and
48 h there was a markedly diminished production of
VEGF by all glioma cell lines at rapamycin doses signifi-
cantly below the 1Cso. Even though an ICsp could not be
determined for the HOG cell line, dramatic inhibition
of VEGF production was seen after 48 h of exposure to
rapamycin at 10 ng/ml (Fig. 2).

Rapamycin inhibits invasion and downregulates MMPs.
The enzymatic activities of MT1-MMP and MMP-2
contribute to the integrity of the extracellular matrix
in the brain, and hydrolysis of the brain’s extracellular
matrix allows glioma cells to invade normal brain tissue.
To determine whether rapamycin downregulates MMPs,
we treated the cell lines U-87, D-54, and HOG in vitro

with rapamycin for 48 h, and we used flow cytometry
to quantify the amount of the membrane-bound MMP,
MT1-MMP, after the cell line had been exposed to a
monoclonal antibody to MT1-MMP (see Materials and
Methods). After 48 h of treatment with 10 ng/ml and
100 ng/m! of rapamycin, respectively, the glioma cell
lines U-87 and D-54 showed downregulation of MT1-
MMP (Table 2). In contrast, there were minimal levels
of MT1-MMP expressed in the HOG cell lines, which
did not appear to be affected by treatment with 1000
ng/ml of rapamycin (data not shown).

Because MT1-MMP-expressing glioma cells can acti-
vate proMMP-2, with the resulting enzymatic activity of
MMP-2 facilitating tumor invasion of normal brain, we
determined if rapamycin downregulated the secretory
invasion molecules MMP-2 and MMP-9. The glioma
cell lines were treated with rapamycin for 48 h, and for
each cell line, the supernatant was harvested, the pro-
tein was quantitated, and gelatin zymography was per-
formed. In the U-87 glioma line, the invasion molecule
MMP-2 was downregulated by treatment with 10 ng/ml

Neuro-Oncology = JANUARY 2005 5



Heimberger et al.: Mechanisms of action of rapamycin

A
°,
d . 24 Hours
A o U-87 (p = 0.001)
) A eenn D-54 (p = 0.018)
; + === HOG (p=0.042)
=
§ a
8
&
g °
A
a
-l~l—v-----’l-l-l-0~ )
== B,
R TSN

T T T
0.0 0.01 0.10 1.00 10.00 100.00 1000.00
Rapamycin Doso ng/m!

B
F 48 Hours
) O e BT (p = 0.026)
= A ewess D-54 (p = 0.009)
g + vesem HOG (p = 0.008)
%
k]
2
i@
ﬁ g
-
&
1
0.0 8.01 0.10 1.00 10.00 100.00 1000.00
Rapamycin Doga ng/m

Fig. 2. Downregulation of VEGF in rapamycin-treated glioma cells. Glioma cell lines (D-54 and U-87) and HOG oligodendroglioma cells
were treated with the indicated doses of rapamycin for 24 h (panel A) and 48 h (panel B), and their VEGF production was determined by
ELISA assay. Diminished cell numbers were accounted for by calculating VEGF production per viable cell. The experiment was replicated
in duplicate samples over two different time points with similar outcomes. A linear model relating the VEGF values to log dose, time, and
cell line was used to include a three-way interaction as well as all nested two-way interactions. Residual analyses demonstrated that the
model fit the data. The P-value for the three-way interaction was 0.05, that for the two-way interaction between dose and time was 0.47,
that for dose and cell line was 0.033, and that between time and cell line was <0.0001.

of rapamycin; however, significant quantities of MMP-9
were not present in untreated cells, In the D-54 cell line,
both MMP-2 and MMP-9 were present and downregu-
lated by 100 ng/ml of treatment with rapamycin. In the
HOG cell line, only MMP-2 was present, and it did not
appear to be altered by treatment with 1000 ng/m! of
rapamycin (Fig. 3).

To determine if rapamycin inhibits in vitro invasion,
glioma cell lines were treated with rapamycin for 24 h. In
the U-87 and D-54 cell lines, invasion was inhibited with
rapamycin concentrations below the ICsg. In contrast, in
the HOG cell line, even treatment with 1000 ng/ml of
rapamycin failed to alter in vitro invasion (Fig. 4).

In Vivo Studies: Subcutaneous Model

Rapamycin suppresses growth of subcutaneous tumors,
To determine if rapamycin was efficacious in the treat-
ment of established tumors, subcutaneous U-87 tumors
were treated with 1.5 mg/kg/day of rapamycin for 45

Table 2. Flow cytometric analysis results showing downregulation
of the invasion molecule MT1-MMP by rapamycin on U-87 and
D-54 cells*

Rapamycin % MTI-MMP
Cell Line Dose {ng/ml) Positive Cells
D-54 0 15.6
D-54 100 7.25
U-87 0 29
uU-87 10 3.45
HOG 0 3.95
HOG 1000 8.43

* The cells were treated for 48 h with rapamycin. The cells were then incubated
with an isotype control antibody or an MT1-MMP-specific antibody with an FITC-
conjugated fragment of goat anti-rabbit 1gG and analyzed by flow cytometry. Positive
isotype control staining was less than 1.9%.
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days. In 63% (n = 8) of established tumors treated with
rapamycin, there was regression with no evidence of
residual tumor at the conclusion of the experiment. In
all U-87 tumors treated with PBS alone (n = 8}, there
was no evidence of regression, and all mice had large
tumors at the conclusion of the experiment (P < 0.05)
(Fig. 5).

Rapamycin inhibits in vivo VEGF. To verify that rapa-
mycin downregulates VEGF production in vivo, we
treated subcutaneous U-87 tumors for 45 days with
1.5 mg/kg/day of rapamycin. Subsequent immunohis-

Rapamyein

MMP-9 ‘:'
MMP-2

Fig. 3. Gelatin zymograph showing downregulation of the invasion
molecules MMP-2 and MMP-9 by rapamycin. The glioma (U-87
and D-54) and oligodendroglioma (HOG) cell lines were treated
for 48 h with rapamycin. The supernatant was harvested from each
respective cell line, and 15 wg of protein from each supernatant was
fractionated by gelatin zymography. Untreated (medium only) U-87
cells express MMP-2 but fittle MMP-9. U-87 cells treated with
10 ng/ml of rapamycin show MMP-2 downregulation. Untreated
(medium only) D-54 cells express both MMP-2 and MMP-9. How-
ever, D-54 cells treated with 100 ng/ml of rapamycin demonstrated
downregulation of both MMP-2 and MMP-9. Untreated (medium
only) HOG cells expressed only MMP-2, and when this cell line was
treated with the maximal dose of 1000 ng/ml of rapamycin, there
was no change in MMP-2 expression.
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Fig. 4. In vitro invasion assay demonstrating that rapamycin inhibits
invasion. U-87, D-54, and HOG cell lines were treated for 24 h
with rapamycin. The glioma cells lines in 5% FCS were added ata
concentration of 5 x 10*to the upper chamber, and 10% FCS was
used in the lower chamber to induce cell migration. Rapamycin was
added to the upper chamber at concentrations spanning the 1Csp,
Invasion was inhibited with rapamycin at concentrations less than
the ICsg in both the U-87 and D-54 cell lines. However, even at
1000 ng/ml, rapamycin did not significantly inhibit the invasion of
the HOG cell line. Solid bars, U-87; bars with small squares, D-54;
white bars with black diamonds, HOG,

tochemical studies demonstrated that there was dimin-
ished VEGF production in tumors treated with rapamy-
cin (Fig. 6). Determination of volumetric band density
normalized to a maintenance protein (B-actin) on West-
ern blot revealed that VEGF levels in tumors that were
treated with rapamycin were lower (mean = 2.2; SD =
1.46) than those in tumors that were treated with PBS
(mean = 5.3; SD = 1.27; P = 0.037) (Fig. 7). VEGF pro-
duction did not appear to vary among the various tumor
sizes in the PBS treatment group. Interestingly, the one
rapamycin-treated U-87 tumor that achieved a size simi-
lar to the PBS-treated control tumors had a localized
area of diminished VEGF production but had discrete
areas of high VEGF production, possibly representing
a mechanism of chemotherapy resistance. This tumor
remained small volumetrically until day 30, at which
point growth increased 60-fold in 15 days.

Rapamycin inbibits in vivo metalloproteinases. To
determine if rapamycin modulated MMPs in vivo, sub-
cutaneous U-87 tumors were treated with rapamycin
and formalin fixed. Immunohistochemical staining
failed to demonstrate dramatic changes in the level of
MT1-MMP in U-87 tumors treated in vivo with rapa-
mycin as compared to U-87 tumors treated with PBS.
MT1-MMP staining was most prominent at the tumor
periphery and appeared slightly more intense in U-87
tumors treated with PBS than in those treated with rapa-
mycin {data not shown). Because MT1-MMP activity is
necessary for the activation of proMMP-2, zymography
was performed to identify the status of MMP-2 in U-87
tumors. Among rapamycin-treated subcutaneous U-87
tumors large enough to analyze 45 days after tumor
implantation (n = 3), there was a marked reduction of
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Fig. 5. Changes with time in the volume of subcutaneous U-87
tumors in nude mice with and without rapamycin treatment. Nude
mice with established tumors (from subcutaneous injection of U-87
glioma cells) were treated daily with rapamycin at 1.5 mg/kg/day. -
There was regression in 63% (n = 8) of these tumors, with no evi-
dence of residual tumor at the conclusion of the experiment (day
50) (P < 0.05). In contrast, all mice treated with PBS alone (n = 8)
had large tumors at the conclusion of the experiment.

MMP-2 (seen by gelatin zymography) as compared with
the U-87 tumors treated with PBS alone (Fig. 8). The
one rapamycin-treated tumor that escaped growth sup-
pression did not show upregulation of MMP-2. These
results are consistent with our in vitro data, thus con-
firming that rapamycin has an effect on MMPs.

In Vivo Studies: Intracranial Model

RADOO1 fails to suppress orthotopic U-87 growth.
Secondary to Novartis’s interest in proceeding with a
clinical trial for patients with malignant gliomas and
since rapamycin has previously been demonstrated to be
efficacious against established intracerebral xenografts,
we elected to determine if RAD001 was efficacious in
the treatment of established orthotopic U-87. Tumors
were treated with 1.5 mg/kg/day or § mg/kg/day of the
derivative of rapamycin, RADQO1, starting three days
after intracerebral implantation. In mice (n = 10/group)
treated with 5 mg/kg or 1.5 mg/kg of RADOO1 or with
diluent, median survival was 30.5, 30.5, and 31 days,
respectively, which was not statistically significant (data
not shown). Three separate experiments produced simi-
lar results.

On quantitative Western blot analysis of orthotopi-
cally implanted U-87 tumors treated with RAD0O01,
there was diminished p-4EBP1 (Fig. 1B). On immuno-
histochemistry, there was no discernable VEGF produc-
tion within the intracerebral U-87 tumors, nor was there
a difference with RADOO1 treatment. Furthermore,
Western blot analysis confirmed that there was no sig-
nificant change in VEGF production. The intracerebral
U-87 tumors treated with RAD001 demonstrated no
significant changes in MMP-2 production on quantita-
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B

Fig. 6. Diminished immunohistochemical staining for vascular endothelial growth factor in subcutaneous U-87 cell tumors in nude mice
after rapamycin treatment. Nude mice with established subcutaneous U-87 cell tumors were treated with rapamycin, and after 45 days of
treatment, the experiment was terminated and the tumors were harvested. Paraffin-embedded sections of the tumors were stained with
anti-VEGF antibody, and visualization employed the strepavidin-horseradish peroxidase system. In the lower right-hand panel, in the only
U-87 tumor treated with rapamycin that attained a size similar to control-treated tumors, there was an area that was negative for VEGF
staining (denoted by arrows), but the majority of the tumor demonstrated areas of high VEGF production (original magnification x 250).

Rapamycin treated
U-87 PBS treated U-87

B-actin

Fig. 7. Quantitative Western blot analysis demonstrating decreased VEGF production in vivo. Nude mice with established tumors (from sub-
cutaneous injection of U-87 glioma cells) were treated daily with rapamycin at 1.5 mg/kg/day, and after 45 days of treatment, the tumors
were harvested. The tumors were minced and underwent protein extraction. Equivalent amounts of protein extracts (20 p.g/well) were sub-
jected to 12.5% SDS-PAGE gel denaturing conditions and were immunoblotted with anti-VEGF and anti-B-actin. Fold increases in intensity
of each band were scanned with a densitometer and normalized to control g-actin. Rapamycin inhibited VEGF production in vivo,
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PBS treated U-87

Fig. 8. Gelatin zymograph showing diminished production of MMP-2 in subcutaneous U-87 cell tumors in riude mice after rapamycin
treatment. Nude mice with established subcutaneous U-87 cell tumors were treated with rapamycin, and after 45 days of treatment, the
experiment was terminated and tumors were harvested. The tumor proteins were extracted and analyzed by gelatin zymography. Few
rapamycin-treated U-87 tumors were of sufficient size to analyze (PBS-treated U-87 tumors were large and necrotic), but those that could

be analyzed demonstrated diminished MMP-2 expression.

tive Western blot analysis or increased invasion charac-
teristics by histology.

Discussion

One of the purposes of our study was to further elabo-
rate on the mechanism of action of rapamycin so that
salient molecular end point(s) could be identified for a
clinical trial of rapamycin for glioma patients (Fig 9).
These end points could include cytostasis, cell signaling,
angiogenesis, and invasion. In this study we show that
rapamycin ot its derivative RAD001 not only works as
a cytostatic agent by the accumulation of cells in the cell
cycle Gy compartment, with a corresponding decrease
in the fraction of cells traversing the S phase, but also as
an antiangiogenic (by inhibiting VEGF secretion) and
an anti-invasion agent (by downregulating MT1-MMP,
MMP-2, and MMP-9), Our data is consistent with
findings of previously published studies indicating that
mTOR-FRAP can regulate the activity of VEGF and
invasion. Specifically, the signaling molecule mTOR-
FRAP has previously been shown to be an upstream
activator of HIF-1 (Hudson et al., 2002}, and insulin
has been shown to regulate HIF-1 action through PI3K/
TOR-dependent pathways (Treins et al., 2002). The
binding of HIF-1a to the VEGF promoter is a predomi-
nant enhancer of VEGF production (Fang et al., 2001;
Tsuzuki et al., 2000), and rapamycin has been shown
to inhibit the in vitro and in vivo production of VEGF
(Brugarolas et al., 2003; El-Hashemite et al., 2003). In
a recent article by Guba et al., rapamycin was shown
to inhibit subcutaneous syngeneic adenocarcinomas by
acting as an antiangiogenic agent by specifically inhibit-
ing VEGF (Guba et al., 2002). Our studies confirm that
downregulation of VEGF by rapamycin occurs in glio-
mas as well, In the VEGF ELISA, there was markedly
diminished production of VEGF in all glioma cell lines,
including the HOG cell line, in which rapamycin did not
act in a cytostatic manner. Moreover, VEGF production
was inhibited at rapamycin doses lower than the ICs.

Rapamycin|——1 (FRAP/MTOR

P ® L @
ORI

L
TelF4E D

Angiocgenesis

Invasion Translation
Fig. 9. Molecular targets of rapamycin. Activation of growth fac-
tor (GF) or cytokine receptors results in the sequential activation
of PI3K, PDK1, Akt/PKB, and mTOR-FRAP. The tumor suppres-
sor PTEN downregulates Akt activity (not shown). Rapamycin
treatment of cells leads to the dephosphorylation (denoted by
an encircled P) and inactivation of p70SB kinase and 4EBP1. The
dephosphorylation of 4EBP1 results in binding to elF4E, which
inhibits translation. Furthermore, the inhibition of mTOR-FRAP
results in downregulation of HIF-1a and subsequent VEGF pro-
duction. Finally, the inhibition of mTOR-FRAP also results in the
downregulation of MT1-MMP, subsequent MMP-2 production,
and resulting invasion,
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Furthermore, in subcutaneous U-87 tumors, treatment
with rapamycin resulted in diminished production of
VEGF.

VEGEF has been shown to upregulate several invasion
molecules, such as MMP-2, MMP-9, and MT1-MMP
(Rooprai et al., 2000), and insulin-like growth factor-1
has been shown to regulate MMP-2 and its MT1-MMP-
mediated activation by the PI3K/Akt/mTOR pathway
(Zhang and Brodt, 2003). In the U-87 and D-54 gli-
oma cell lines, the invasion molecule MMP-2 and both
MMP-2 and MMP-9, respectively, were downregulated
with rapamycin. Additionally, flow cytometric analysis
showed downregulation of MT1-MMP in U-87 and D-54
after 48 h of treatment. Treatment of the subcutane-
ous U-87 tumors with rapamycin in vivo also resulted
in the downregulation of MMP-2. Therefore, treatment
with rapamycin in vitro and in the subcutaneous model
results in a cytostatic response with downregulation of
MMPs and VEGF.

In contrast to the inhibition of tumor growth with
rapamycin in the subcutaneous model, mice with estab-
lished intracerebral U-87 tumors that were treated with
RADO0O1 showed no increase in median survival. Qur
findings are in contrast to previously published data,
which demonstrated a significant increase in median sur-
vival of mice with established intracerebral U-251 cells
treated with rapamycin (Houchens et al., 1983). These
differences may be secondary to as-yet-undefined differ-
ences between rapamycin and RADQ01 or differences in
the tumor models. The difference in efficacy in the sub-
cutaneous and intracerebral models may be secondary
to the intracerebral microenvironment, possibly due to
influences on hypoxic response and neovascularization,
which influences tumor response. Intratumoral p-4EBP1
was inhibited in those mice treated with RAD001, an
indication that the concentrations of RAD001 used in
vivo were able to inhibit the Akt pathway. Blouw et al.
(2003) have shown that HIF-1a-knockout-transformed
astrocytes have diminished growth in the vessel-poor
subcutaneous environment resulting in severe necrosis
as well as reduced growth and vessel density, whereas
cells of the same type that are placed into the vascu-
lar-rich brain parenchyma have enhanced growth and
invasion. Our data is consistent with this previously
published report. By immunohistochemistry and quan-
titative Western blot analysis, the intracerebral U-87
tumors failed to show any appreciable levels of VEGF
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in vivo, which indicated that additional or alternative
mechanisms are involved in VEGF regulation intrace-
rebrally. Although rapamycin may inhibit signal trans-
duction and/or cellular proliferation, the inhibition of
HIF-1a may not be a desired strategy to treat astrocy-
tomas since they may adapt to becoming more invasive
and infiltrative (Blouw et al., 2003). However, we did
not see evidence of increased invasion by histology or
upregulation of MMP-2 on Western blot of RAD001-
treated intracerebral U-87 tumors. Previously, Houchens
et al. demonstrated an increase in median survival in
mice with intracerebral U-251 tumors treated with rapa-
mycin, which is in contrast to our data with intracere-
bral U-87. The difference in results may be, in part, due
to differential dosing amount and interval of rapamycin
administration, model systems, and/or the underlying
molecular status of the tumors.

Given the lack of concordance between murine mod-
els and human efficacy, murine model systems are per-
haps best utilized for establishing appropriate molecular
end points, but these will require validation in human
subjects. A proposed clinical trial could begin with a ste-
reotactic biopsy to confirm the diagnosis and establish
a baseline of the molecular targets, including p-4EBP1,
VEGF, HIF-1a, and MMP-2. After administration of
rapamycin or RAD0O01, the tumor could be removed for
analysis of pharmacokinetic and drug-related molecular
changes. In the scenario of treatment failure, re-resection
or biopsy could establish definitely if failure is occur-
ring through the HIF-1a/VEGF pathway. If this is a
mechanism(s) of treatment failure, combination therapy
with an anti-VEGF agent may be considered. In conclu-
sion, our data suggest that clinical trials that incorporate
only a limited molecular target such as a signal transduc-
tion molecule may not necessarily correlate with efficacy
and will be inadequate to assess treatment failures and
future combination chemotherapeutics.
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Allelic Losses of Chromosome 10 in Glioma
Tissues Detected by Quantitative Single-Strand
Conformation Polymorphism Analysis
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Background: Detection of loss of heterozygosity (LOH)
in clinical tissue samples is frequently difficult because
samples are usually contaminated with noncancerous
cells or because tumor cells in single tissues have
genetic heterogeneity, and the precision of available
techniques is insufficient for reliable analysis in such
materials. We hypothesized that single-strand confor-
mation polymorphism (SSCP) analysis can precisely
quantify the gene dosage in mixed samples and is
suitable for detection of LOH in clinical tissue samples.
Methods: We assessed the accuracy of a fluorescent
SSCP method for the quantification of single-nucleotide
polymorphism (SNP) alleles, using DNAs that were

composed of cancerous DNA mixed with noncancerous -

DNA at various ratios. We applied this method to
precisely characterize LOH in glioma tissue samples,
using 96 SNPs that were evenly distributed throughout
chromosome 10.

Results: LOH could be detected even in the cancerous
DNA heavily contaminated (up to 80%) with noncancer-
ous DNA. Using this method, we obtained LOH profiles
of 56 gliomas with resolution at the SNP level (.e.,
1.5-Mbp interval). Anaplastic astrocytomas exhibited
both 10p and 10q LOH, whereas diffuse astrocytomas
frequently (63% of the cases) exhibited loss of 10p alone.
We also found a possible new LOH region (around
10p13) in gliomas.
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Conclusions: The present method is effective for pre-
cise mapping of LOH region in surgically obtained
tumor tissues and could be applicable to the genetic
diagnosis of cancers other than gliomas.

© 2006 American Association for Clinical Chemistry

Loss of heterozygosity (LOH)* is a common genetic alter-
ation in various kinds of cancer, and its detection is
informative for diagnosis and prognosis (1). In brain
tumors, combined 1p and 19q LOH is a statistically
significant predictor of both chemosensitivity and longer
survival in patients with oligodendroglial tumors (2, 3).
In general, LOH is a genetic alteration that leads to the
inactivation of tumor suppressor genes and is considered
to be a critical event in cancer development (4). Thus,
mapping of LOH regions is a practical approach to the
identification of genes whose loss is related to tumorigen-
esis (5).

LOH on chromosome 10 is the most frequent genetic
alteration in glioblastomas (GBMs), which are the most
malignant grade of gliomas according to WHO criteria
(6, 7). Investigation of segmental LOH on chromosome 10
in GBMs has revealed at least 3 common LOH regions:
10p14-15, 10q23-24, and 10g25-26 (8-14). It has therefore
been suggested that multiple tumor suppressor genes
exist on chromosome 10. The PTEN gene at 10q23 has
been identified as a tumor suppressor gene in GBM
(15,16). The significance of LOH in the other chromo-
some 10 regions, however, is still controversial. Thus,

* Nonstandard abbreviations: LOH, loss of heterozygosity; GBM, glioblas-
toma; SNP, single-nucleotide polymorphism; SSCP, single-strand conforma-
tion polymorphism; LOQUS, LOH estimation by quantitative SSCP analysis;
AA, anaplastic astrocytoma; DA, diffuse astrocytoma; and S8C, standard
saline citrate. .
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detailed mapping of LOH regions is important to clarify
the mechanism of malignant glioma formation.

Although conventional LOH studies have used allelo-
typing with microsatellite markers, these methods are
not sufficient for the identification of specific genes be-
cause of the low density of the available markers. On
the other hand, single-nucleotide polymorphisms (SNPs)
are the most abundant form of sequence variations in
the human genome (17), and worldwide efforts to
collect SNPs have led to the accumulation of millions of
these polymorphisms in public databases. Because of their
overwhelming abundance in the genome, SNPs can serve
as the basis for a high-density LOH analysis method.
Many SNP-genotyping methods have been developed,
and some of them can be applied to detect LOH
(18, 19). A quantitative SNP genotyping method using an
oligonucleotide array, called WGSA, detects LOH with
high resolution. The detection rate of LOH, however, is
lower for DNA samples extracted from heterogeneous
tumor tissue because of contamination by nonmalignant
cells (20).

In gliomas, diffuse infiliration is frequently observed
independent of histologic grade, and the tumor tissue is
not demarcated from noncancerous tissue (21). Tolerance
to contamination by noncancerous cells is therefore
essential for LOH analysis of glioma samples. We previ-
ously developed a SNP-genotyping method, PLACE-
SSCP, in which PCR products are postlabeled with fluo-
rescent dyes and labeled products are analyzed in an
automated capillary electrophoresis system under single-
strand conformational polymorphism (SSCP) analysis
conditions (22,23). In this system, precise quantification
of allele frequencies of SNPs is possible with use of pooled
DNA samples (24).

In the present study, we explored the effectiveness of
PLACE-SSCP for detecting allelic imbalance and devel-
oped a new sensitive approach, LOH estimation by quan-
titative SSCP analysis (LOQUS), to detect LOH at the SNP
resolution level. We first evaluated the high sensitivity of
this analysis, using a tumor cell line DNA artificially
mixed with DNA from noncancerous cells. Subsequently,
we analyzed LOH on chromosome 10 in glioma samples
and investigated the correlation between the LOH profile
and histologic grade. This method revealed a new LOH
hot spot at 10pl3, which is a putative area that may
harbor tumor suppressor genes.

Materials and Methods

SAMPLES AND DNA PREPARATION

Glioma samples were obtained from patients during
surgery at Kyushu University Hospital or other affiliated
institutions. ‘A part of the tumor tissue was saved for
histopathologic examination; the rest was snap-frozen in
liquid nitrogen and stored at —80 °C. Tumors were histo-
logically diagnosed by a qualified neuropathologist and
graded according to the WHO criteria (21). Tumor tissue

samples were collected from 56 patients with gliomas,
including 35 GBMSs, 8 anaplastic astrocytomas (AAs), 8
diffuse astrocytomas (DAs), and 5 gliomas categorized as
WHO grade I (3 pilocytic astrocytomas, 1 pilomyxoid
astrocytoma, and 1 ganglioglioma). Among them, 13
GBMs were used in a previous study of LOH analysis
with microsatellite markers (25). Tumor DNA was iso-
lated from the frozen blocks by a standard phenol-
chloroform extraction procedure. Corresponding wild-
type DNA was isolated from a blood sample from the
same patient by use of a QIAamp DNA Blood Kit (Qia-
gen). The present investigation was approved by the
Ethics Committee of Kyushu University.

SINGLE-NUCLEOTIDE POLYMORFPHISMS

We chose 384 SNPs on chromosome 10 from public
databases: JSNP (http://snp.ims.u-tokyo.ac.jp/), TSC
(http:/ /snp.cshl.org/), and NCBI dbSNP (http:/ /www.
ncbinlm.nih.gov/SNP/). The frequencies of the minor
alleles for the chosen SNPs were >20% in Japanese or
Asians in at least one of the above public databases.
Among them, 288 SNPs were mapped to the distal
portion of chromosome 10q (10g25-telomeric end), and
96 SNPs were from other regions of chromosome 10.
The genomic sequences including the chosen SNPs
were downloaded from NCBI (http:/ /www.ncbi.nlm.nih.
gov/), and the repetitive sequences were masked by
use of Repeatmasker (http://www.repeatmasker.org/).
PCR.- primer pairs for all SNPs were designed for the
nonredundant regions by use of Primer3 software (26) to
obtain a product of 80 to 300 bp and a standardized
primer melting temperature (T,,) of 55-65 °C. Oligonucle-
otide primer pairs (custom synthesized at SIGMA Geno-
sys, Hokkaido, Japan) were made to carry either 5'-ATT
or 5'-GTT for postlabeling purposes, as described previ-
ously (22).

PCR

PCR was performed in a total volume of 5 uL containing
25 ng of template DNA, 0.25 uM each of the primers, 0.2
mM each of the nucleotides, 0.125 U of AmpliTaq® DNA
polymerase (Applied Biosystems), 27.5 ng of TaqStart™
antibody (Clontech Laboratories), 2 mM MgCl,, 10 mM
Tris-HCl (pH 8.3), 50 mM KCl, and 50 nL/uL dimethyl
sulfoxide. The thermal cycle profile was 1 min at 94 °C for
initial heating, followed by 40 cycles of 30 s at 94°C, 30 s
at 60 °C, and 1 min at 72 °C.

PLACE-SSCP AND DATA ANALYSIS

Post-PCR labeling was performed, followed by removal
of the residual fluorescent nucleotides by gel filtration, as
described previously (23). Electrophoresis was performed
under SSCP conditions in a 36-cm capillary in the ABI
Prism® 3100 genetic analyzer (Applied Biosystems). The
samples were dissolved in 0.5 mmol/L EDTA, loaded by
electrokinetic injection at 2 kV for 10 s, and separated at 15
kV for 30 min, as described previously (27). Output data
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Fig. 1. Distributions of runto-run variability of the peak-height ratio (V,)
of the 2 alleles in heterozygous samples.

The peai-height ratio (R,) of every sample heterozygous for all SNPs was
determined in duplicate runs. The ratio of Ry for the duplicates (V,) was then
calculated. Cofumns indicate the numbers of observed V,, within the bins of width
(V) 0.05. The curve shows the approximated gaussian distribution, in which the
mean (SD) was 1.000 (0.057).

were converted to ASCII format and then imported to
Quantitative Interpretation of SSCP in Capillary Array
(QUISCA) software for analysis (23, 28).

DNA FOR MIXING EXPERIMENT

We purchased DNA samples extracted from a non-small
lung cancer cell line (NCI-H2126) and its matched non-
cancer cell line (NCI-BL2126) from the American Type
Culture Collection. The DNA concentrations were deter-
mined by use of a PicoGreen ds-DNA quantification assay
{Molecular Probes), and paired DNA of equal concentra-
tion was obtained by diluting with 0.1X Tris-EDTA
buffer. The tumor DNA was then diluted with NCI-
BL2126 DNA of the same concentration in 10% incre-
ments.

FLUORESCENT IN SITU HYBRIDIZATION

Imprint preparations of tumor cells were prepared from
unfixed snap-frozen samples, as described previously
with some modifications (29). In brief, small pieces of
cancer tissue were touched against silanized slides, and
the slides were fixed 3 times in methanol-acetic acid (3:1
by volume) for 10 min each and subsequently air-dried.
Cells on slides were denatured in 700 mL/L formamide in
2% standard saline citrate (SSC; pH 7) at 75 °C for 5 min.
After dehydration in an ethanol series (700 mL/L, 850
mL/L, and absolute ethanol), samples were treated with
0.1 g/L proteinase K (Merck) in phosphate-buffered sa-
line (pH 7) at 37 °C for 3 min, followed by a second
dehydration in ethanol. Hybridization was performed
with the LSI PTEN/CEP 10 Dual Color Probe, which is a
mixture of a locus-specific probe (LSI) localized on band
10923 and a subcentromeric probe (CEP) on band 10p11.1-
qll.1 (Vysis). The probe mixture was denatured at 73 °C
for 5 min and hybridized to the denatured cells on the
slides. After cells were covered with an 18 X 18 mm
coverslip and sealed with rubber cement, hybridization
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Fig. 2. LOH analysis using mixed sampies.

The x axis shows the fraction of nontumor DNA in the mixture. The y axis shows
Vy value or LOH detection rate. Each @ represents V, for each locus (22 loci)
across the 9 different mixing ratios. B and vertical lines indicate mean (SD)
values of V;, X indicate LOH detection rates, which were determined as the
fraction of SNPs for which V; was <0.83. See text for the definition of V.

was allowed to proceed for 2 days. Slides were then
washed twice at room temperature for 5 min in 2X S8C
containing 3 mL/L NP-40, then at 73 °C for 2 min. After
washing, nuclei were counterstained with 0.15 mg/L-
4.5-diamino-2-phenyl-indole. Slides were scored for the
number of fluorescent signals in each nucleus by use of a
Zeiss Axioskop 2 plus fluorescence microscope equipped
with a triple-pass filter (Aqua/Green/Orange; Vysis).

MICROSATELLITE ANALYSIS

Tumor and nontumor DNAs were evaluated by a PCR-
based LOH assay using 8 microsatellite markers located at
regions on chromosome 10 frequently deleted in gliomas
(D10S591, D10S1649, D10S1652, D10S1765, D105587,
D10S5216, D108217, and D1081655). PCR and fluorescence
labeling were performed according to a previously de-
scribed method (25). Capillary electrophoresis was per-
formed with a 310 Prism Genetic Analyzer (Applied
Biosystems). Raw electrophoresis data were analyzed
with GeneScan Analysis software (Applied Biosystems).
Allelic status was assessed based on the criteria estab-
lished in a previous study (25). Microsatellite instability
was determined by the appearance of extra bands on
tumor DNA examination.

Results
SELECTION OF SNP MARKERS
We tested the effectiveness of PLACE-S5CP by assessing
the LOH status of chromosome 10, which is the site of one
of the most frequent genetic alterations associated with
malignant gliomas (6, 7). We first chose 384 SNP markers
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on chromosome 10 as described in the Materials and
Methods, and PCR reactions on tumor and corresponding
nontumor DNA were performed for each sequence-
tagged site containing a SNP in the same batch. Subse-
quently, PCR products were divided and used for se-
quencing and PLACE-SSCP analyses for the same 8
individuals, and these data were interpreted indepen-
dently. Among the 384 SNPs, a total of 70 (18.2%) were
excluded from further analysis because the peak patterns
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Fig. 3. LOQUS assay of glioma tissue samples.

(A), LOQUS assay of a GBM (GB31) tissue, plot of V, showing 10q LOH.
Microsatellite analysis data confirmed 10g LOH, as shown by B, &, and [J for
allelic imbalance, noninformative, and retained heterozygosity, respectively, on
the right. (B), LOQUS assay of an AA (AA27) tissue, revealing LOH at 10g21-26
although V; values were high (0.7-0.8). (C), LOQUS assay of a GBM (GB35)
tissue sample. Two distinct LOH regions are revealed: one, on 10p15-10g21,
showing high Vr (around 0.5-0.6), and the other, on 1092126, showing low Vy
(around 0.1-0.2). The vertical dotted line in each panel indicates the threshoid
for LOH detection (0.83).

of the SSCP analyses were not interpretable (22 SNPs),
separation of allele peaks of heterozygous samples was
insufficient for quantitative SSCP analysis (28 SNPs), or
there was no heterozygote sequenced among the 8 indi-
viduals (20 SNPs). From the remaining 314 SNPs, we
excluded SNPs with a minor allele frequency <30% in the
8 individuals. The 96 SNPs that distributed evenly
throughout chromosome 10 (marker intervals ~1.5 Mbp)
were used for subsequent analyses.
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(A), LOH at a region distal to 10q, obtained with the set of 96 SNPs. is shown (B), hatched region in A (from 114 to 119 Mbp of chromosome 10) was analyzed further
by use of high-density SNPs, There is a single LOH locus, rs720785 (arrow), at chromosome position 114 711 558 bp, disrupting the 2 regions of retained
heterozygosity, indicating the presence of an LOH region <250 kbp in length. Another LOH region of ~1.5 Mbp on the chromosome region around 116 Mbp was also
detected, The vertical dotted line in each panel indicates the threshold for LOH detection (0.83).

REPRODUCIBILITY OF PEAK-HEIGHT RATIOS OF

ALLELES IN NONTUMOR CELLS FROM PERSONS
HETEROZYGOUS FOR SNPs

The sensitivity of LOH detection by PLACE-SSCP de-
pends on the accuracy of the estimation of relative allele
abundance in the samples, which in turn depends on the
reproducibility of peak-height ratios of alleles in either
nontumor cells from individuals heterozygous for the
SNP being evaluated or in tumor samples. We defined Ry
as the height ratio of the peak for the first allele peak to
the peak for the second allele in nontumor DNA from
individuals heterozygous for each SNP. For each SNP,

PCR reactions from the same DNA were performed in 2

wells of the same microtiter plate, and 2 Ry values (Ry;
and Ry,) were obtained for all SNPs in nontumor cells
showing heterozygosity. We analyzed the 96 SNPs, using
nontumor DNA from 8 heterozygous individuals, and
determined the variability of the peak-height ratio ob-
tained for the same nontumor DNA (V) by Ry;/Ry; for
all SNPs showing heterozygosity (326 determinations).
The mean (SD) Vy, was 1.000 (0.057), with a CV of 5.7%,
and the data were fitted to a gaussian distribution by use
the Shapiro-Wilk W test with JMP software (Ver. 5.0.1];
SAS Institute; hitp:/ /www.sas.com/; Fig. 1) (30). The test
revealed a gaussian distribution (W = 0.9626) with high
significance (P <0.0001). We define V; [min(R;/Ry, Ry/
Rp)] as an indicator of the fraction of the DNA with allelic
imbalance in the tumor sample, where R, is the peak

height ratio of the tumor sample (see Fig. 2 of the Data
Supplement that accompanies the online version of this
article at http://www.clinchem.org/content/vol52/is-
sue3/). We thus conclude that V; <0.83 (3 SD from the
mean) can be regarded as an LOH at a confidence level of
~99.7% (according to the probability density of the gaus-
sian distribution). We adopted this criterion as an indica-
tion of LOH in the LOQUS assay described below.

MIXED DNA EXPERIMENT

Glioma tissue samples frequently show heterogeneity or
infiltration by noncancerous cells. To further estimate the
sensitivity of LOQUS to detect the allelic status in such
situations, we performed reconstitution experiments in
which a pair of DNA samples from tumor and healthy
tissues of the same individual were mixed at various
ratios and subjected to LOQUS analyses. The DNA sam-
ples for this experiment were obtained from a lung cancer
cell line (NCI-H2126) and its matched noncancer cell line
DNA (NCI-BL2126), in which LOH was detected in all
informative microsatellite markers examined on chromo-
some 10 (31). Among the 96 SNPs, SSCP analysis of
NCI-BL2126 indicated heterozygosity for 22. The LOQUS
assay performed with these SNPs indicated that V; in-
creased proportionally in response to an increase in
nontumor DNA (Fig. 2). At a mixing ratio of 20 (i.e., 20%
tumor DNA and 80% nontumor DNA), LOH was detect-
able in 95% of the examined SNPs (21 of 22), and above



