Table 2 Simultaneous repeatability of highly
sensitive HbsAg chemiluminescent en-
zyme immunoassay (prototype}

(6 times examination)

Samples  Coefficient of variation (%)

IL 3.2
L 2.8
M 1.7
H 19
HH 5.0

=58 . 11 - 2010—

Table 4 Specificity of highly sensitive HBsAg
chemiluminescent enzyme immunoassay

{prototype)
Vatue (mIU/ml) n
0 217
1 5
2 2
3 0
4 2
5.0< 0
total 226

Table 3 Daily repeatability of highly sensitive HBsAg chemiluminescent enzyme immunoassay

(prototype) (6 days measurement)

date

Samol Sepl14th | Sep15th | Sep16th | Sep17th | Sep18th | Sep24th | Coefficient of
PIES | 2009 2009 2009 2009 2009 2009 | variation (%)

1L 477 53.7 540 5.4 512 18.9 59

L 5385 524.9 566.1 580.3 546.4 500.7 5.3

M 6,413.3 6,481.9 6,490.8 6,457.4 6,579.8 5,936.9 36

H 56,872.0 57,030.6 56,762.1 59,069.5 57,932.6 55,353.7 2.2

HH 342,672.5 | 358,378.4 | 391,019.9 | 373,374.9 | 380,694.8 | 372,547.0 4.6

Table5 The comparison of highly sensitive HBsAg chemiluminescent enzyme immunoassay
(prototype) with Abbott ARCHITECT

Highly sensitive HBsAg
chemiluminescent enzyme immunoassay
positive negative total
ositi 47 0 47
Abbott 5;;::, 2 10 12
GRCHIFERT total 49 10 59

&K 5.9% & RIFEFHMTH - /2 (Table 3),
B. FFEMRER

226 $l HBs PilREE MR M (5 % 118 fiA3K HCV
Dk HERE) 200 L TR R 2T L 2
AHREMRE TR T 5mIU/ml A T b 4R FEEIE: 100%
TdHhofc(Table d),
C. fERiE & DS

AR B BT & W ST Tc e L 59 ikfks
AT, ko HBs iR EEREEE LT —%
72 » HBsAg-QT & OB 2R Ui, AL
7 —%5 7 b HBsAg-QT L O & D$ it — B
96.6% Thol. 5b2HRERBNWTT —F7F7 b
HBsAg-QT ic THHET, AR THMELTH T,
D2\ E L TR T 10.2mIU/ml,

14.8mlU/ml &7 —% 5 7 b HBsAg-QT O HHRFR
TH 5 50mlU/ml K THY, HBs FUREBRBRLED
MEE kT X Y BT EE L 72 o Jz (Table 5), &k
L7 —X7 7 b HBsAg-QT & DHEE##F L.
7 —%5 7 » HBsAg-QT it T HBs i KR TH -
e A7V Z VI TRBI LI L 2 5, BB E 3
FRirolboD, HPAGHIIRETH 2=
1.4911x— 1,435,268, r=0.953) (Fig. 2a). 2B, {&
R 41 7 vieonTHN Licé 25, HBER
i kv BIFrTdh o (y=1.0895x—38,242, r=
0.977) (Fig. 2b).,
D. HBV DNA TagMan PCR & O H8%

CLR i B AT %% & Rl Shoc B iy 58 #ik %
FW Tk & 5 HBs #l7€ & HBV DNA TagMan

=1081—
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Figure 2

a, Correlation for HBsAg of serum samples hetween prototype and the Abbott ARCHITECT HBsAg-QT.
b. Correlation for HBsAg of serum samples between prototype and the Abbott ARCHITECT HBsAg-QT

(low value).

Table 6 The comparison of highly sensitive HBsAg chemiluminescent enzyme immunoassay
(prototype) with HBV DNA Tagman PCR

highly sensitive IBsAg chemiluminescent

enzyme immunoassay (prototype)

positive negative total
positive 24 1 25
HBY DNA 1"\ der detectable limit 6 0 6
TaqMan negative 18 9 27
FER total 48 10 58

PCR(=2 A TagMan HBV IF—Fh1 (myro « B4
T I AT 4 v 7 ARREE)) ehThicBWTH
Bk R IR Lic. HRE—BEIX 672% TH -7z,
HBV DNA Tagman PCR ClaMEDH 0 27 Y2 F
18 B AN CERIEC BN TENETH - 7 (Table 6),
REDEREIRRT S 5 1 55 %811, ALT
i3 231U/L, HBV-DNA i TMA ¥ G 3.7 LGE/ml %
i, HBe HUFEEEME, HBe kB Th o, fE
BEol e BT e S 0REE L THRY. ALT I
MBPERIEOE £ TH o, HBV-DNA iZ8#& 1
{€ TagMan ¥12 TH L L. BENAYIC HBs fT
FeREHg Licdz b, FRFLT7T—F52 b

—1082—

HBsAg-QT OBE TN THPOHERB %57 Lz (Fig.

3a). fEH 2 60 Wk, ALT X 55 IU/L 1R
57, HBV-DNA ix TMA € 3.7 LGE/ml &, HBe
PiREYE, HBe kI ETH - . BBRE R
M7IrursSoREXLTnin., BasEdh
HBV DNA iX7 7 U a7 BTG h#lE Uc o5k
ERMTH oM, Rz ALT 13— 122 [U/ml ¥
TER LR, Fos%idekss Uk, HBs HUsRER
Wi L, 7—%5 7 b HBsAg-QT O
UTiciaoldl, ZORAIBNTHRALE T HBs
PUROEE 2T 5 Z LTEETH - Tz (Fig. 3b).
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Figure 3

a, Prototype and the Abbott ARCHITECT HBsAg-QT changes over time in one chronic hepatitis B

patient.

b. Prototype and the Abbott ARCHITECT HBsAg-QT changes over time in one chronic hepatltle. B

patient with HBsAg seroconversion.

L. # %=

AFEIIL, HRBV oo Rn—7%W#E L, HBs#Hi
REBEHESED 2 L TRIVEEZ IR LEIETNS,
L LENRSZENIC X - T HBV i1~ (Dane &7
F) _Eo HBs HiJE @ 72 3 Dane B+ @ 10,000~
1,000,000 {ELLEEFET B EEDNTVWS, AN
A DNA OFLE LR NEIERRELT-. 10 small ST
PRINTBZ LT, kL ARELOHTT—4
MARE L FlkT 288208 -7, Fig. 2a, b TR
LieXk 5127 —%5 7 b HBsAg-QT & OFFEAIER
FTHY, o, fEREL D DEREMN 10 EmMEL
BB 5SmIl/ml 272 o7 Z & C Fig, 3a, b 23R
Liek 5 HBs il % X v REE TEIFFHETH
ofe. e, BEMET5Z iz kv PCRIEEAN
7 HBV-DNA EB L W HET, L2 dRARKRET
HBZ LM HREOEROBTHHSND Z &3
frshd, BRI CRERIC bIIRTEERY,
HBV i35 5 EENF 4R SR CRARETIE
ACBOTHODHATHE L H L bND.

BT, HBc b & 5 ik HBs Hik i o BA
Yoo B D HBV HIEHELIZ A 5 BUERF 48 O 5 A
BRENTWA?™, iz, VX< +AF0

A Fa&te{tBmmBITiT 4 & 543 5 S Hole
B, H4 RS54 > Cik HBV-DNA =& J ¥/
TR SR TW3SY, iz HBV-DNA B &iJE
BIARRERTHZRE, Blir > ETHY, 4
E#HRLEAREORER S bl L+hid,
HBV-DNA ZRIZf D2 HRE LRV EDS D L
W, %7, 3D HBs URBHRIZBW TR
PR HBs i O =¥ b —7RBEHikE A
LTWe, F4E, “a” determinant KRB 307 Fv
TRy —TFERBBESKTRYO™, ko
HBs FiERH R CHRIEE OB TRER I Tn
AW, SRIOARIEZAEN) =7 BRRHTAE S — kb
HRMRAT 28T, 25 LBREMRETIND
LivZav,

v, # B

LW IRARIE Th 58w g HBs HURE BR
ST Z ORRREE & IR 38 W CRIER IS T D3 i4F &
ha.

4 [

1) Lok AS. Chronic hepatitis B. New Engl ] Med 2002;
346; 1682-3.

—1083—

o




—E K m -

2) Wursthorn K, Lutgehetmann M, Dandri M, et al.
Peginterferon alpha-2b plus adefovir induce strong
cccDNA decline and HBsAg reduction in patients with
chronic hepatitis B. Hepatology 2006; 44: 675-84.

3) Brunetto MR, Moriconi F, Bonino F, et al. Hepatitis B
virus surface antigen levels: a guide to sustained

- response to peginterferon alfa-2a in HBeAg-negative
chronic hepatitis B. Hepatology 2009; 49: 1141-50,

4) Chen CH, Lee CM, Wang JH, et al. Correlation of
quantitative assay of hepatitis B surface antigen and
HBV DNA levels in asymptomatic hepatitis B virus
carriers. Bur J Gastroenterol Hepatol 2004; 16: 1213~
8.

5) Deguchi M, Yamashita N, Kagita M, et al. Quantitation
of hepatitis B surface antigen by an automated
chemiluminescent microparticle immunoassay. J Virol
Methods 2004; 115: 217-22.

6) Matsubara N, Kusano O, Sugamata Y, et al. A novel
hepatitis B virus surface antigen immunoassay as
sensitive as hepatitis B virus nucleic acid testing in
detecting early infection. Transfusion 2009; 49: 585~
95.

7) Law JK, Ho JK, Hoskins PJ, et al. Fatal reactivation of
hepatitis B post-chemotherapy for lymphoma in a
hepatitis B surface antigen-negative, hepatitis B core
antibody-positive patient: potential implications for
future prophylaxis recommendations. Leuk Lymphoma
2005; 46: 1085-9,

—1084—

8) Fukushima N, Mizuta T, Tanaka M, et al
Retrospective and prospective studies of hepatitis B
virus reactivation in malignant lymphoma with occult
HBYV carrier. Ann Oncol 2009; 20: 2013-7.

9) Wu JM, Huang YH, Lee PC, et al. Fatal reactivation of
hepatitis B virus in a patient who was hepatitis B
surface antigen negative and core antibody positive
before receiving chemotherapy for non-Hodgkin
lymphoma. J Clin Gastroenterol 2009; 43: 496-8.

10) ¥/ 14, fRE 1§, W2 B, b, RIE0H - L
HRIC & D SBIES 5 B RUNFHRHR BEIMIE THES
DT - BEGEHE R I B3 AL PRSI 2
SRRBIT THEEZ SO T A b AR
DR OPEEAL BT 2528 ) ARG, Tk
2009; 50: 38-42.

11) Ly TD, Servant-Delmas A, Bagot S, et al. Sensitivities
of four new commercial hepatitis B virus surface
antigen (HBsAg) assays in detection of HBsAg mutant

. forms. J Clin Microbiol 2006; 44: 2321-6.

12) Carman WF. The clinical significance of surface
antigen variants of hepatitis B virus (Suppl 1. ] Viral
Hepat 1997; 4: 11-20.

13) Gerlich WH. Diagnostic problems caused by HBsAg
mutants-a consensus report of an expert meeting.
Intervirology 2004; 47: 310-3.

14) Coleman PF. Detecting hepatitis B surface antigen
mutants. Emerg Infect Dis 2006; 12: 198-203.

—-358-




Cancer Immunol Immunother (2010) 59:453-463
DOI 10.1007/s00262-009-0764-x

ORIGINATARTICHE

Natural Kkiller cell is a major producer of interferon y
that is critical for the IL-12-induced anti-tumor effect in mice

Akio Uemura - Tetsuo Takehara - Takuya Miyagi - Takahiro Suzuki -

Tomohide Tatsumi - Kazuyoshi Ohkawa - Tatsuya Kanto -

Naoki Hiramatsu - Norio Hayashi

Received: 12 February 2009/ Accepted: 24 August 2009/ Published online: 16 September 2009

© Springer-Verlag 2009

Abstract Although the anti-tumor effect of IL-12 is
mediated mostly by IFNy, which cell types most efficiently
produce IFNy and therefore initiate or promote the anti-
tumor effect of IL-12 has not been clearly determined. In
the present study, we demonstrated hydrodynamic injection
of the IL-12 gene led to prolonged IFNy production,
NK-cell activation and complete inhibition of liver
metastasis of CT-26 colon cancer cells in wild-type mice,
but not in IFNy knockout mice. NK cells expressed higher
levels of STAT4 and upon IL-12 administration displayed
stronger STAT4 phosphorylation and IFNy production than
non-NK cells. Adoptive transfer of wild-type NK cells into
IFNy knockout mice restored IL-12-induced IFNy pro-
duction, NK-cell activation and anti-tumor effect, whereas
transfer of the same number of wild-type non-NK cells did
not. In conclusion, NK cells are predominant producers of
IFNy that is critical for IL-12 anti-tumor therapy.
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IL-12 - NK
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Introduction

IL-12 is a 70-kDa heterodimer protein, composed of p35
and p40 subunits, mainly produced by antigen-presenting
cells. IL-12 was originally found as a “natural killer-
stimulating factor” and a “cytotoxic lymphocyte matura-
tion factor” [1, 2]. IL-12 has multi-potent effects, inducing
a Thl response, enhancing the CD8 T-cell response, acti-
vating natural killer cells and inducing production of IFNy
[3, 4]. Therapeutic use of IL-12, either using its recombi-
nant protein or gene, can induce an efficient anti-tumor
effect on primary or metastatic tumors in various murine
models and humans [5, 6].

Research has shown that IL-12 mediates anti-tumor
effects in a variety of ways. They include anti-proliferative
effects, anti-angiogenic effects [7, 8] and cytotoxic effects
of effector lymphocytes. A variety of effector cells has
been reported to be required for IL-12-mediated anti-tumor
effects: they include CD8 T cells [9], NKT cells [10], CD4
T cells [11] and NK cells [12]. The relative contribution
of these cells may differ among IL-12 doses and types of
tumor models [13]. Endogenous IFNy production is
required for most, if not all, of the anti-tumor effects of
IL-12 administration [14, 15]. IL-12 stimulates a variety of
immune cells, such as T cells [16], B cells [17] and NK
cells [18], to produce IFNy. However, which cell types are
most critical for producing IFNy during IL-12 therapy is
not clearly known.

In the present study, we used a murine. model of liver
metastasis of CT-26 colon cancer cells and found that NK
cells highly expressed the IL-12 signaling molecule
STAT4 and most efficiently produced IFNy. IFNy was
essential for the anti-tumor effect of IL-12, and NK-cell
production of IFNy sufficed to produce the full-blown anti-
tumor effects. These results demonstrated that NK cells
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serve not only as an effector but also as an important
mediator producing IFNy that is critical for the anti-tumor
effects of IL-12. '

Materials and methods
Mice

Specific pathogen-free female Balb/c mice were purchased
from Clea Japan, Inc (Tokyo, Japan). Rag2 knockout (Rag2
KO) mice with a Balb/c background were purchased from
Taconic (Germantown, NY). IFNy knockout (GKO) mice
with a Balb/c background were kindly provided by
Dr. Yoichiro Iwakura (Institute of Medical Science,
University of Tokyo). All mice used were at the age of 6 to
10 weeks. They were housed under conditions of con-
trolled temperature and light with free access to food and
water at the Institute of Experimental Animal Science,
Osaka University Graduate School of Medicine. All
animals received humane care, and the study protocol
complied with the institution’s guidelines.

Tumor models

Intra-splenic injection of tumor cells was used to establish
micro-disseminated liver tumors in mice [19]. CT-26 colon

cancer cells originating from Balb/c mice were maintained

in RPMI1620 supplemented with 10% FCS. Syngeneic
mice were anesthetized with pentobarbital and given a cut
on the left side flank. CT-26 cells (1 x 10°) were sus-
pended in 200 pl of PBS and injected into the spleen.

Injection of naked plasmid DNA

A plasmid coding the murine IL-12 gene, pCMV-IL-12,
was generously provided by Dr. M Watanabe (Labora-
tory of Experimental Immunology, Division of Basic
Sciences, National Cancer Institute-Frederick Cancer
Research and Development Center) [20]. Plasmid DNA
was prepared using an EndoFree plasmid system (Qia-
gen, Hilden, Germany,) according to the manufacturer’s
instructions. Hydrodynamic injection of plasmid DNA
was performed as previously described [21]. In brief,
25 pg of plasmid DNA was diluted with 2.0 ml of lac-
tated Ringer’s solution and injected into the tail vein,
using a syringe with a 26-gauge needle. DNA injection
was completed within 5 to 8 s.

ELISA

Blood samples were serially obtained from the venous
plexus in the retro-orbita under light anesthesia. The levels

@ Springer

of serum IL-12 p70, IFNy (BD Biosciences-Pharmingen,
San Diego, CA), IFNy-inducible protein 10 (IP-10) and
monokine induced by IFNy (MIG) (R&D Systems, Inc,
Minneapolis, MN) were measured using commercially
available ELISA kits in accordance with the manufac-
turer’s instructions.

Mononuclear cells

Mononuclear cells were isolated from the liver or spleen as
previously described. The NK activity of mononuclear
cells was assessed by a standard 4-h >'Cr-releasing assay
using Yacl cells as targets. In some experiments, mono-
nuclear cells were separated into DX5™ cells (NK cells)
and DX57 cells (non-NK cells) using the MACS system
(Miltenyi Biotec GmbH, Bergisch Gladbach, Germany).
The purity of the isolated NK-cell population was found to
be greater than 90% by FACS analysis.

Flow cytometric analysis

Liver mononuclear cells were isolated 2 days after pCMV-
IL-12 injection. Cytokine secretion was then blocked by
the addition of brefeldin A for 4 h. Next, liver mononuclear
cells were stained with FITC-conjugated anti-TCRf anti-
body and biotin-conjugated anti-CD49b antibody (DX35),
fixed and permeabilized with Cytofix/Cytoperm (BD Bio-
sciences), and stained with PE-conjugated anti-INFy anti-
body or corresponding isotype controls. Analysis was
performed using a FACSCalibur (Becton Dickinson), with
the resulting data analyzed using the CELLQuest program
(Becton Dickinson). NK cells were identified as DX5%/
TCRB™ lymphocytes, NKT cells as DX5"/TCRA* lym-
phocytes and T cells as DX5 /TCRB" lymphocytes.

Adoptive transfer

For adoptive transfer experiments, GKO mice were injec-
ted intravenously 1 day before plasmid DNA injection with
2.0 x 108 whole mononuclear cells or 4.0 x 10° NK cells,
or non-NK cells or whole mononuclear cells, all of which
had been harvested from wild-type mice that can produce
IFNy.

Western blotting

Mouse recombinant IL-12 was purchased from R&D
Systems, Inc (Minneapolis, MN). Mononuclear cells
were treated with or without IL-12. Whole cell lysate
was prepared from mononuclear cells from mice, and
20 pg of protein was separated by SDS-PAGE and
transferred to the PVDF membrane. The membrane was
stained with anti-STAT4 antibody (BD biosciences),
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anti-phospho-specific STAT4 (pY693) antibody (BD
biosciences), anti-STAT1 antibody (Cell Signaling), anti-
phospho-specific STAT1 antibody (Cell Signaling) and
visualized by chemiluminescence.

NK-cell depletion

For depletion of NK cells in vivo, anti-asialoGM1 antibody
(WAKO, Osaka, Japan) was intraperitoneally administered.
We determined the appropriate dosing to be 500 pg/mouse
(50 pl when dissolved according to the manufacturer’s
instructions) based on FACS analysis of hepatic mononu-
clear cells. The percentage of DX5"/TCRS™ cells (NK
cells) is 12.6 & 2.4% in IgG-injected liver, whereas it
decreased to 0.76 & 0.04% one day after anti-asialo GM1
antibody injection (V = 3/group). This effect remained at
-least 3 days after anti-asialo GM1 antibody injection. NKT
cells were less affected than NK cells, because 90% of
DX5"/TCRB" cells (NKT cells) still remained in the liver
after the treatment. Anti-asialoGM1 antibody was injected
1 day after tumor inoculation and then every 5 days. For
the control, the same amount of normal rabbit immuno-
globulin (DAKO, Copenhagen, Denmark) was intraperi-
toneally administered. ’

Histology

The formalin-fixed livers were paraffin-embedded, and
liver sections were analyzed by hematoxylin-eosin stain-
ing. Acetone-fixed fresh frozen liver sections were immu-
nostained with anti-mouse CD4 (H123.19), anti-mouse
CD8u (53-6.7) or anti-CD31 (390) monoclonal antibody
(all from BD Biosciences), using a VECSTAIN ABC kit
(Vector Laboratories, Burlingame, California, USA).

Statistics

Data are represented as mean & SD. Comparisons between
groups were analyzed by unpaired t-test with Welch’s
correction. p <0.05 was considered statistically
significant.

Results

Hydrodynamic injection of IL-12-expressing plasmid
led to prolonged production of IFNy

Hydrodynamics-based gene delivery into mice establishes
efficient foreign gene expression predominantly in the
liver, especially in hepatocytes. Serial measurement of
serum IL-12 demonstrated that pCMV-IL-12 injection led
to substantial IL-12 production on day 1. The levels of

serum IL-12 then rapidly declined (Fig. la). We also
measured IFNy production in serum, since IL-12 is known
to activate IFNy production. pCMV-IL-12 and, to a lesser
extent, pPCMV injection increased serum IFNy on day 1. In
contrast to the pCMYV injection group, high levels of serum
IFNy were maintained at later time points in the pPCMV-IL-
12 injection group (Fig. 1a). Thus, hydrodynamic injection
of pCMV-IL-12 led to prolonged production of IFNy,
Transient IFNy production followed by control plasmid
may be an indirect effect of liver injury caused by bolus
injection of saline or DNA injection.

IL-12 therapy induced NK activation
and anti-metastatic effects, both of which
are critically dependent on IFNy

To examine the biological effects of the produced IL-12,
we evaluated the NK activity of mononuclear cells from
the liver. pCMV-IL-12 injection, but not control pCMV
injection, increased Yacl lytic activity of hepatic mono-
nuclear cells (Fig. 1b). When GKO mice were injected
with pCMV-IL-12 or pCMYV, the hepatic mononuclear
cells did not display any lytic ability to Yacl cells, sug-
gesting that IL-12-mediated NK-cell activation required
IFNy.

To examine the anti-metastatic effect of IL-12, pCMV-
IL-12 or pCMV was injected into wild-type mice 2 days
after intrasplenic injection of CT-26 cells. At 14 days after
tumor injection, the mice were killed for evaluation of liver
tumor (Fig. 1c). While pCMV-injected mice displayed
huge liver tumors, pCMV-IL-12-injected mice did not
show any macroscopic or microscopic tumor (Fig. 1d).
Liver weight was significantly higher in pCMV-injected
mice than pCMV-IL-12-injected mice, reflecting liver
tumor formation. To examine the involvement of IFNy in
the IL-12-induced anti-tumor effect, we injected pCMV or
pCMV-IL-12 into GKO mice 2 days after CT-26 injection.
At 14 days after CT-26 injection, both groups showed
similar degrees of tumor formation and there was no sig-
nificant difference in liver weight between the two. This
indicated that IL-12-induced anti-metastatic effect was
strictly dependent on IFNy.

NK cells were the most potent producer of IFNy during
IL-12 therapy

To evaluate which cell types most efficiently produced
IFNy, we isolated hepatic mononuclear cells from mice
2 days after plasmid injection and then stained cell surface
TCRp and DX5 as well as intracellular IFNy (Fig. 2).
TCRB/DX5T NK cells, TCRAT/DX5" NKT cells and
TCRBT/MDX5~ T cells from pCMV-IL-12-injected mice
showed significant levels of IFNy production compared
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Fig. 1 Effects of hydrodynamic injection of IL-12-encoding plasmid. » A sgp

a Wild-type mice were hydrodynamically injected with either pCMV-
IL-12 (hatched bars) or pPCMV (closed bars) and bled at the indicated
time points to measure the levels of serum IL-12 and IFNy. Results
are indicated as mean and SD (n = 6/group). b NK-cell activation
after IL-12 administration. Hepatic mononuclear cells were isolated
from wild-type mice (leff) or GKO mice (right) which had been
injected with pCMV-IL-12 (closed squares) or pCMV (closed
diamonds) 4 days earlier. Yacl lytic ability was measured by a
standard *!Cr-release assay at the indicated effector and target ratios
(E/T ratio). All experiments were performed at least 3 times and
representative data are shown. ¢ and d Anti-metastatic effects of
IL-12 therapy. Wild-type mice (leff) or GKO mice (right) were
intrasplenically injected with CT-26 cells and, 2 days later, hydro-
dynamically injected with either pPCMV-IL-12 or pCMV. At 14 days
after the plasmid injection, the mice were killed to examine liver
tumor development. ¢ Data are indicated as mean and SD of the liver
weight at the top (n = 6/group) and a representative picture of the
liver in each group is shown at the bottom. *p < 0.001. d Represen-
tative histology of liver sections

with those from naive mice or pCMV-injected mice. The
levels of IFNy production were highest in NK cells among
those cells. Even at a later time point, 7 days after plasmid
injection, NK cells were found to produce the highest
levels of IFNy (data not shown).

IL-12-induced STAT4 signaling and IFNYy production
increased in NK cells

IL-12 activates Janus kinases Tyk2 and Jak2, STAT4 as
well as other STATSs. To examine the activation of STAT1
and STAT4, we isolated splenocytes from wild-type mice
and GKO mice and stimulated them with IL-12 and/or
IFNy in the presence or absence of anti-IFNy Ab (Fig. 3a).
IL-12 led to phosphorylation of both STAT1 and STAT4 in
wild-type splenocytes. In contrast, the same treatment led
to phosphorylation of STAT4, but not of STAT1, in GKO
splenocytes. Addition of IFNy restored STAT1 phosphor-
ylation in GKO splenocytes. Furthermore, adding anti-
IFNy inhibited STAT1 phosphorylation in wild-type cells.
These findings demonstrated that phosphorylation of
STAT4 is a direct effect of IL-12 but phosphorylation of
STAT1 is indirect, via an autocrine or paracrine IFNy-
dependent manner.

To examine STAT1 and STAT4 activation and IFNy
production in NK cells and non-NK cells, we prepared
whole mononuclear cells as well as NK and non-NK
populations from wild-type spleens and stimulated the cells
with IL-12 (Fig. 3b). NK cells expressed higher levels of
STAT4 than non-NK cells. Upon IL-12 treatment, STAT4
was rapidly phosphorylated in NK cells, but to a lesser
extent in non-NK cells. In contrast, NK cells expressed
lesser levels of STAT1 than non-NK cells. STAT1 was
similarly phosphorylated in NK cells and non-NK cells
upon IL-12 treatment. Both NK cells and non-NK cells
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produced significant levels of IFNy, but the levels were
much higher in NK cells than non-NK cells (Fig. 3c).
These results indicated that compared with non-NK cells,
NK cells possessed higher levels of STAT4, a direct sig-
naling molecule of IL-12, and produced higher levels of
IFNy than non-NK cells.

NK cells were sufficient for IL-12-mediated anti-tumor
effects

The above observation indicated that NK cells are a pre-
dominant producer of IFNy, which was critical for the
IL-12-induced anti-tumor effects. To examine whether NK
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Fig. 2 IFNy expression of mononuclear cells after IL-12 adminis-
tration. Wild-type mice were injected with pCMV-IL-12 or pCMV, or
were untreated (naive). Mononuclear cells were isolated from the
liver 2 days after plasmid injection and stained with anti-TCRf mAb,
anti-DX5 mAb and anti-IFNy mAb. Closed histograms show the IFNy
expression in the gated populations (TCRA/DX5™ cells for NK cells,
TCRB*/DX5" cells for NKT cells and TCRAT/DX5™ cells for T
cells). Isotype control stainings are shown by open histograms.
Numbers in histograms represent averages = SD of percentages of
positive cells (n = 3 mice/group). *p < 0.0001 vs. mock in NK
populations. **p < 0.05 vs. mock in each population

cells are sufficient for the anti-metastatic effects of IL-12,
we examined the anti-metastatic effect in Rag2 KO mice
which lack T cells, B cells and NKT cells. pCMV-IL-12
injection enhanced the Yacl lytic ability of hepatic
mononuclear cells in Rag2 KO mice higher than in wild-
type mice (Fig. 4a). To examine whether NK cells are
sufficient for IL-12-mediated rejection of hepatic metas-
tasis, we injected pPCMV-IL-12 or pCMV into mice that
had been intra-splenically injected with CT-26 cells 2 days
earlier. Serum IFNy levels of Rag2 KO mice were about
4 times higher than those of wild-type mice (Fig. 4b).
pCMV-IL-12 completely suppressed hepatic metastasis in
Rag2 KO mice (Fig. 4c).

Adoptive transfer of wild-type NK cells into GKO mice
restored the anti-tumor effects of IL-12

Since NK cells were sufficient for producing IL-12-induced
anti-tumor effects, we postulated that their production of
IFNy may play an important role in these effects. To test
this, we performed adoptive transfer experiments with
GKO mice. First, whole mononuclear cells isolated from
the spleens of wild-type mice (2.0 x 10° cells) were
adoptively transferred to GKO mice 1 day before plasmid
injection. pCMV-IL-12 injection increased Yacl lytic
activity of hepatic mononuclear cells in the adoptively
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Fig. 3 STAT signaling and IFNy production of mononuclear cells
in vitro treated with IL-12. a STAT1 and STAT4 activation of
splenocytes in vitro treated with IL-12. Splenocytes were isolated
from wild-type mice or GKO mice and treated with or without
recombinant IL-12 (20 ng/mL) in the presence or absence of
recombinant IFNy (500 ng/mL) or anti- IFNy antibody (20 pg/mL)
for 24 h. Cellular lysates were analyzed by Western blot for the
expression of phospho-STAT1, phospho-STAT4 and S-actin. b and ¢
STATs expression and signaling of NK cells and non-NK cells.
Splenocytes were isolated from wild-type mice. Whole splenocytes
were further purified into DX5% cells and DX5™ cells. Each cell
population was cultured with recombinant IL-12 (20 ng/mL) for the
indicated times. b The cells were lysed to examine expression of
whole STAT and phospho-STAT by Western blot. ¢ The levels of
IFNy in the culture supernatant at 24 h were determined by ELISA.
Data are expressed as mean and SD (n = 3)

transferred group, but not in the untreated group (Fig. 5a).
pCMV-IL-12 induced significant increase in serum IFNy
levels 4 days after plasmid injection in the adoptive
transferred group, but not in the other groups (Fig. 5b). The
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Fig. 4 Anti-tumor effects of IL-12 in Rag2 KO mice. Serum IFNy
levels and NK-cell activation. Wild-type or Rag2 KO mice were
hydrodynamically injected with either pCMV-IL-12 or pCMV and
killed at 4 days. a Yac1 Iytic ability of hepatic mononuclear cells was
determined by Cr releasing assay as the indicated effector and target
ratios (E/T ratio). Experiments were done 2 times and representative
data are shown. b The levels of serum IFNy were determined by

anti-metastatic effect of IL-12 was restored in GKO mice
when whole mononuclear cells from wild-type mice were
adoptively transferred (Fig. 5c).

To evaluate the contribution of IFNy production from
each subset of mononuclear cells to the anti-metastatic
effect of IL-12, we adoptively transferred the same number
of whole mononuclear cells, NK cells or non-NK cells
from wild-type mice (4.0 x 10°cells) 1 day before
pCMV-IL-12 injection and analyzed liver tumor formation.
Only in the NK-cell-transferred group, pCMV-IL-12
injection induced NK cytolytic ability in the liver and IFNy
elevation in serum 4 days after plasmid injection, but not in
the other groups (Fig. 5d, e). No liver tumor formed in the
NK-cell-transferred group. In contrast, livers in other
groups had massive tumors, and the liver weights were
significantly heavier than those in the NK-cell-transferred
group (Fig. 5f). These results clearly demonstrated
the strong impact of IFNy produced from NK cells on
IL-12-induced anti-tumor effects compared with that from
non-NK cells.
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ELISA. Data are expressed as mean and SD (n = 7/group).
*p < 0.0001. ¢ Anti-metastatic effect. Rag2 KO mice were intrasple-
nically injected with CT-26 cells and, 2 days later, hydrodynamically
injected with either pCMV-IL-12 or pCMV. Fourteen days after
plasmid injection, mice were killed to examine tumor development in
the liver. The numbers of hepatic tumors in each group are expressed
as mean and SD (n = 7/group). ND not detectable

Anti-tumor effects of IL-12 deteriorated slightly
in mice depleted of NK cells

To examine the involvement of NK cells in the tumor
deletion by IL-12 therapy, we induced depletion of NK
cells by repeatedly injecting anti-asialoGM1 antibody. The
cytolytic ability of NK cells was completely abolished in
the anti-asialoGM1 antibody-injected group (Fig. 6a).
Serum IFNy induction by IL-12 in the NK depletion group
was about half of that in the control immunoglobulin
injected group (Fig. 6b). Unexpectedly, pCMV-IL-12
injection inhibited macroscopic liver metastasis of CT-26
cells in NK cell-depleted mice (Fig. 6c). However, a
number of microscopic tumor regions were observed after
IL-12 therapy in NK cell-depleted mice but not in control
IgG-injected mice (Fig. 6d). This finding indicated that NK
cells are required for a full-blown IL-12 anti-tumor effect,
but IL-12's anti-tumor effect was still observed even if the
NK cells were knocked down. To examine the underlying
mechanisms of anti-tumor effect in NK cell-depleted mice,
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Fig. 5 Adoptive transfer of wild-type cells into GKO mice. Adoptive
transfer of wild-type splenocytes restored anti-tumor effects of IL-12 in
GKO mice. a GKO mice were intravenously injected with or without
2.0 x 108 splenocytes from wild-type mice and, 1 day later, hydrody-
namically injected with either pCMV-IL-12 or pCMV. Mice were killed
4 days after plasmid injection. Yac1 lytic ability of hepatic mononuclear
cells was expressed as the indicated effector and target ratios (E/T ratio).
Experiments were done 3 times and representative data are shown. b and
¢ GKO mice were intrasplenically injected with CT-26 cells and, 1 day
later, intravenously injected with or without 2.0 x 10® splenocytes from
wild-type mice. Two days after CT-26 injection, mice were hydrody-
namically injected with either pCMV-IL-12 or pCMV. b The levels of
serum IFNy 4 days after plasmid injection are expressed as mean and SD
(n = 6/group). ¢ Fourteen days after plasmid injection, mice were killed
to examine liver tumor development by measuring liver weight. The
results are indicated as mean and SD (n = 6/group). ND not detectable.
*p < 0.01. Adoptive transfer of wild-type NK cells, but not non-NK cells,
restored anti-tumor effects of IL-12 in GKO mice. d Wild-type
splenocytes were purified into DX5 cells and DX5™ cells. GKO mice
were intravenously injected with 4.0 x 10° whole mononuclear cells or
DX5™ cells or DX5™ cells and, 1 day later, hydrodynamically injected
with either pCMV-IL-12 or pCMV. Mice were killed 4 days after
hydrodynamic injection. Yacl lytic ability of hepatic mononuclear cells
is expressed as the indicated effector and target ratios (E/T ratio).
Experiments were done 3 times and representative data are shown. e and
f GKO mice were intrasplenically injected with CT-26 cells and, 1 day
later, intravenously injected with whole mononuclear cells, DX5™ cells or
DX5 cells (4.0 x 10%mouse). Two days after CT-26 injection, mice
were hydrodynamically injected with either pCMV-IL-12 or pCMV.
e The levels of serum IFNy are expressed as mean and SD (n = 6/group).
f Fourteen days after plasmid injection, mice were killed to examine liver
tumor development by measuring liver weight. The results are expressed
as mean and SD (n = 6/group). ND not detectable. *p < 0.001

serum levels of IP-10 and MIG, chemokines downstream
of IFNy, were measured after IL-12 therapy (Fig. 6e).
pCMV-IL-12-injected mice showed significant increase in
both levels compared with pCMV-injected mice. Signifi-
cant increase after pCMV-IL-12 injection was also found
in NK cell-depleted mice, but not in GKO mice. This result
suggests that production of these chemokines was not
completely suppressed in NK cell-depleted mice in our
experimental condition. Immunohistochemical analysis
revealed that tumoral accumulation of CD4-positive cells
and CD8-positive cells was observed in pCMV-IL-12-
injected mice but not in pPCMV-injected mice. On the other
hand, similar levels of CD31 expression were observed in
tumors of pCMV-injected mice and pCMV-IL-12-injected
mice (Fig. 6d). These results suggest that IL-12’s anti-
tumor effects might be mediated by T-cell accumulating in
the tumor rather than anti-angiogenesis.

Discussion

IL-12 is recognized as a master regulator of adaptive type
1, cell-mediated immunity. One major action of IL-12 is its
induction of other cytokines, particularly IFNy. A large
amount of evidence has indicated that IL-12 administration
leads to IFNy production from a variety of immune cells,
such as T cells [16], B cells [17], NK cells [18] and NKT
cells [22]. The relative impact of each immune cell as the
source of IFNy has been controversial. The present study
highlighted NK cells as a most efficient producer of IFNy
that is critical for IL-12-induced anti-tumor effects.

Flow cytometric analysis revealed higher in vivo pro-
duction of TFNy of NK cells than that of other cell types.
The levels of serum IFNy were around fourfold higher in
Rag2 KO mice which only possess NK cells than in wild-
type mice. On the other hand, NK-cell depletion in wild-
type mice led to twofold reduction of serum IFNy levels.
These data indicate substantial contribution of NK cells in
IFNy production in vivo. Previous research has demon-
strated that the specific cellular effects of IL-12 are due
mainly to activation of STAT4 [23, 24]. IL-12-induced
STAT4 phosphorylation leads to the production of IFNy
[25]. In agreement with these reports, our in vitro analysis
showed that, in contrast to STAT1, STAT4 was directly
phosphorylated upon IL-12 stimulation, being independent
of IFNy. Of interest is the finding that NK cells express
higher levels of STAT4 than non-NK cells, suggesting that
NK cells possess an ideal expression profile of STATSs for
producing IFNy upon IL-12 stimulation. Indeed, in vitro
analysis revealed that NK cells, upon IL-12 exposure,
displayed higher levels of IFNy production as well as
STAT4 phosphorylation than non-NK cells. These in vitro
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Fig. 6 Anti-tumor effects of IL-12 in NK-cell-depleted mice. Serum
IFNy levels and NK-cell activation. Wild-type mice were intraper-
itoneally injected with either anti-asialoGM1 antibody (ASGM1) or
control IgG, and, 1 day later hydrodynamically injected with either
pCMV-IL-12 or pCMV. Mice were killed 4 days after plasmid
injection. a Yacl lytic ability of hepatic mononuclear cells is
expressed as the indicated effector and target ratios (E/T ratio).
Experiments were done 2 times and representative data are shown.
b The levels of serum IFNy are expressed as mean and SD (n = 6/
group). ND not detectable. *p < 0.005. Anti-metastatic effects. Wild-
type mice were intrasplenically injected with CT-26 cells and, 1 day
later and then every 5 days, intraperitoneally injected with either anti-
asialoGM1 antibody (ASGMI) or control IgG, and hydrodynamically
injected with either pCMV-IL-12 or pCMV 2 days after CT-26

data are consistent with the in vivo observation that NK
cells are efficient producers of IFNy during IL-12 therapy.

Many studies have demonstrated that IFNy production is
required for the anti-tumor effects of IL-12 [14, 26, 27]. In
fact, we have demonstrated that deletion of IFNy abolished
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injection. Fourteen days after plasmid injection, mice were killed to
examine liver tumor development by measuring liver weight. ¢ The
results are indicated as mean and SD (n = 6/group). *p < 0.001.
d Representative histology of liver sections analyzed by hematoxylin-
eosin staining and immunohistochemistry of CD4, CD8 and CD31.
e Serum levels of IP-10 and MIG. Wild-type or GKO mice were
hydrodynamically injected with either pCMV-IL-12 or pCMV. Wild-
type mice were intraperitoneally injected with either anti-asialoGM1
antibody (ASGM1) or control IgG, and 1 day later hydrodynamically
injected with either pCMV-IL-12 or pCMV. Four days later, each
mice were bled to measure the levels of serum IP-10 and MIG.
Results are expressed as mean and SD (n = 6/group). ND not
detectable. *p < 0.001

NK cytotoxicity and the anti-metastatic effect of IL-12

- therapy in the liver. A large amount of evidence supports

the concept that a major action of IL-12 is to promote the
differentiation of naive CD4 + T cells into Thl cells,
which produce IFNy. Previous research reported that CD4
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T-cell depletion caused inhibition of anti-tumor effects.
More recent studies have supported a critical role of IFNy
as a third signal for CD8 T-cell differentiation. There have
been many reports focusing on IFNy production from T
cells induced by IL-12 for the anti-tumor effect of IL-12
[28]. Segal et al. performed an elegant study showing a
critical role of T-cell production of IFNy in the anti-tumor
effect by adoptively transferring T cells into GKO mice in
a subcutaneous tumor model [29]. However, apart from this
study, little is known about the contribution of each
immune cell as a producer of IFNy in terms of an anti-
tumor effect. In our model, T-cell mediated adaptive
responses were not required for the anti-metastatic effect of
IL-12. More importantly, the anti-metastatic effects. of
IL-12 were restored in GKO mice by an adoptive transfer
of wild-type NK cells. The same number of non-NK cells
could not provoke IL-12-induced anti-tumor effects in
GKO mice. The present study demonstrated for the first
time a potent effect of NK cells ‘on producing IFNy that
was critical for anti-metastatic effect during IL.-12 therapy.

Our study showed that the main IFNy producer of IL-12
was NK cells. So we focused on NK cells which were
activated by IL-12 in an IFNy-dependent manner to
examine the cellular mechanism of protection against
hepatic metastasis. Many studies have shown the impor-
tance of each subset (NK- [12], NKT- [10] and T [9, 30]
cells) for anti-tumor effects of IL-12. In the present study,
NK cells were sufficient while T cells, B cells, NKT cells
were dispensable for IL-12-mediated NK-cell activation
and anti-metastatic effects as IL-12 therapy showed Yacl
lytic ability and antimetastatic effects in Rag2 KO mice.
On the other hand, NK-cell depletion by a repeated injec-
tion of anti-aialoGM1 antibody protected wild-type mice
from macroscopic liver metastasis, but did not from
microscopic liver metastasis. Thus, although NK cells were
required for a full-blown IL-12 anti-tumor effect, other
anti-tumor pathways are activated by IL-12 in the absence
of NK cells. Serum levels of IP-10 and MIG suggest that
production of these chemokines downstream of IFNy was
not suppressed in NK-cell-depleted mice in our experi-
mental condition. When compared with the experiment on
GKO mice, accumulation of CD4-positive cells and CD8-
positive cells were more evident in NK-cell-depleted mice
than in GKO mice (Supplementary Figure). On the other
hand, there was no remarkable difference in the expression
of CD31 between pCMV injection and pCMV-IL-12
injection. These results suggested that in NK-cell-depleted
mice IL-12 may exert anti-tumor effect via T-cell accu-
mulation rather than anti-angiogenesis.

Since the liver contains an abundance of immune cells
(especially NK cells) [31], the cytokine-mediated activa-
tion of these cells may be a promising approach toward
anti-tumor therapy in this organ [32]. IL-12 is a cytokine

known to elicit a potent anti-tumor effect in mouse
experimental models. However, clinical trials attempted to
date were interrupted by fatal adverse effects. Systemic
IL-12 therapy has been associated with dose-limiting tox-
icity [33]. IL-12 induces activation of the pro-inflammatory
pathway which causes the complications of high dose
cytokine, independent of the action of IFNy [34]. On the
other hand, the levels of immunosuppressive cytokine, for
example, TGF-$1 or IL-10 were significantly higher in
patients with hepatocellular cancer and colon cancer [35—
38]. In particular, TGF-f1 in serum can limit NK-cell IFNy
production [39]. Thus, in patients with advanced disease,
IL-12 may not be able to exert its potent anti-tumor
immune-effects because IFNy, which is an important
mediator of the IL-12-induced immune response, is less
effective in a tumor environment. In the present study, we
demonstrated that NK-cell IFNy production induced by
IL-12 was sufficient for the anti-metastatic effect of IL-12
in the liver. Thus, a strategy of efficiently producing IFNy
from NK cells may be important for avoiding toxicity of
IL-12 therapy.

IL-12 gene therapy has an advantage to allow local
production of the cytokine at the tumor sites with low
serum concentration. Studies demonstrated that intratu-
moral administration of adenovirus encoding IL-12 to
animals with different types of carcinoma caused complete
tumor eradication and increased long-term survival [40,
41]. Moreover, injection of IL-12-encoding adenovirus in
one nodule of liver tumor resulted in regression of distant
nodules in the liver [41]. However, in a clinical trial anti-
tumor activity of IL-12-encoding adenovirus was only
observed in the injected tumor sites, but not in distant
tumors [42]. The present study shed light on hydrodynamic
transfection of hepatocytes as a promising strategy to
eradicate disseminated tumors from whole liver.

In summary, NK cells are not just an effector for innate
immunity but a mediator producing IFNy that is critical for
the IL-12 anti-tumor effects. Extremely higher expression
of STAT4 may be a basis for efficient production of IFNy
from NK cells.
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Abstract

Background Invariant natural killer T (iNKT) cells have
been suggested to play critical roles in a wide range
of immune responses by acting in a proinflammatory or
anti-inflammatory manner. Nonalcoholic steatohepatitis
(NASH) is a chronic liver disease progressing to advanced
cirrhosis and hepatocellular carcinoma. Despite the abun-
dance of iNKT cells in the liver, their role in the patho-
genesis of NASH remains obscure. Here, we investigated
their role in the development of diet-induced steatosis/
steatohepatitis.

Methods We used BALB/c wild-type mice and Jol8-
deficient (KO) mice lacking iNKT cells fed either a

normal diet or a high-fat diet (HFD). The liver and blood"

were collected from these mice to examine liver
inflammation, steatosis, and fibrosis at the indicated time
points.
Results KO mice fed the HFD, compared with control
mice fed the HFD, exhibited a clearly higher serum
alanine aminotransferase level and a greater number of
hepatic inflammatory foci, although there was no sig-
nificant difference in hepatic lipid retention between
these groups of mice. The HFD enhanced hepatic mes-
senger RNA expression of inflammatory cytokines and
chemokines in KO but not in control mice. The HFD
also increased the proportion of hepatic CD4 T cells and
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CD8 T cells that composed hepatic inflammatory foci in
KO mice, but not in the controls. Prolonged feeding with
the HFD augmented liver fibrosis in KO but not in
control mice.

Conclusions These findings indicate that iNKT cells play
a protective role against liver inflammation progressing to
fibrosis, but not against steatosis, enhanced by dietary
excess fat, suggesting a key role of these cells in NASH
pathogenesis.

Keywords iNKT cells - Nonalcoholic fatty liver disease -
Nonalcoholic steatohepatitis - Cytokine - Chemokine

Abbreviations
NAFLD Nonalcoholic fatty liver disease

NASH Nonalcoholic steatohepatitis

iNKT Invariant natural killer T

NK Natural killer

TCR T cell receptor

Th T helper

IFN Interferon

IL Interleukin

WT Wild type

ND Normal diet

HFD High-fat diet

KO Jo18-deficient

ALT Alanine aminotransferase

RT-PCR Reverse transcription polymerase chain
reaction

H&E Hematoxylin—eosin

SEM Standard error of the mean

TNF Tumor necrosis factor

CCL Chemokine (C-C motif) ligand

CXCL Chemokine (C-X-C motif) ligand
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Introduction

Nonalcoholic fatty liver disease (NAFLD) is a spectrum of
liver disorders ranging from nonalcoholic steatosis to
nonalcoholic steatohepatitis (NASH), which can develop to
progressive disease including advanced liver fibrosis and
hepatocellular carcinoma [1, 2]. Prolonged overnutrition
causes accumulation of free fatty acid and triglycerides
within the liver, which is referred to as steatosis. Simple
steatosis leads to a predisposition for steatohepatitis, which
exhibits inflammatory cell accumulation and fibrosis in the
liver in addition to the steatosis [1, 2]. To transform from
steatosis to steatohepatitis, several key biological responses
such as oxidative stress, mitochondrial dysfunction, endo-
plasmic reticulum stress, and abnormal cytokine properties
have been reported to be required [1-4]. However, the
immunological aspect, in particular, that is involved in the
development of steatosis/steatohepatitis remains to be fully
elucidated.

‘Invariant natural killer T (iNKT) cells are characterized
by the expression of surface markers of natural killer (NK)
cells together with a single invariant T cell receptor (TCR)
encoded by Va14-Jo18 in mice and Vu24-J18 in humans
[5]. These cells are included within the population of T
cells expressing NK cell markers, also known as NKT cells
[5, 6]. iNKT cells recognize glycolipid antigens presented
in association with the major histocompatibility complex
class Ib molecule CD1d [5], which is expressed on a
variety of cells including dendritic cells, B cells, and
stellate cells, as well as hepatocytes in the liver [5, 7, 8].
Following the recognition of antigens via TCR, iNKT cells
have the ability to produce the T-helper (Th) 1 cytokine,
interferon (IFN)-y, and the Th2 cytokines, interleukin (IL)-
4, -5, and -13, modulating subsequent immune responses
[5, 6, 9]. These cells have been shown to play a proin-
flammatory role in some immune responses and an anti-
inflammatory role in other immune responses [5, 6, 9].
iNKT cells most frequently reside in the liver in mice [10,
11]. Although humans appear to have proportionally fewer
iNKT cells than mice, human iNKT cells also preferen-
tially reside in the liver [12, 13]. Several lines of evidence
indicate that the number of NKT cells is dysregulated in the
development of NAFLD. Hepatic iNKT cells or NK1.1+
CD3+/TCRf+ NKT cells, for instance, have been reported
to decrease with the development of steatosis in wild-type
(WT) as well as leptin-deficient ob/ob mice [14-17]. A
reduced level of peripheral Va24+ NKT cells has been
associated with human NAFLD [18]. On the other hand,
CD56+ CD3+ NKT cells have been recently reported to
be increased in the livers of patients with NAFLD [19].
Also, the adoptive transfer of NK1.14+ CD3+ NKT cells
has been shown to alleviate hepatic steatosis in ob/ob mice
[20]. However, the precise role of NKT cells in the
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pathogenesis of NAFLD has not been investigated in the
presence of a deficiency of these cells.

In the present study, we used iNKT cell-deficient as well
as WT mice fed either a normal diet (ND) or a high-fat diet
(HFD), and examined the role of these cells in the devel-
opment of HFD-induced steatosis/steatohepatitis. We
found that the lack of iNKT cells, together with the HFD,
led to liver inflammation, which was characterized by the
enhanced gene expression of inflammatory cytokines and
chemokines and by T cell accumulation. We also found
that prolonged liver inflammation in the absence of iNKT
cells developed to liver fibrosis which was strongly
enhanced by the HFD. This study delineated an immuno-
regulatory function of iNKT cells and their key role against
liver inflammation progressing to fibrosis exacerbated by
an HFD, which might represent a clinical aspect of human
progressive NAFLD.

Materials and methods
Animals and animal care

Specific pathogen-free BALB/c WT mice were purchased
from CLEA Japan (Tokyo, Japan) as needed. Breeding
pairs of BALB/c Ja:18-deficient (KO) mice [21, 22] were
provided by Drs. Masaru Taniguchi and Ken-ichiro Seino
(RIKEN, Yokohama, Japan). The KO mice were confirmed
to have no iNKT cells by the use of mouse-CD1d tetramers
loaded with o-galactosylceramide in the flow cytometry
procedure described below (data not shown). These mice
were kept in isolation facilities at the Institute of Experi-
mental Animal Science, Osaka University. They were
housed in groups of five in filter cages and were maintained
in a temperature-controlled, specific-pathogen-free room
on 12-h light and dark cycles with ad libitum access to
water and diet as indicated.

Experimental protocol

Male mice used in the experiments were fed an irradiated
HFD consisting of 56.7% of the calories from fat (HFD32;
CLEA Japan) or an irradiated ND consisting of 14% of the
calories from fat (CRF-1; Oriental Yeast, Osaka, Japan),
starting from when the mice were 6-8 weeks old. In pre-
liminary experiments, we monitored the body weight of the
WT mice and KO mice fed the ND or HFD every 2 weeks
after the initiation of feeding, because a gain of body
weight usually parallels the level of hepatic steatosis as
well as obesity. We did not observe a gain of body weight
of more than 25% until 4 weeks after the initiation of
feeding. In mice fed the HFD, the body weight gain
reached a plateau around 14-16 weeks after the initiation
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of feeding. These observations led us to set the time point
for estimating liver steatosis and injury and inflammation
or liver fibrosis during the course of feeding at week 5 or
week 15, respectively. At the end of the indicated periods,
the mice were weighed and anesthetized with pentobarbital
sodium, and then their abdomens were opened. Following
blood sampling via the inferior caval vein, the portal vein
and inferior caval vein were cut to enable blood outflow
and then the liver was removed, weighed, and processed
for further analyses. All animal experimental protocols
were approved by the Institute of Experimental Animal
Science, Osaka University. To evaluate the levels of liver
injury, serum alanine aminotransferase (ALT) activities
were measured as previously described [23]. To determine
the levels of steatosis, total lipids were extracted from the
liver and then triglyceride content was measured as pre-
viously described [24].

Flow cytometric analysis

Liver mononuclear cell populations were prepared as
previously described [11, 23]. Cell surface staining of the
prepared cells was performed as described [11, 23], using
the following antibodies or tetramers: fluorescein iso-
thiocyanate-conjugated anti-CD49b (DX5), phycoerythrin-
conjugated anti-CD4 (H129.19), peridinin chlorophyll
protein-conjugated anti-CD8« (53-6.7), and allophycocya-
nin-conjugated anti-TCRf (H57-597) monoclonal anti-
body, or fluorescein isothiocyanate-conjugated anti-TCRJ,
phycoerythrin-conjugated anti-CD4, peridinin chlorophyll
protein-conjugated anti-CD45R/B220 (RA3-6B2) mono-
clonal antibody, and allophycocyanin-conjugated mouse-
CD1d tetramers loaded with «-galactosylceramide. All
antibodies were purchased from BD Biosciences (San Jose,
CA, USA). Mouse CDI1d tetramer was obtained from
Proimmune (Oxford, UK) and the loading with «-galac-
tosylceramide was performed following the manufacturer’s
protocol. The stained cells were analyzed with a FACScan
(Becton Dickinson, Mountain View, CA, USA), and the
data were processed using the CELLQuest program
(Becton Dickinson). iNKT cells were detected on elec-
tronically gated CD45R/B220- TCRf+ CDIld-tetramer-
reactive cells.

RNA isolation and analysis

Total RNA was isolated from frozen liver tissues by using
an RNeasy kit (QIAGEN, Hilden, Germany) following the
manufacturer’s protocol. Complementary DNA was syn-
thesized from isolated RNA using SuperScript III and
random hexamer (Invitrogen, Carlsbad, CA, USA). Real-
time reverse transcription polymerase chain reaction (RT-
PCR) analysis was performed using TagMan Gene

Expression Assays (Applied Biosystems, Foster City, CA,
USA) normalized to beta-actin.

Histological evaluation

The removed liver was partly fixed in 10% formalin for
staining with hematoxylin—eosin (H&E), Sirius-Red, or
Oil-red-O, or it was immediately embedded in Tissue-Tek
OCT compound (Sakura Finetechnical, Tokyo, Japan) and
frozen in liquid nitrogen for immunohistochemical stain-
ing. Sirius-Red staining was performed to assess liver
fibrosis, which was quantified by the extent of the area,
using image-analysis software, WinROOF (Mitani, Fukui,
Japan). Intracellular lipid was stained with Oil-red-O. To
evaluate the infiltration of CD4+4- cells or CD8+ cells into
the liver, acetone-fixed fresh-frozen tissue sections were
immunostained with anti-mouse CD4 (H129.19) or anti-
mouse CD8a (53-6.7) monoclonal antibody, respectively,
using a VECTASTAIN ABC kit (Vector Laboratories,
Burlingame, CA, USA) following the manufacturer’s pro-
tocol. The sections were developed with diaminobenzidine
(DAB) substrate (Vector Laboratories) and then counter-
stained with hematoxylin. Antibody against CD4 or CD8
was purchased from BD Biosciences.

Statistical analysis

The statistical significance of differences between two groups
was determined by applying the Mann—Whitney U-test.
Statistical significance was defined as P < 0.05. All data are
shown as mean = standard error of the mean (SEM).

Results

Lipid accumulation in the liver induced
by the HFD was independent of the presence
or absence of iNKT cells

To investigate the role of iNKT cells in the development of
diet-induced steatosis/steatohepatitis, we fed the ND or
HFD to WT and KO mice for 5 weeks. The HFD increased
the body weight by around 30% at week 5 in both WT
and KO mice, while the ND increased it by around 14%
(HFD-fed WT mice 31.6 + 2.4%, HFD-fed KO mice
29.7 £ 5.6%, ND-fed WT mice 15.5 & 0.6%, ND-fed KO
mice 13.5 £ 1.1%; n = 5). The weight gains with the HFD
or ND were not significantly different between WT and KO
mice. Evaluation of the liver weight at week 5 showed that
the HFD-fed WT or KO mice possessed significantly
heavier livers than the ND-fed WT or KO mice, respec-
tively, without any significant differences between the WT
and KO mice (HFD-fed WT mice 1.95 £ 0.06 g, HFD-fed
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KO mice 1.89 £ 0.07 g, ND-fed WT mice 1.52 & 0.04 g,
ND-fed KO mice 1.50 £+ 0.06 g; n = 5).

We next performed Oil-red-O staining of liver sections
from the mice to examine whether the absence of iNKT
cells would affect the HFD-induced lipid accumulation in
the liver. The staining showed that the HFD, compared
with the ND, induced marked lipid retention in hepatocytes
in both WT and KO mice (Fig. 1a). Evaluation of the liver
triglyceride level demonstrated that the HFD, compared
with the ND, clearly induced triglyceride accumulation in
the livers of both WT and KO mice, without a significant
difference between these groups of mice (Fig. 1b).

60 =
T

50 1

30 7

Liver Triglyceride (mg/g liver)
S
o

ND HFD ND HFD
WT KO

Fig. 1 Lipid accumulation in the liver induced by high-fat diet
(HFD). Livers were obtained from BALB/c wild-type (WT) and
BALB/c Ju18-deficient (KO) mice fed either a normal diet (ND) or an
HFD for 5 weeks. a Lipid accumulation in liver sections was
visualized by Oil-red-O staining. Representative images are shown
(x200). b Hepatic triglyceride levels were quantified. Data shown are
means £ SEM from five mice in each group. Data are representative
of more than four independent experiments. *P < 0.05 versus WT fed
ND. **P < 0.05 versus KO fed ND
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Collectively, these results suggested that the absence of
iNKT cells did not affect the level of HFD-induced
steatosis.

HFD augmented liver injury and inflammation
in the absence of iNKT cells

To examine the levels of liver injury, we measured ALT
activity in serum from WT and KO mice fed the ND or
HFD at week 5 after the start of being fed the diets. The
serum ALT level in the HFD-fed WT mice (35.8 +
1.98 TU/N) was significantly higher than that in the ND-fed
WT mice (25.2 £+ 0.66 IU/N) (Fig. 2a). The serum ALT
level in the HFD-fed KO mice (174.8 & 61.2 IU/1) was
also significantly higher than that in the ND-fed KO mice
(36.4 £ 7.48 TU/). It was also higher than that in the HFD-
fed KO mice at week 2 (83.3 £ 16.5 IU/). Of note is the
finding that the magnitude of the increase in ALT level at
week 5 was clearly much higher in KO (4.9-fold) than in
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Fig. 2 Liver injury and inflammation exacerbated by HFD in the
absence of invariant natural killer T (iNKT) cells. Serum and livers
were obtained from wild-type (WT) and Ja18-deficient (KO) mice fed
either a normal diet (ND) or a high-fat diet (HFD) for 5 weeks.
a Serum alanine aminotransferase (ALT) levels were measured.
*P < 0.05 versus WT fed ND. **P < 0.05 versus KO fed ND.
b Liver tissues were stained with hematoxylin-eosin. Representative
images are shown (x200). Arrows indicate the inflammatory foci.
¢ The numbers of the foci were counted in five different fields per
section. *P < 0.05 versus KO fed ND. All data shown are
means £ SEM from five mice in each group. Data are representative
of more than four independent experiments
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WT mice (1.5-fold), even though the serum ALT level in
the ND-fed KO mice was modestly higher than that in the
ND-fed WT mice.

We next conducted histological analyses of liver sec-
tions from the mice. H&E staining revealed that the livers
from KO mice fed the HFD possessed not only steatotic
areas but also scattered inflammatory foci composed of
gathering nonparenchymal cells (Fig. 2b). Although
inflammatory foci were also observed in the livers from
KO mice fed the ND, a larger number of foci could clearly
be seen in KO mice fed the HFD than in KO mice fed the
ND (Fig. 2c). In contrast, WT mice fed the HFD, as well as
those given the ND, showed few inflammatory foci. Taken
together, these results indicated that the HFD augmented
liver inflammation in KO mice but not in WT mice.

The HFD enhanced hepatic inflammation-related gene
expression in the absence of iNKT cells

To understand the underlying mechanisms of the hepatic
inflammation induced by the HFD in the absence of iNKT
cells, we first examined the levels of several cytokines and
chemokines in the livers from mice at week 5 after they had
been started on the diets. Real-time RT-PCR analyses
revealed that the messenger RNA expression of tumor
necrosis factor (TNF)-o, IFN-y, IL-10, chemokine (C-C
motif) ligand (CCL) 2 and 4, and chemokine (C-X-C
motif) ligand (CXCL) 9 and 10 were remarkably upregu-
lated by the HFD, compared with the ND, in KO but not in
WT mice (Fig. 3), although these values in KO mice fed the
ND were modestly higher than those in WT mice fed the
ND. In contrast, the messenger RNA expression of IL-4, -5,
and -13 did not show any detectable levels in the livers from
both WT and KO mice fed either the ND or HFD.

The HFD altered the proportions of subpopulations
in liver mononuclear cells from KO mice,
but not in those from WT mice

We next examined the phenotype of mononuclear cells in
livers from mice at week 5 of feeding. Flow cytometric
analyses demonstrated that the proportion of CD4+
TCRf+ CD4 T cells was lower in KO mice fed the ND than
in WT mice fed the ND (Fig. 4a), which might have
resulted from a lack of iNKT cells partly composed of
CD4+ cells [5]. The proportion of CD49b+ TCRf— NK
cells or CD8+ TCRB+ CD8 T cells was higher in KO mice
fed the ND than in WT mice fed the ND. The HFD did not
lead to any significant changes in the proportion of hepatic
CD4 T, CD8 T, NK, or iNKT cells in WT mice. In contrast,
the HFD induced significant increases in the proportion of
hepatic CD4 T cells and CD8 T cells, but not of NK cells, in
KO mice. We then examined the distribution of these cells
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Fig. 3 Inflammatory cytokine and chemokine gene expression in the
liver. Liver tissues were obtained from wild-type (WT) and Ju18-
deficient (KO) mice fed either a normal diet (ND) or a high-fat diet
(HFD) for 5 weeks. Liver RNA levels of the indicated genes and
beta-actin as a control were analyzed using real-time reverse
transcription polymerase chain reaction (RT-PCR). Data are shown
as the fold increase of HFD-fed WT, ND-fed KO, or HFD-fed KO
compared with ND-fed WT mice, with means £ SEM from five mice
in each group. Data are representative of more than four independent
experiments. TNF-a Tumor necrosis factor alpha, IFN-y interferon
gamma, /L interleukin, CCL chemokine (C-C motif) ligand, CXCL
chemokine (C-X-C motif) ligand. §, not detected. *P < 0.05 versus
KO fed ND

in the liver. Immunohistochemical examination revealed
that CD4+- cells and CD8+ cells formed foci surrounding
hepatocytes in the livers of KO mice (Fig. 4b), which partly
corresponded to the inflammatory foci observed in the
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