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Cell Injury, Repair, Aging, and Apoptosis

Glyoxalase | Retards Renal
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Although kidney functions deteriorate with age, little
is known about the general morphological alterations
and mechanisms of renal senescence. We hypothe-
sized that carbonyl stress causes senescence and in-
vestigated the possible role of glyoxalase I (GLO1),
which detoxifies precursors of advanced glycation
end products in the aging process of the kidney. We
observed amelioration of senescence in GLO1-trans-
genic aged rats (assessed by expression levels of se-
nescence markers such as p53, p21¥AFVC®1 and
Pp16™%%4) and a positive rate of senescence-associated
B-galactosidase (SABG) staining, associated with re-
duction of renal advanced glycation end product ac-
cumulation (estimated by the amount of carboxyethyl
lysine). GLO1-transgenic rats showed amelioration of
interstitial thickening (observed as an age-related pre-
sentation in human renal biopsy specimens) and
were protected against age-dependent decline of renal
functions. We used GLO1 overexpression or knock-
down in primary renal proximal tubular epithelial
cells to investigate the effect of GLO1 on cellular se-
nescence. Senescence markers were significantly up-
regulated in renal proximal tubular epithelial cells at
late passage and in those treated with etoposide, a
chemical inducer of senescence. GLO1 cellular over-
expression ameliorated and knockdown enhanced
the cellular senescence phenotypes. Furthermore, we
confirmed the association of decreased GLO1 enzy-
matic activity and age-dependent deterioration of re-
nal function in aged humans with GLO1 mutation.
These findings indicate that GLO1 ameliorates car-
bonyl stress to retard renal senescence. (4m J Pathol
2011, 179:2810-2821; DOI: 10.1016/j.ajpath.2011.08.023)
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Senescence

Prevention of aging and increase in longevity have long
been dreamt of, and many hypotheses to explain the
complex process of aging have been advanced. Primary
somatic cells grown in vitro do not proliferate indefinitely;
rather, after a period of rapid proliferation, the cell divi-
sion rate slows and ultimately ceases altogether, with the
cells becoming unresponsive to mitogenic stimuli, a phe-
nomenon known as replicative senescence or Hayflick's
limit. Senescent cells have characteristic features, nota-
bly the accumulation of advanced glycation end prod-
ucts (AGEs), wide changes in gene expression (including
up-regulation of cell cycle regulators such as p53,
P2 1WAFTCIP and p16™K4A) and increased senescence-
associated B-galactosidase (SABG) activity."? Irrespec-
tive of chronological aging, cells exhibiting the combina-
tion of these features are considered to be in premature
senescence.®

The mechanisms of senescence have been widely in-
vestigated. The free radical theory of aging proposes that
endogenous reactive oxygen species (ROS) generated
in cells result in cumulative damage and subsequent
senescence.* However, attempts to induce longevity by
eliminating oxidative stress in genetically engineered
mice have been unsuccessful, suggesting that involve-
ment of free radicals is not a sufficient explanation of
senescence.®>® Another possible mechanism accounting
for senescence is carbonyl stress and AGE formation.
Carbonyl compound derivatives are generated by carbo-
hydrate oxidation and glycolysis.” AGE formation is
caused by carbonyl compound derivatives as protein
modification precursors.®® Among the many carbonyl
derivatives, the most reactive are thought to be glyoxal
and methylglyoxal, which act as protein modification pre-
cursor and synergistically contribute to AGE formation.™®
Serum AGE levels were reported to increase with age in
a large cohort of normal subjects, and correlated well
with levels of established markers of oxidative stress and
inflammation.”™ AGE accumulation is associated with the
development of age-related diseases, such as diabetes
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mellitus, Alzheimer's disease, and atherosclerosis,'®®

and carbonyl stress is likely to be, at least in part, a cause
rather than a consequence of the aging process.™

Assuming that glyoxal and methylglyoxal accelerate
senescence, acceleration of their decomposition might
prevent organs from aging. Both compounds are rapidly
decomposed by GLO1 and GLO2, the two enzymes of
the glyoxalase (GLO) system. GLO1 catalyzes the con-
version of glyoxal and methylglyoxal and reduces gluta-
thione (GSH) to S-p-lactoyl-GSH; it is expressed ubiqui-
tously in most tissues, serving as the rate-limiting enzyme
of methylglyoxal catabolism.’™'® In one study, overex-
pression of GLO1 protected the kidney against ischemia
and reperfusion injury by inhibiting the formation of intra-
cellular methylglyoxal adducts and oxidative stress.™®

In the present study, we investigated the possible roles
of carbonyl stress and of GLO1 in renal senescence.

Materials and Methods

Animal Experimental Protocol

Male Wistar rats [wild type (WT)] and male transgenic
Wistar rats overexpressing human GLO1 (Tg-GLOT)
were used. The Tg-GLO1 rats were generated as de-
scribed previously.'®2° Rats 10 weeks of age or 14
months of age were fed a standard moderate-fat diet and
tap water ad libitum (32 total; n = 8 for each age/genotype
combination). Food intake was monitored from 2 weeks
before sacrifice, and body weight was measured at the
time of sacrifice. Systolic blood pressure of awake rats
was measured by the tail-cuff method using a Softron
BP-98A unit (Softron, Tokyo, Japan). All animal experi-
ments were performed in accordance with the NIH guide-
lines (7th edition) for use and care of laboratory animals
and were approved by the local ethical committees.

Histological Analysis for Age-Related
Morphological Change

Tissues from rat and human kidney were fixed in formalin
solution and paraffin-embedded. Sections (3 um thick)
were stained with Masson's trichrome staining for rat
tissue or with Azan staining for human tissue. Interstitial
thickness was measured at a magnification of X600 as
the smallest width of the interstitial area (stained blue)
between two intact tubules in 20 sites selected randomly
from six fields of renal cortex. This smallest-width mea-
surement was chosen to account for tubules not perpen-
dicular to the cutting plane.

Human renal biopsy specimens obtained from patients
admitted to the University of Tokyo Hospital were re-
viewed with institutional permission (Graduate School of
Medicine, University of Tokyo, Permission no. 2671) and
with informed consent. Exclusion criteria included con-
founding factors such as proteinuria [urinary protein > 1
g/g creatinine (Cr)], renal dysfunction (estimated glomer-
ular filtration rate eGFR < 60 mL/min per 1.73 m?), inter-
stitial nephritis of primary or secondary origin, and dia-
betes mellitus. The human renal biopsy specimens were
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mostly from patients with IgA nephropathy, and compar-
ison of glomerular change was not performed because
this variable was dependent on disease activity. In all, 22
patients were recruited.

Chemical Analysis

Creatinine concentration was measured by the enzyme
method using a Kainos Cre kit (Kainos Laboratories, To-
kyo, Japan). Protein concentration was measured by the
Lowry method, using DC protein assay reagents (Bio-
Rad Laboratories, Hercules, CA). Rat blood or urine sam-
ples collected for 24 hours in metabolic cages were used
after centrifugation for 5 minutes at 3000 X g. Blood
glucose level was measured using an automated blood
glucose meter (Glutest Ace; Sanwa Chemical, Nagoya,
Japan). Blood insulin level was measured using a rat
insulin ELISA kit (AKRIN-010T; Shibayagi, Gunma, Ja-
pan). HbA1c was measured by high performance liquid
chromatography.

Determination of GLO1 Activity and GSH
Concentrations

Renal cortex of rats (30 mg) or 10* to 10° renal proximal
tubular epithelial cells (RPTECs) were homogenized in,
respectively, 0.5 mL or 50 ulL of sodium phosphate buffer,
pH 7.0, containing 0.02% Triton X-100 surfactant, then son-
icated for 1 minute, and finally centrifuged at 20,000 X g for
1 minute at 4°C. The supernatant was used for assess-
ment of GLO1 activity by spectrophotometry, as de-
scribed previously.2' GSH concentration in renal cortical
homogenates from rats was measured with Bioxytech
GSH-412 assay reagent (Oxis International, Portland,
OR). Values were adjusted by the protein concentration
of the same sample.

Determination of Total Superoxide Dismutase
Activity

Total superoxide dismutase (SOD) activity in renal tissue
was determined using a superoxide dismutase assay kit
(Cayman Chemical, Ann Arbor, Ml). Sample preparation
and measurement were performed according to the man-
ufacturer’s instructions. Values were adjusted by the pro-
tein concentration of the same sample.

Senescence-Associated B-Galactosidase
Staining Assay

Staining for senescence-associated B-galactosidase
(SABG), one of the senescence markers, was performed
using a Chemicon cellular senescence assay kit (Milli-
pore, Billerica, MA). For tissue staining, frozen 15-pum
kidney sections were incubated for 5 hours. The SABG-
positive (blue-stained) areas of whole renal cortex were
measured at X 100 magnification. The SABG-positive rate
of tissue was calculated using ImagedJ software (version
1.38) (NIH, Bethesda, MD) with adequate setting of
threshold and computed measurement of area fraction,
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obtained after analyzing particles. Eight areas of each
kidney section were used for statistical assessment. For
costaining of SABG staining and y-GTP staining or im-
munohistochemical staining, frozen 10-um kidney sec-
tions were used. SABG staining, with 12 hours of incuba-
tion, was performed prior to immunohistochemical
staining.

Immunoblot Analysis

Proteins were separated by 10% to 15% SDS-PAGE un-
der reducing conditions. Monoclonal mouse anti-p53 1gG
(Calbiochem Ab-1, 1:100; EMD Chemicals, Cambridge,
MA), monoclonal mouse anti-p16™K** 1gG (sc-1661,
1:200; Santa Cruz Biotechnology, Santa Cruz, CA),
monoclonal mouse anti-CEL IgG (1:100),22 and poly-
clonal rabbit anti-g actin 1gG (A2066, 1:1000; Sigma-
Aldrich, St. Louis, MO) were used as primary antibodies,
and horseradish peroxidase-conjugated anti-mouse or
anti-rabbit IgG (170-6516 for anti-mouse and 170-6516
for anti-rabbit, 1:1000; Bio-Rad Laboratories) were used
as secondary antibodies. The ECL Plus Western blotting
system (GE Healthcare, Piscataway, NJ) was used for
detection. Reproducibility was confirmed in three inde-
pendent experiments; representative data are presented
in the figures.

Immunohistochemistry

The following primary antibodies were used: polyclonal rab-
bit anti-GLO1 IgG (12 pg/mL, obtained from immunization
against synthetic peptide of rat GLO1, GIAVPDVYEA, which
cross-reacts with the human GLO1 epitope, GIAVPD-
VYSA); anti-aquaporin2 (AQP2) 1IgG (Chemicon AB3274)
from Millipore; anti-p53 IgG (sc-6243), monoclonal
mouse anti-p21WAFVCIPT 169G (sc-6246), and  anti-
p16'™N<44 1gG (sc-1661) from Santa Cruz Biotechnology;
and anti-calbindin-D-28K 1gG (c-9848) from Sigma-Al-
drich. Polyclonal horse biotinylated anti-mouse 1gG anti-
body or polyclonal goat anti-rabbit IgG (Vector Labora-
tories, Burlingame, CA) was used as secondary antibody.
Reproducibility was confirmed in three independent ex-
periments; representative data are reported in the results.

Real-Time Quantitative PCR

The primers used for real-time quantitative PCR were as fol-
lows: human GLO1 5-ATTCGGTCATATTGGAATTGC-3’
(forward), 5'-TTCAATCCAGTAGCCATCAGG-3' (reverse);
human p53 5-CCTCACCATCATCACACTGG-3'  (for-
ward), 5'-TCTGAGTCAGGCCCTTCTGT-3' (reverse); human
p21WAF/CIPY 5'-TGGAGACTCTCAGGGTCGAAA-3’
(forward), 5-GGCGTTTGGAGTGGTAGAAATC-3' (reverse),
human p16™NK4 5. CAACGCACCGAATAGTTACG-3' (for-
ward), 5-AGCACCACCAGCGTGTC-3' (reverse); human
B-actin 5-TCCCCCAACTTGAGATGTATGAAG-3' (forward),
5'-AACTGGTCTCAAGTCAGTGTACAGG-3' (reverse), rat
p53 5'-CCTCAATAAGCTGTTCTGCC-3' (forward), 5-AAA-
AGTCTGCCTGTCGTCCA-3' (reverse); rat p2iWAF/CIPT g1
ACGTGGCCTTGTCGCTGTCTT-3' (forward), 5'-TAAGGCA-
GAAGATGGGGAAGAG-3' (reverse); rat pie™A 5.

ACGAGGTGCGGGCACTG-3'  (forward), 5'-TTGACGTT-
GCCCATCATCATC-3' (reverse);, rat p-actin 5'-CTTTCTA-
CAATGAGCTGCGTG-3' (forward), 5'-TCATGAGGTAGTCT-
GTCAGG-3' (reverse); rat Mn-SOD 5'-CCGAGGAGAAGTAC-
CACGAG-3" (forward), 5'-GCTTGATAGCCTCCAGCAAC-3’
(reverse). Amplification specificity was verified by agarose gel
electrophoresis of the PCR products. Expression data were
normalized to B-actin using the AACt method.

Cell Culture

Primary human RPTECs derived from a 27-year-old
woman of European origin were purchased from
Clonetics (Walkersville, MD). The cells were cultured
with renal epithelial basal medium (Clonetics). Early-
and late-passage cells were compared at passages 3
and 10, respectively, and cells of passage 3 to 4 were
used for transfection experiments. Confluent RPTEC
monolayers were passaged at 1:4. Each experiment
with RPTECs was performed three or more times inde-
pendently.

Transfection

cDNA of human GLO1 (555 bp) was obtained using the
following primers: 5'-CAGGCTAGCCATGGCAGAACCG-
CAGCC-3' (forward), 5'-GGAGAATTCTCACAGCACTA-
CATTAAG-3' (reverse). Plasmid vector pcDNA3.1(—) (In-
vitrogen, Carlsbad, CA) was used for overexpression of
GLO1. GLO1 containing pcDNA3.1(—) was constructed
by inserting the complete human form GLO1 c¢DNA into
the EcoRl and Nhel sites. For overexpression experi-
ments, 400 ng/cm? of GLO1-containing vector or empty
vector was transfected into RPTECs by 5 hours of incu-
bation with Lipofectamine 2000 transfection reagent (In-
vitrogen). Cells were exposed to 1 umol/L etoposide for
24 hours if necessary. Transfection efficiency was con-
firmed by transfection of LacZ-containing vector followed
by in situ p-galactosidase staining solution, using empty
vector as control.

Knockdown Study

Knockdown study was performed using Stealth Select
RNAI purchased from Invitrogen. Sequences for GLO1
were as follows: 5-UUAGCGUCAUUCCAAGAACUC-
UAGU-3'" (siRNA 1), 5-AAUCCAGUAGCCAUCAGGAU-
CUUGA-3’ (siRNA 2). Stealth RNAi negative control (uni-
versal negative control siRNA) from Invitrogen was used
as scrambled siRNA. Knockdown efficiency was con-
firmed by real-time quantitative PCR with primers of hu-
man GLO1.

Cellular Proliferation and Viability Test

The number of viable cells was determined using a col-
orimetric MTS formazan assay with CellTiter 96 AQ,eous
One Solution cell proliferation assay (Promega, Madison,
WI). Cells (10°%) were seeded with renal epithelial basal
medium, with or without etoposide exposure.
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For the lactate dehydrogenase (LDH) assay, 10% cells
at early or late passage with or without etoposide expo-
sure were seeded into each well of a 24-well plate with
renal epithelial basal medium and were incubated for 24
hours. Cells were lysed with 0.1% Triton X-100 surfactant,
and 2 ul of cell lysate and 200 plL of culture medium
were used for each measurement. LDH activity was mea-
sured using a Kainos LDH kit (Kainos Laboratories).

Bromodeoxyuridine (BrdU) uptake was measured us-
ing a BrdU detection kit lll (Roche Diagnostics, Indianap-
olis, IN). Cells (10%) cells at passage 3 were seeded in
each well of a 96-well plate and were cultured with
serum-free Dulbecco’s modified Eagle’s medium for 24
hours, with etoposide added after transfection if nec-
essary.

v-Glutamyl Transpeptidase Staining

v-Glutamyl transpeptidase (GTP) staining was performed
according to the method of Rutenburg et al.>® Duration of
incubation for staining was 10 minutes at room tempera-
ture. No fixation was done before staining.

Immunofiuorescence Study

Cells were fixed in 50% methanol/50% acetone and then
were incubated with anti-CEL antibody (KNH-30; Trans-
Genic, Kobe, Japan) as a primary antibody. Fluorescein
isothiocyanate-conjugated polyclonal rabbit anti-mouse
IgG (FO261; Dako, Glostrup, Denmark) was used as a sec-
ondary antibody. Nuclei were then counterstained with
Hoechst 33258 dye (B2883; Sigma-Aldrich).

Renal Function and GLO1 Mutation in Human
Schizophrenia Patients

For determination of eGFR, we used data from patients
with schizophrenia whose GLO1 genotype had been es-
tablished previously,?* with permission and informed
consent. The local human ethics committee approved all
protocols involving patients, and informed written con-
sent was obtained from every patient before enrollment.
Three patients had the GLO1 frameshift mutation, with
GLO1 activity half that of the nonmutant form,?* and 15
age-matched control patients with WT GLO1 were ran-
domly selected. All medical charts were reviewed for
blood pressure, body weight, body height, urinary testing
(hematuria, proteinuria), and medication. The eGFR was
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calculated using the following formula, which estimates
GFR in a Japanese population®; eGFR = 194 x Cr~ 1994 x
Age %287 (x 0.739 if female).

Statistical Analysis

Data are expressed as means = SD. Statistical differ-
ences were assessed using the unpaired Student's
t-test or single-factor analysis of variance. Significant
differences determined on analysis of variance were
tested by post hoc comparison using Tukey’'s method.
Values of P < 0.05 were considered statistically signif-
icant. In analysis of human renal biopsy, the slope of
interstitial thickness against age was calculated by
linear regression analysis with Spearman’s rank corre-
lation coefficient.

Results

Amelioration of Senescent Status in Aged
Kidneys of Tg-GLO1 Rats

To study the biological roles of carbonyl stress and GLO1
in renal senescence, we used young (10-week-old) and
aged (14-month-old) Tg-GLO1 and WT rats (32 total; n =
8 for each age/genotype combination)."®2° No signifi-
cant differences were seen between the WT and Tg-
GLO1 groups, either young or aged, in body weight, food
intake per weight, or systolic blood pressure (Table 1).
Levels of random (nonfasting) blood glucose did not sig-
nificantly differ between WT and Tg-GLO1 rats during the
experimental period. Normal glucose metabolism in the
experimental animals was confirmed by measurements
of fasting blood glucose, fasting blood insulin, insulin
resistance, and HbA1c. The HOMA-IR (homeostasis
model of assessment-insulin resistance) index of insulin
resistance was calculated by multiplying fasting blood
glucose and fasting blood insulin, then dividing by 405.
All of these parameters were equivalent between aged
WT and Tg-GLO1 rats (Figure 1, A-E). Similarly, levels of
renal cortex GSH, an essential cofactor of GLO1, did not
significantly differ between them (Figure 1F). To eliminate
the effect of antioxidants, which may ameliorate senes-
cence phenotypes by decreasing ROS levels, total su-
peroxide dismutase (SOD) activity in renal tissue was
measured. Total SOD activity was not significantly
changed by GLO1 overexpression in either young or
aged rats (Figure 1G). In addition, transcript levels of

Table 1. Body Weight, Food Intake, and Systolic Blood Pressure of Young and Elderly Wild-Type and Transgenic Rats

Young Elderly
Characteristics WT Tg-GLOA WT Tg-GLO1
Body weight (g) 330 = 17 330 + 26 490 * 56* 480 =+ 54*
Chow intake (mg/day per g weight) 4313 42 = 14 39+ 12 42 £ 14
Systolic blood pressure (mmHg) 106 £ 4 104 £5 106 = 11 104 + 9

Significant differences were found in body weight in elderly compared with young rats, but no significant differences were found in those of the same
age. No significant differences were observed in food intake or systolic blood pressure; n = 8 in each of the four categories.

*P < 0.01 versus young WT.
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Figure 1. Characteristics of GLOl-overexpressing aged rats and amelioration of
senescence-associated renal dysfunction and urinary protein excretion. No signifi-
cant differences were observed between young and aged WT and Tg-GLO-1 rats for
random (nonfasting) blood glucose levels (A), for levels of GSH, an essential cofactor
of GLO1, in renal cortex lysate (data adjusted by protein concentration) (F), for total
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for fasting blood insulin levels (C), for HOMA-IR (calculated by multiplying fasting
blood glucose and fasting blood insulin, then dividing by 405) (D), and for blood
HbA1lc levels (E). I: GLO1 activity of renal cortex lysate of WT animals decreased in
an age-dependent manner. Data were adjusted by protein concentration. *P < 0.01.
J: GLOL1 activity of renal cortex lysate in Tg-GLO1 rats was markedly higher than that
in WT rats, and did not show an age-dependent decrease. Data were adjusted by
protein concentration. *P < 0.01 versus young WT rats. K: Distribution of GLO1 in
rat kidney, shown in representative micrographs of immunohistochemical staining
of GLO1 in the rat renal cortex. GLO1 was expressed ubiquitously in the kidney of
both WT and Tg-GLO1 rats. Methyl Carnoy’s fixed specimens (4 um thick) were
counterstained with hematoxylin. Original magnification = X400. Scale bars: 50 wm.
L: Serum creatinine levels determined by enzymatic assay indicate that the age-
dependent deterioration of renal function was ameliorated by GLO1 overexpression.
*P < 0.01; *P < 0.05. M: Serum cystatin C levels indicate that the age-dependent
deterioration of renal function was ameliorated by GLO1 overexpression. *P < 0.01.
N: An age-dependent increase in proteinuria was prevented by GLO1 overexpres-
sion. Urine was collected for 24 hours using metabolic cages. *P < 0.05.

manganese SOD (Mn-SOD, or SOD2) in kidney were
measured by quantitative RT-PCR; Mn-SOD regulates
only mitochondrial production of ROS because it is pres-
ent only in mitochondria. No significant differences in
Mn-SOD expression were observed between young and
aged groups of WT and Tg-GLO1 rats (Figure 1H).

In WT rats, GLO1 activity was significantly decreased
with age, to 0.55-fold the level in young rats (Figure 11).
GLO1 activity of young Tg-GLO1 rats showed a 6.3-fold
increase, compared with young WT rats, but did not show
an age-dependent decrease (Figure 1J). Immunohisto-
chemical analysis showed that GLO1 was ubiquitously
expressed with the same distribution pattern in the kid-
neys of both young and aged WT rats (Figure 1K). In
contrast to the comparison in WT rats which showed
age-dependent weakening of signal intensity, GLO1 sig-
nal intensity in Tg-GLO1 did not change with aging. Age-
dependent deterioration of renal function, as estimated
by serum creatinine, cystatin C levels, and urinary protein
excretion, were markedly ameliorated by overexpression
of GLO1 (Figure 1, L-N).

We assessed renal senescence status in WT and Tg-
GLO1 rats by SABG staining. SABG was positive only in
the tubular cells of aged rats; glomerular cells remained
negative (Figure 2A). The functional improvement in renal
senescence described above in Tg-GLO1 rats was as-
sociated with a decrease in SABG-positive rates in cor-
tical tubular cells. Amelioration of senescence was con-
firmed by quantitative analysis of the SABG-positive rate,
which was lower in the kidneys of aged Tg-GLO1 rats,
compared with aged WT rats (Figure 2B). No significant
differences were observed between the kidneys of young
Tg-GLO1 and WT rats. To determine which segments of
tubules are positive for SABG staining, we performed
costaining of SABG and y-GTP (a marker of proximal
tubular cells), calbindin-D-28K (a marker of distal tubules
and connecting tubules), or aquaporin2 (AQP2; a marker
of connecting tubules and collecting ducts) (Figure 2,
C-E). All segments had a propensity toward senescence,
with no preponderance in specific tubular segments. The
elevated transcript levels of senescence markers such as
p53, p21WAFICIPT and p16'™K4A in aged rats were sig-
nificantly suppressed by GLO1 overexpression, com-
pared with aged WT rats, whereas no significant differ-
ences were observed between the young groups (Figure
2F). Immunohistochemistry for the senescence markers
showed that the nuclei of renal cortical tubules of aged
WT rats were stained positive (in staining for p53, cytosol
was also positive); these positive staining levels were
markedly reduced in aged Tg-GLO1 rats (Figure 2@G).
Similar results were obtained by immunoblot analysis of
renal cortex lysate for p53 and p16'™K4A, Protein expression
level of p53 and p16™ A in the young rats was undetect-
able; however, the increased expression of p53 and
p16™K4A with age was reduced by GLO1 overexpression
(Figure 2, H and ). In parallel with this suppression of
senescence markers, age-dependent accumulation of car-
boxyethyl lysine (CEL) in the renal cortex was markedly
suppressed by overexpression of GLO1 (Figure 2J).
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Age-Related Morphological Changes in the
Renal Interstitium

To investigate whether amelioration of senescence mark-
ers and physiological parameters by overexpression of
GLO1 was associated with improvement of pathological
changes, we first assessed age-related morphologicall
changes in human renal senescence, with a particular
focus on tubulointerstitial changes (Figure 3A), on the
basis that SABG staining was observed primarily in the
tubules in aged rats. Review of specimens (mostly IgA
nephropathy specimens with Azan staining) from 22 pa-
tients whose renal functions were preserved (eGFR of
80.4 = 3.5 mL/min per 1.73m? and urinary protein excre-
tion of 0.76 = 0.21 g/day) showed an age-dependent
increase in the thickness of the interstitium (Figure 3B).
Linear regression analysis showed a strongly positive
Pearson’s correlation coefficient between age and the
thickness of the renal peritubular interstitium (slope,
0.044 pm/year; r? = 0.91, P < 0.01).

In accord with the findings in humans, we observed tu-
bulointerstitial morphological changes in aged rats. These
changes were significantly decreased in aged Tg-GLO1
rats (Figure 3, C and D).

Figure 2. GLOl-overexpressing aged rats showed morphological ameliora-
tion in senescence-associated alterations of kidney. A: Light micrographs of
rat renal cortex with SABG staining showing senescent tubular cells in aged
WT rats. The number of senescent tubules was reduced by overexpression of
GLOL1. Frozen tissue specimens (15 um thick) were counterstained with
Nuclear Fast Red. Original magnification: X100. Scale bars: 100 wm. Blue
indicates SABG-positive cells. B: Quantitative analysis of SABG-positive area.
The positive rate was calculated by dividing the positive area by the total area
in each field and is expressed as fold increase, relative to the level of young
WT rats. *P < 0.01. C: Representative light micrographs of renal cortex of
aged WT rat, costained with SABG (blue) and y-GTP (pale red). Black
arrows mark senescent proximal tubular cells; white arrows mark nonse-
nescent proximal tubular cells. Black arrowheads mark senescent non-
proximal tubular cells; white arrowheads mark nonsenescent nonproximal
tubular cells. The letter G marks the glomerulus. Frozen specimens were
examined without counterstaining. Original magnification = X200. Scale
bar = 100 um. D: Representative light micrographs of renal cortex of aged
WT rat costained with SABG (blue) and calbindin-D-28K. Black arrows
mark senescent distal tubules-connecting tubules; white arrows mark
nonsenescent distal tubules-connecting tubules. Frozen specimens were
counterstained with hematoxylin. Original magnification = X200. Scale
bar = 100 pm. E: Representative light micrographs of renal cortex of aged
WT rat costained with SABG (blue) and AQP2. Black arrows mark senes-
cent connecting tubules-collecting ducts; white arrows mark nonsenescent
connecting tubule-collecting ducts. The letter G marks the glomerulus. Fro-
zen specimens were counterstained with hematoxylin. Original magnifica-
tion = X200. Scale bar = 100 wm. F: Relative transcript levels of p53,
p21WAFVCEIPL and p16™NK4A were determined by real-time quantitative RT-
PCR. All were significantly elevated in aged WT. This age-dependent increase
was significantly reduced by overexpression of GLO1. The values for young
WT rats were set as 1. *P < 0.01; *P < 0.05 versus young WT rats; TP < 0.01
versus aged WT rats. G: Representative micrographs of immunohistochem-
istry staining for p53, p21 VATVl and p16™K4A in the rat renal cortex. In
each staining, aged WT tissue exhibited marked increases in positive area in
tubules. The extent of positive areas was significantly decreased by overex-
pression of GLO1. Methyl Carnoy’s fixed specimens (4 um thick) were
counterstained with hematoxylin. Original magnification = X400. Scale
bars: 50 pwm. H: Protein immunoblot of p53 and p16™¥44 of renal cortex
lysate. Elevation of p53 and p16™% in aged WT rats was attenuated by
overexpression of GLO1. Actin served as a control. I: Densitometric quanti-
fication of p53 and p16™*** immunoblot. The values for aged WT rats were
set as 1. *P < 0.05 versus young WT rats; TP < 0.05 versus aged WT rats. J:
Protein immunoblot of CEL of renal cortex lysate indicates amelioration of
carbonyl stress by GLO1 overexpression. Actin served as a control. Many
bands were detected as CEL-modified protein, indicating that AGEs were
accumulated in renal cortex.
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Figure 3. Interstitial thickening was demon-
strated to be an age-related morphological
change in human and rat kidney. A: Represen-
tative figures of human renal biopsy. Specimens
were Azan-stained. Proximal tubular epithelial
cells stain red and interstitium stains blue. The
interstitial areas were thickened in an age-de-
pendent manner. Original magnification =
X600. Scale bars: 20 um. B: Correlation between
age and interstitial thickness. The thickness of
renal interstitia (blue) was measured under high-
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and Methods. C: Light micrographs of rat renal
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were stained with Masson’s trichrome staining.
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were thickened with age. This age-dependent
thickening was attenuated by GLO1 overexpres-
sion. Original magnification = X600. Scale bars:
10 pm. D: Quantitative histological analysis in-
dicates that GLO1 overexpression ameliorated
age-dependent interstitial thickening. *P < 0.01;
=P < 0,05,
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Carbonyl Stress and Cellular Senescence in
Primary Cultured Tubular Cells

To confirm the significance of carbonyl compound in
age-related alterations in tubular cells, we used primary
cultured human RPTECs. First, we investigated the se-
nescence status of RPTECs at early and late passage
(passage 3 and 10, respectively). Cell proliferation esti-
mated by the MTS assay showed that RPTECs reached
replicative senescence at late passage (Figure 4A).
Treatment of early-passaged cells with 1 umol/L etopo-
side, a chemical senescence inducer, successfully in-
duced replicative senescence, as was observed in late-
passaged cells (Figure 4A). The LDH assay revealed no
significant differences in cell viability among the three
groups (Figure 4B). The cultured cells retained the
phenotypes of proximal tubular cells, as evaluated by
v-GTP staining, a specific marker of proximal tubular
cells. In contrast, y-GTP was negative in rat renal fi-
broblasts (Figure 4C).

We then assessed the change in expression levels of
cellular senescence markers in RPTECs at late passage
or by etoposide treatment. The number of SABG-positive
cells was significantly increased in late-passaged
RPTECs and in early-passaged RPTECs treated with eto-
poside, compared with untreated early-passaged cells,
verifying our assumption that the premature senescence
induced by this chemical inducer closely mimics cellular
senescence (Figure 5, A and B). We further assessed the

Young

Elderly

changes in other senescence markers in the three
groups of RPTECs. Transcriptional levels of p53,
p21WAFICIPT “and p16™K4A were significantly increased
in late-passaged RPTECs and etoposide-treated early-
passaged RPTECs, compared with untreated early-pas-
saged RPTECs (Figure 5C). Immunoblot analysis fol-
lowed by densitometry revealed the up-regulation of p53
at the protein level in RPTECs in association with replica-
tive senescence (Figure 5, D and E). Immunofluorescent
microscopy showed that late-passaged and etoposide-
treated early-passaged cells showed accumulation of
CEL, an indicator of carbonyl stress status, but untreated
early-passaged cells did not (Figure 5F).

Beneficial Effect of GLO1 on Senescence of
Tubular Cells

We next used RPTECs treated with etoposide for func-
tional studies. First, we performed gain-of-function stud-
ies using early-passaged RPTECs overexpressing hu-
man GLO1, which is a detoxifying enzyme of reactive
carbonyl compounds, including methylglyoxal. Transfec-
tion efficiency in RPTECs as estimated using LacZ ex-
pression as a reporter gene was 87 = 6%, and GLO1
activity was up-regulated by 14 + 2-fold in GLO1-trans-
fected cells, compared with empty vector-transfected
cells (Figure 6A). Overexpression of GLO1 did not change
the basal expression level of SABG in these transfectants.
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Figure 4. Validation of replicative senescence and senescence induced by
etoposide in RPTECs. A: Cell proliferation rate determined by MTS assay
showed replicative senescence at late passage (P10) and with exposure to a
chemical senescence inducer, etoposide, at early passage (P3). Normal
RPTECs doubled their population within 1 week, whereas senescent RPTECs
and those exposed to etoposide did not proliferate. Assays were made at
2-day intervals, with the value on day 0 set as 1. *P < 0.01; **P < 0.05 versus
day 0 of passage 3. B: LDH release was equivalent among RPTECs at passage
3 with or without etoposide exposure and at passage 10, excluding cells in
which proliferation was halted because of cytotoxicity. LDH release = LDH
in culture supernatant/(LDH in culture supernatant + LDH in cell lysate)
X100. C: Phase-contrast light micrographs with y-GTP staining of RPTECs at
passage 3 with or without etoposide exposure and at passage 10 and of rat
renal fibroblasts confirmed that the cells retained the phenotype of proximal
tubular cells. Original magnification = X100. Scale bars: 200 wm. Red stain-
ing indicates cells positive for y-GTP activity.

Of note, empty vector-transfected cells treated with etopo-
side showed a significant increase in SABG-posttive cells,
by 2.3 + 1.0-fold, which was significantly suppressed by
GLO1 overexpression (Figure 6, B and C). Transcript ex-
pression levels of p53, p21WAF/CIPT and p16'NK4A as
well as protein expression levels of p53 in whole cellular
lysate from etoposide-treated cells, were also signifi-
cantly decreased in GLO1-transfected cells, compared
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with empty vector-transfected cells, whereas those with-
out etoposide exposure showed no significant differ-
ences (Figure 6, D-F). Accumulation of CEL augmented
by etoposide exposure was significantly suppressed by
GLO1 overexpression, but remained at the increased
levels with transfection of empty vector (Figure 6G).
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Figure 5. Carbonyl stress and cellular senescence in RPTECs. A: Phase-
contrast light micrographs with SABG staining of RPTECs at passage 3 with or
without etoposide exposure and at passage 10 show senescence of cells at
passage 3 with etoposide exposure and at passage 10. Glutaraldehyde fixa-
tion was done before staining. SABG staining was performed by incubation
for 5 hours without CO,. Original magnification = X100. Scale bars: 100 wm.
Blue staining indicates positive cells. B: Quantitative analysis of SABG-
positive cells per total cells in each field. Most RPTECs were senescent at
passage 10 or with etoposide exposure. *P < 0.01 versus day 0 at passage 3.
C: Transcript levels of p53, p21¥AF/“I"1 and p16™K4A of RPTECs at passage
3 with or without etoposide exposure and at passage 10 determined by
real-time quantitative RT-PCR. All showed significant elevation compared
with cells at passage 3 without etoposide exposure. Values of those at
passage 3 were set as 1. *P < 0.01; **P < 0.05 versus each at passage 3; 1P <
0.05 versus p21¥4F/S1 gt passage 10. D: Protein immunoblot of p53 of
whole lysate of RPTECs at passage 3 with or without etoposide exposure and
at passage 10 confirmed the results of real-time quantitative PCR analysis.
Cells were lysed in urea buffer under reducing conditions. Actin served as a
control. E: Densitometric quantification of p53 immunoblot of RPTECs at
early passage (P3) with or without etoposide exposure and at late passage
(P10). The level of cells at early passage without etoposide exposure was set
as 1. *P < 0.01 versus cells at passage 3 without etoposide exposure. F:
Immunofluorescent micrographs for the detection of CEL showed carbonyl
stress in senescent RPTECs. Only cells at passage 3 with etoposide exposure
and at passage 10 exhibited a cytosolic positive signal. Cells were fixed with
methanol 50%:acetone 50%. Green indicates anti-CEL (fluorescein isothio-
cyanate); blue stain identifies nuclei (Hoechst 33258 dye). Original magnifi-
cation = X400. Scale bars: 100 pm.
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etoposide exposure and transfected with empty vector. D: Relative transcript levels of p53, p21¥AF/CIP1 and p16™K4A of RPTECs with etoposide exposure and
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GLOL1 protected RPTECs against cellular senescence. Values of those transfected with empty vector were set as 1. *P < 0.01; **P < 0.05 versus cells transfected
with empty vector. E: Protein immunoblot of p53 of whole lysate of RPTECs with or without etoposide exposure and transfected with plasmid vectors. p53 level
in cells treated with etoposide exposure was ameliorated by GLO1 introduction. Actin serves as a control. F: Densitometric quantification of p53 immunoblot of
RPTECs with or without etoposide exposure and transfected with plasmid vectors. The level of those transfected with empty vector without etoposide exposure
was set as 1. *P < 0.01; **P < 0.05 versus cells without etoposide exposure and transfected with empty vector. G: Immunofluorescent micrographs of RPTECs
with or without etoposide exposure and transfected with plasmid vectors for the detection of CEL accumulation. Cytosolic positive signals in cells exposed to
etoposide were decreased by GLO1 introduction, demonstrating that overexpression of GLO1 ameliorated carbonyl stress. Green indicates anti-CEL (fluorescein
isothiocyanate); blue stain identifies nuclei (Hoechst 33258 dye). Original magnification = X400. Scale bars: 100 wm.
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We also performed loss-of-function experiments with
siRNA targeted to human GLO1 using two independent
siRNAs against GLO1, which efficiently knocked down
GLO1 expression and activity (Figure 7, A and B). Of
note, when GLO1-knocked down cells were treated with
etoposide, the number of cells positive for SABG staining

was significantly increased, compared with control
siRNA-transfected cells (Figure 7, C and D). Other se-
nescence markers, such as transcript expression level of
p53, p21WAFVCIPT and p16™K“A or protein expression
level of p53 in whole cellular lysate, were also markedly
augmented by knockdown of GLO1 (Figure 7, E-G).
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Figure 7. Knockdown of GLO1 exacerbated the senescence phenotype of RPTECs at early passage with etoposide exposure. A: Knockdown of the target gene
was confirmed by transcript levels of GLO1 determined by real-time quantitative RT-PCR after 24 hours of transfection. The level of RPTECs transfected with
control siRNA was set as 1. *P < 0.01 versus control siRNA. B: GLO1 activity assay measured after 24 hours transfection with siRNA or control RNA was consistent
with the decreased transcript levels. *P < 0.01 versus empty vector. C: Phase-contrast light micrographs with SABG staining of RPTECs transfected with siRNA or
control RNA with etoposide exposure showed aggravation of senescence by knockdown of GLO1. Original magnification = X100. Scale bars: 100 pm. Blue stain
indicates SABG-positive cells. D: Quantitative analysis of SABG-positive cells per total cells in each field. *P < 0.05 versus cells with etoposide exposure and
transfected with control siRNA. E: Relative transcript levels of pS3, p21WAF/CIP1 and p16™NK44 of RPTECs with etoposide exposure and transfected with siRNA
or control RNA determined by real-time quantitative RT-PCR showed that knockdown of GLO1 aggravated cellular senescence phenotypes. Values of those
transfected with control siRNA were set as 1. *P < 0.01; **P < 0.05 versus cells with etoposide exposure and transfected with control siRNA. F: Protein immunoblot
of p53 of whole lysate of RPTECs with etoposide exposure and transfected with siRNA or control RNA. The level of p53 from cells exposed to etoposide was
aggravated by the knockdown of GLO1. Actin serves as a control. G: Densitometric quantification of pS3 immunoblot. The level of cells transfected with control
SiRNA was set as 1. *P < 0.05 versus cells transfected with control siRNA.
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Figure 8. The replicative senescence induced by etoposide exposure was
attenuated by transfection with the GLOl-overexpressing vector. BrdU up-
take of RPTECs at early passage with or without etoposide exposure and at
late passage without etoposide exposure was measured. BrdU uptake was
significantly decreased by the addition of etoposide or at late passage,
whereas the introduction of GLO1 ameliorated this decrease significantly.
The level after transfection with empty vector without etoposide exposure
was set as 1. *P < 0.01; *P < 0.05.

These gain-of-function and loss-of-function studies of
GLO1 in cultured cells suggest that GLO1 has a cytopro-
tective effect against senescence.

Next, we verified the phenomena observed in the study
of premature senescence by examining the status of
replicative senescence on treatment with etoposide. Eto-
poside induced a significantly lower uptake of BrdU in
RPTECs with mock transfection, and the degree of inhi-
bition of BrdU uptake by etoposide was equivalent to that
of late-passaged RPTECs (Figure 8). In contrast, cells
overexpressing GLO1 showed no significant etoposide-
induced decrease in the uptake of BrdU. These data
demonstrate that the senescence status induced by eto-
poside, in which growth was inhibited and senescence
markers were up-regulated, was ameliorated by GLO1.

Confirmation of Decrease in Renal Function of
the Elderly Human Subjects with GLO1
Mutation

We had previously performed a nationwide analysis of
GLO1 genotypes in schizophrenia patients and found
that a minor subset of patients had frameshift mutations in
GLO1.2* Severe and significant decrease in the enzy-
matic activity was observed in those with frameshift mu-
tations (3.0 = 0.2 mU/10° red blood cells; n = 3), com-
pared with WT GLO1 (6.8 = 0.9 mU/10° red blood cells;
n = 244). We investigated the effect of GLO1 activity on
renal function. In the very rare cases with frameshift mu-
tations, patients were all at the age of 50 to 60 years. We
therefore compared the patients at this age, because
GFR decreases with age.

Age-matched patients with WT GLO1 (n = 15) and
frameshift mutation (n = 3) were analyzed. No clinically
significant hematuria or proteinuria was found in any of
the patients, with or without mutation. Neither muscu-
lature (determined by body mass index) nor systolic
blood pressure, which could affect the serum creati-
nine levels, were significantly different among the three
groups (Table 2). None of the patients with or without
frameshift mutations were being treated with medication
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Table 2. Physiological Characteristics of Elderly Schizophrenia
Patients with or without GZOZ Mutation

GLO1 genotype
WT Frameshift

Characteristics (n = 15) (n=23)
Age (years) 56 2.7 57x46
Body mass index 23x25 23+ 49
Systolic blood pressure (mmHg) 110 =14 110 = 11

No significant differences were observed in mean age, body mass
index, or systolic blood pressure.

that could deteriorate renal functions. We reconfirmed a
decreased activity of GLO1 in the patients with frameshift
mutation, compared with the wild type (Figure 9A). Anal-
ysis of eGFR of the aged schizophrenia patients who had
GLO1 frameshift mutations revealed significantly de-
creased renal function, compared with the wild type (P <
0.01) (Figure 9B). The data confirmed the protective ef-
fect of GLO1 against an age-dependent decrease in
renal function.

Discussion

We found that the aged kidney shows an increase in AGE
accumulation in association with a decrease in GLO1
activity, as is seen also in the aged human lens,?® aged
human red blood cells,?" and aged human brain.?”28
Thus, age-dependent acceleration of carbonyl stress
may induce renal senescence, at least in part. Accord-
ingly, GLO1 might reduce the senescence phenotype via
inhibitory activity against carbonyl stress.® In the present
study, we have demonstrated for the first time both in vitro
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Figure 9. Analysis of human subjects with or without GLO mutations. A:
GLO1 activity of red blood cells between the age-matched subjects with
WT GLO1 and those with frameshift mutations of GLO1. WT, n = 15;
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and in vivo that overexpression of GLO1 ameliorates all
phenotypes of renal senescence. The delay in renal se-
nescence in rats overexpressing GLO1 was associated
with the preservation of kidney function. Furthermore,
knockdown of GLO1 aggravated senescent phenotypes
in vitro. Supporting a protective role of GLO1 against
senescence, a recent report showed that overexpression
of the GLO1 homolog CeGly induced longevity in Cae-
norhabditis elegans.?®

We used 14-month-old rats for the aged group be-
cause we observed obvious histological changes asso-
ciated with senescence in kidney in our preliminary ex-
periments, as reported previously.®° Because the aging
process is complex and is likely to involve various mech-
anisms at different ages, we decided to focus on early
senescence.

We focused our studies of kidney senescence on tu-
bular epithelial cells. Functional impairment of the kidney
more closely correlates with the degree of tubulointersti-
tial damage than with that of glomerular injury, and age-
related decrease of eGFR is reported to be independent
of glomerular change.®' Our approach is consistent with
several recent studies that have focused on tubulointer-
stitial alterations in the aging kidney.3°°232 One reason
for the propensity toward senescence in the tubulointer-
stitum may relate to the metabolic rates of cells, given
that podocytes or endothelial cells have far fewer mito-
chondria than tubular epithelial cells.®*

In examination of a human specimen obtained from
renal biopsy, we identified interstitial thickening (charac-
terized by augmentation of matrix between tubules) as
one of the senescent phenotypes of kidney. This altera-
tion of renal components is distinct from interstitial fibro-
sis. Interstitial fibrosis is characterized by the replace-
ment of tubules to fibrotic components and is observed in
only limited portions of kidney, whereas interstitial thick-
ening is a generalized change in the kidney. More impor-
tantly, this age-related phenotype is observed across a
wide range of ages; in contrast, thickness of glomerular
basement membrane is reported to have different effects
at different ages.®® To prevent overestimation of the in-
terstitial thickness for tubules at an angle to the cutting
surface, we measured the smallest thickness around tu-
bules.

In the present study, RPTECs reached replicative se-
nescence status at 10 passages, which is earlier than for
primary cultured fibroblasts, which do so at approxi-
mately 40 passages. This finding is consistent with a
previous report,®® and might reflect high metabolic rate,
susceptibility to senescence, or the nature of high differ-
entiation. We also used etoposide, a well-established
chemical senescence inducer,®”~*° to induce the cul-
tured cells into senescence. The senescent phenotypes
induced by etoposide were equivalent to those observed
in late-passaged cells (although we note that the mech-
anism by which etoposide induces senescence has not
been clarified).

The expression of senescence markers such as SABG,
p16NI4A - 2 WAFT/ICIPT - and p53 was significantly in-
creased in both late-passaged primary tubular epithelial
cells and in the tubules of aged rat kidneys. Staining for

p53 was positive not only in the nuclei but also in the
cytoplasm, as reported previously.*’42 These senescent
phenotypes were associated in vivo with interstitial thick-
ening in both human and rat kidney. Interstitial thickening
might represent an aging-specific morphological change
at an early stage of kidney aging. Similar changes were
observed in a rodent model that was enhanced to pres-
ent an age-related phenotype.4®44

Our analysis of schizophrenia patients demonstrated
association of reduction of GLO1 activity and accelerated
age-dependent deterioration of renal function in human.
Age-dependent decline of renal function in subjects with
preserved GLO1 activity was consistent with that de-
scribed in healthy aged individuals previously (0.64 to
0.75 mL/min per year).**~%” These results suggest that
the difference in deterioration of age-dependent renal
function that we observed was not due to improvement of
renal function in schizophrenia patients with preserved
GLO1 activity but rather was due to acceleration of age-
dependent renal dysfunction associated with decreased
GLO1 activity. One limitation is that these data are based
on a small number of subjects in the GLO1-mutated
group (n = 3); however, the incidence rate of this muta-
tion is so low that this difficulty cannot be avoided.

Although excessive carbonyl stress is considered to
be a major cause of spontaneous damage to intracellular
and extracellular proteins functions,*® detailed mecha-
nisms of the progression of senescence by carbonyl
stress remain to be elucidated.

In conclusion, we have established a role of carbonyl
stress in senescence and demonstrated that GLO1 can
retard renal senescence both in vitro and in vivo.
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of the Wechsler Intelligence Scale, third edition (WAIS-I11), his
full-scale intelligence quotient (1Q) was 124, verbal 1Q was
130, and performance 1Q was 112. Marked deviations were
seen in some subtests of the WAIS-11}, with very high perfor-
mance in Vocabulary and Information, and very low perfor-
mance in Letter~number sequencing and Picture completion.
Magnetic resonance imaging (MRI) of the head and encepha-
lography yielded results within normal limits. These findings
suggested autistic disorder (high-functioning autism) accord-
ing to DSM-IV-TR criteria.

Collagens represent a large family of structurally related
extracellular matrix proteins essential for development, cell
attachment, platelet aggregation and tensile strength in con-
nective tissues such as bone, skin, ligaments, tendons, and
blood vessels.* Cupo et al. described abnormalities in the
development of the central nervous system (CNS) in EDS,
including a heterotropic formation in the CNS.* Although no
CNS abnormality was evident on MRI in the present case, loss
of elasticity and strength of collagen presumably contributed
to structural failure in connective tissues of the CNS. We specu-
late that associations exist between connective tissue diseases
and autistic disorders, and that connective tissue abnormalities
may contribute to autistic symptoms.
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Idiopathic carbonyl stress in a
drug-naive case of at-risk
mental state

doi:10.1111/j.1440-1819.2011.02261.x

WE PREVIOUSLY REPORTED that a subgroup of schizo-
phrenia patients exhibit carbonyl stress with high
plasma pentosidine levels, without underlying diabetes
mellitus or chronic kidney disease, the two major causes of

© 2011 The Authors

Psychiatry and Clinical Neurosciences 2011; 65: 604-607

elevated, advanced glycation end-products.' These patients,
however, had previously received antipsychotic therapy,
leaving the possible role of medication in carbonyl stress
unclear. Here, we report on a drug-naive patient with at-risk
mental state (ARMS), who exhibited enhanced carbonyl stress
with high plasma pentosidine levels.

The patient was a 21-year-old male college student, who
was born at full term after an uneventful pregnancy and deliv-
ery. He first developed obsessive thoughts at age 18 and
sought medical help because of communication difficulties
and depression. He was diagnosed with obsessive and com-
pulsive disorder (OCD) according to DSM-1V criteria.
Biweekly counseling and psychotherapy temporarily reduced
his symptoms but a persistence of confused thoughts, hearing
hypersensitivity and delusional ideation of persecution and
reference led to a diagnosis of ARMS, according to Struc-
tured Interview for Prodromal Syndromes (SIPS) criteria,
10 months after his initial consultation. He was followed
clinically for 12 months and treated temporarily with 0.5 mg
of etizolam and 5 mg of zolpidem, which improved his symp-
toms. He entered a research study on ARMS and his symp-
toms were scaled and biochemical data measured at his initial
visit, and also after 16 months of treatment. During this
period his score on the Positive and Negative Syndrome Scale
decreased from 84 to 58 (P=0.001), his positive subscale
score changed from 20 to 22 (P=0.38), negative subscale
score changed from 22 to 9 (P=0.03) and the general
psychopathology subscale score changed from 42 to 27
(P =0.008). Global Assessment of Functioning also improved
from 55 to 65. Plasma pentosidine levels decreased from
113.2 to 44.1 ng/mL. We did not measure carbonyl com-
pounds such as methylglyoxal (MG), carbohydrate precursors
of pentosidine and advanced glycation adducts: N(g)-
(carboxymethyl)lysine and N(g)-(carboxyethyl)lysine. We did
not assess the activity of glyoxalasel (GLO1) or pyridoxal
levels before treatment, but after treatment the activity was
7.55 mU/10° red blood cells, and the pyridoxal level was
6.8 ng/mL, and these are both normal levels for the enzyme
and pyridoxal, respectively. It is not known whether etizolam
and zolpidem affect pentosidine levels. In the preliminary
data, the dose (mg/day) of etizolam (n=18) or zolpidem
(n=11) was not significantly correlated with pentosidine
levels in patients with schizophrenia (data not shown). The
patients were also 1aking other drugs, however, and thus the
lack of apparent correlation is not conclusive. The GLO1
genotype in the present case was wild type (c.332A>C,
p.Glu111/Glu111). Biochemistry did not demonstrate any
abnormalities indicative of disease, such as diabetes mellitus
or chronic kidney diseases.

The present case report does not demonstrate a direct link
between carbonyl stress and the disease development. It is not
known whether carbonyl stress is a cause or consequence of the
disease. In addition, it cannot be ruled out that other physical
conditions or drugs affected the pentosidine levels. Additional
data are needed to clarify a possible relationship between car-
bonyl stress and mental disorders.

The ethics commitiees for the University of Tokyo and
Tokyo Institute of Medical Science approved the present study
(2089-(2), 2094-(2), 2226-(1), 21-2). The subject gave written
informed consent in accordance with the Declaration of Hel-
sinki after a complete explanation of the original study. After

Psychiatry and Clinical Neurosciences © 2011 Japanese Society of Psychiatry and Neurology
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ethics approval, the patient re-consented for publication of this
case report.

This study was supported by grants from the Ministry of
Health, Labour, and Welfare (H22-seishin-ippan-015 to KK),
and from the JSPS/MEXT (No. 21249064 and Grant-in-Aid for
Scientific Research on Innovative Areas [Comprehensive Brain
Science Network] to KK, No. 20249054 and Grant-in-Aid
for Scientific Research (A), no. 22129007 and Grant-in-Aid for
Scientific Research on Priority Areas to Ml). A part of this study
was also the result of ‘Development of biomarker candidates
for social behavior' carried out under the Strategic Research
Program for Brain Sciences by MEXT.

REFERENCE

1. Arai M, Yuzawa H, Nohara | et al. Enhanced carbonyl stress in
a subpopulation of schizophrenia. Arch. Gen. Psychiatry 2010;
67: 589-597.

Makoto Arai, php,’ Shinsuke Koike, mMD,’

Norihito Oshima, MD,* Ryu Takizawa, MD,*

Tsuyoshi Araki, MD, PhD,? Mitsuhiro Miyashita, MD,'
Atsushi Nishida, php,' Toshio Miyata, MD, PhD,*

Kiyoto Kasai, MD, PhD? and Masanari Itokawa, MD, PhD'
!Project for Schizophrenia and Affective Disorders Research, Tokyo
Metropolitan Institute of Medical Science, *Department of
Neuropsychiatry, Graduate School of Medicine, *Division for
Counseling and Support, Office for Mental Health Support,
University of Tokyo, Tokyo, and *Center for Translational and
Advanced Research on Human Disease, Tohoku University
Graduate School of Medicine, Miyagi, Japan

Email: itokawa-ms@igakuken.or.jp

Received 27 April 2011; revised 7 July 2011;

accepted 8 August 2011.

Aripiprazole monotherapy in the
treatment of vascular parkinsonism

doi:10.1111/j.1440-1819.2011.02263.x

VASCULAR PARKINSONISM (VP) is characterized by poor
response to levodopa. In contrast, reduced presynaptic
dopaminergic activity, the main pathology of Parkinson’s
disease (PD), is not suggested in VP.! Dopamine D2 partial
agonists have been suggested as a potential therapeutic
approach to the treatment of the motor symptoms of PD that
may avoid common dopaminergic side-effects including dys-
kinesia and psychosis.” We report a first case of antiparkinso-
nian agent-refractory VP in which both psychosis and
parkinsonism were treated successfully using aripiprazole
monotherapy.

A 75-year-old woman with an 8-year history of antiparkin-
sonian agent-refractory VP was admitted to Department of
Neuropsychiatry, Fukui University Hospital for treatment for
psychosis. On admission, treatment consisted of 400 mg/day
of L-dopa/carbidopa, 100 mg/day of droxidopa, and 100 mg/
day of amantadine. The patient had showed postural tremor,
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gait disorder, and pyramidal signs with lower-body predomi-
nance and mild cognitive impairment (Mini-Mental State
Fxamination: 22/30). The severity score on the Unified Parkin-
son'’s Disease Rating Scale (UPDRS) was 118. The illness stage
according to the Hoehn and Yahr scale was IV. The patient
exhibited frank psychosis with vivid visual hallucinations and
fearful delusions of persecution (severity score on the Brief
Psychiatric Rating Scale |BPRS] was 96). Results of laboratory
tests, electrocardiography, and electroencephalography were
normal. Myocardial '?l-metaiodobenzylguanidine indicated a
normal heart to mediastinum ratio; cranial magnetic reso-
nance imaging showed multiple deep subcortical lesions. Anti-
parkinsonian medications were gradually tapered off with no
apparent clinical changes of parkinsonism. Her psychotic
symptoms improved to a large extent (BPRS score, 52) on day
20, but visual hallucinations persisted. On day 34, aripiprazole
monotherapy was started at 3 mg/day and increased by 3 mg
every week up to 9 mg. Her psychosis gradually improved
(BPRS score, 32), with dramatic amelioration of parkinsonism
(UPDRS score, 43), especially in activities of daily living and
motor examination items of UPDRS. Using the same regimen,
no worsening of psychiatric or neurological symptoms had
occurred 7 months after discharge.

In the present case, aripiprazole improved pharmacologi-
cally paradoxical symptoms such as psychosis and parkin-
sonism by the stabilization of dopaminergic activity through
dopamine D2 partial agonistic properties.® Cerebrovascular
lesions, which are suggested as a mechanism for VP,' might
cause not reduced presynaptic dopaminergic activity but
dysregulated dopaminergic activity. Although the utility of
aripiprazole in managing psychosis and parkinsonism in PD
remains controversial,*® the present case suggests the potential
utility of aripiprazole monotherapy in treating VP.
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summary

The 22g11.2 deletion is the most prominent known genetic
risk factor for schizophrenia, but its penetrance is at most
approximately 50% suggesting that additional risk factors are
required for disease progression. We examined a woman
with schizophrenia with this deletion for such risk factors.
She had high plasma pentosidine levels (‘carbonyl stress’)
and a frameshift mutation in the responsible gene, GLOT.
She also had a constant exotropia, so we examined the

Schizophrenia with the 22911.2 deletion
and additional genetic defects: case history

M. Toyosima,* M. Maekawa,* T. Toyota, Y. lwayama, M. Arai, T. Ichikawa, M. Miyashita,

PHOX2B gene associated with both schizophrenia and
strabismus, and detected a 5-alanine deletion. We propose
that the combination of these genetic defects may have
exceeded the threshold for the manifestation of
schizophrenia.
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Schizophrenia is a debilitating and relatively common mental
illness, with a prevalence of approximately 1% worldwide.
Although the exact aetiology is unknown, the genetic pathology
is thought to consist of numerous weak, risk-conferring genomic
variations and/or rare, large-effect variations. An example of the
latter is copy number variants (CNVs), typified by the 22q11.2
deletion syndrome (22q11.2DS; also known as the velocardiofacial
syndrome or DiGeorge syndrome)' caused by a microdeletion
(1.5-3 Mb) of chromosome 22, with an incidence of 1 in 2000—
4000 live births. The phenotype of this disorder is highly variable
and common physical manifestations include craniofacial and
cardiovascular anomalies, immunodeficiency, short stature and
hypocalcaemia. In late adolescence and early adulthood, up to
50% of all individuals with 22q11.2DS develop schizophrenia or
schizoaffective disorder.’ The 22q11.2 deletion is therefore one
of the greatest known genetic risk factors for schizophrenia.
However, penetrance is incomplete and the remaining
22q11.2DS carriers do not develop disease. We asked whether
combinations of additional genomic flaws may be needed to
develop schizophrenia and here we describe an individual with
22q11.2DS with schizophrenia, and in whom we detected two
additional rare schizophrenia-associated genetic defects. The
individual’s written consent to publish was obtained.

Method

Previously, we screened 300 unrelated Japanese individuals with
schizophrenia who met the DSM-III-R? diagnostic criteria for
schizophrenia, by genotyping of markers D22S941, D225944,
D225264 and D228311.> Concomitantly, we detected one patient
with only one allele for each of these polymorphic markers.
This individual was a female high-school graduate then aged
28 years. She was born by normal delivery without any obstetric
complications. She was admitted to hospital at the age of 18 years
for 2 months and again at the age of 25 years for 1 month. Her
IQ, which was measured during her first hospital admission,
was 61. We decided to re-evaluate her in August 2010. At this
time, she was 37 years old and being treated with antipsychotics

*These two authors contributed equally to this work.

(risperidone 5mg/day and quetiapine 95mg/day), but still
suffered from persistent auditory hallucinations. Her only physical
symptom was a slight hypocalcaemia (8.4mg/dl in serum,
normal range 8.5-10.5 mg/dl). She remains unmarried, lives in a
group home and is employed in a semi-sheltered workplace. We
re-examined her 22ql11.2 microdeletion by fluorescence in situ
hybridisation (FISH) with the TUBLEL probe, and using the
NimbleGen Human CNV 3x720K v1.0 Array (Roche Applied
Science, Tokyo, Japan).

We recently reported that a subpopulation of individuals with
schizophrenia have high plasma pentosidine levels (i.e. ‘carbonyl
stress’) and in 2 such individuals out of 3682 participants, we
detected frameshift mutations (P122LfsX27 and T27NfsX15) in
the glyoxalase I (GLOI) gene, a zinc metalloenzyme, providing a
possible explanation for the high plasma pentosidine levels.*
Therefore, we set out to measure pentosidine levels in our patient
by high-performance liquid chromatography assay and perform a
re-sequencing analysis of GLOI, as described previously.*

In another previous report, we showed an association between
polyalanine stretch length polymorphisms of the paired-like
homeobox 2b (PMX2B or PHOX2B) gene encoding a transcription
factor, with people who have schizophrenia, in particular those
with strabismus.” As our patient has constant exotropia in her
right eye, we examined this gene: briefly, the genomic region
encoding the 20-alanine tract was amplified using fluorescently
labelled forward and reverse primers. Polymerase chain reaction
products were run on an ABI 3130xl genetic analyser and the
resulting data analysed using the Gene Mapper and Peak Scanner
software (Applied Biosystems, Foster City, California, USA).

Results

The FISH data (online Fig. DS1(a)) and the microarray-based
CNV analysis (not shown) revealed that the woman has a 3 Mb
hemizygous genomic deletion on chromosome 22q11.2, confirming
that she has 22q11.2DS. An echocardiogram examination showed
no abnormalities in the cardiovascular system (online Fig. DS2).
We measured her plasma pentosidine levels twice, 1 week apart,
and both values exceeded the mean +2 standard deviation levels
of healthy controls (n=61)* (online Fig. DS1(b)). Then, we
examined the GLOI gene and identified a frameshift mutation
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(P122L£sX27; identical to one of our previously detected
mutations®) (online Fig. DS1(c)). An examination of the PHOX2B
gene revealed a 5-alanine deletion within the 20-alanine stretch
region (online Fig. DS1(d)).

Discussion

The frequencies of schizophrenia-associated CNVs are rare but
generally have larger effects on susceptibility to the disease
compared with risk-conferring single nucleotide polymorphisms.
Among such CNVs, the 22q11.2 deletion has the deepest
penetrance of 0.553 (95% CI 0.18-0.97).° The penetrance of other
large effect size CNVs, for example the 15q13.3 deletion and
16p11.2 duplication are 0.074 (95% CI 0.03-0.16) and 0.069
(95% CI 0.03-0.14) respectively.® Nonetheless, the 22q11.2
deletion is not sufficient to develop schizophrenia, and other risk
factors are required. This case demonstrates for the first time to
our knowledge that concrete additional risk variants could
contribute to the manifestation of schizophrenia in combination
with 22q11.2DS. In view of the penetrance of these mutations, this
view has to be a qualified one as other causative mutations may
contribute to this individual’s developmental phenotypes.

We show that one contributing factor is the accumulation of
pentosidine, an advanced glycation end-product resulting from
carbonyl stress, a state featuring an increase in reactive carbonyl
compounds and their attendant protein modifications. Our
prior study demonstrated that people with schizophrenia have
significantly higher plasma pentosidine levels than controls, and
revealed that some participants with high pentosidine levels have
impaired GLO1 activity, which is caused by a Glul11—Ala amino
acid change and frameshift mutations (see below).* Cellular
removal of reactive carbonyl compounds, including pentosidine,
hinges largely on the activity of GLO1.” The identified frameshift
mutations were P122LfsX27 and T27NfsX15 (one each out of
1761 participants with schizophrenia), both of which elicit
nonsense-mediated mRNA decay resulting in a reduction (to
40-50%) of GLO1 protein expression and activity.* The current
patient carries the P122LfsX27 frameshift mutation, coincidentally
identical to one of our previously detected mutations,* further
confirming its relationship to disease.

The other genetic defect that we identified in this individual is
a polyalanine length variation in the PHOX2B. We previously
reported that constant exotropia displays a marked association
with schizophrenia (P=0.00000000906, odds ratio (OR)=20.6,
95% CI 4.83-87.8), and that deletion/insertion polymorphisms
in the 20-alanine homopolymer stretch of PHOX2B disturbs its
transcription.” We detected a modest association between these
functional polymorphisms and all those with schizophrenia
(P=0.012, OR=1.59, 95% CI 1.01-2.50) and those with
schizophrenia and constant exotropia (P=0.004, OR =4.52, 95%
CI 1.78-11.5).°

In summary, we propose a combinatorial model for the
genetic risk of schizophrenia where the combination of a CNV,
in this case 22q11.2DS, with a large effect; a GLOI frameshift
mutation with a probable moderate to large effect; and a 5-alanine
deletion with a modest effect, collaborate to exceed a developmental
threshold for the onset of schizophrenia. This proposal is the first
discrete evidence for a multiple-hit hypothesis in schizophrenia,
and although the current findings are fortuitous, the emerging
availability of whole genome sequencing methodologies in the
near future should help to systematically decipher the detailed
genetic mechanisms that determine which individuals who are
schizophrenia-associated CNV' carriers go on to develop the
disease, and to define its precise genetic spectrum.
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