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et al. reported that the short-term and long-term out-
comes of living-donor LT for acute liver failure were
good, irrespective of the etiology and disease types.*® In
the current survey, the implementation rate of receiving
LT was almost equivalent to that in the previous survey,
irrespective of disease type. Notably, only two patients
received deceased-donor LT in the current survey.
Recently, patients with FH who received deceased-donor
LT have been increasing since the new organ transplant
bill passed in 2009. Hepatologists should realize that
more donor action to increase deceased-donor LT is
necessary to improve the prognosis of patients with FH
or LOHF. Determining appropriate judgment to move
forward to LT is the most important step. The indica-
tions for LT in cases of FH are determined according to
the 1996 Guidelines of the Acute Liver Failure Study
Group of Japan.*! To improve the low sensitivity and
specificity of assessment in patients with acute and sub-
acute types,*> new guidelines for using a scoring system
have been established by the Intractable Hepato-Biliary
Disease Study Group of Japan.*» This novel scoring
systemn showed sensitivity and specificity of 0.80 and
0.76, respectively, and greater than those in the previous
guideline.”® Recently, new- prediction methods using
data-mining analysis has been established.****

In conclusion, the demographic features and etiology
of FH and LOHF have been gradually changing. HBV
reactivation due to immunosuppressive therapy is a par-
ticular problem because of poor prognosis. The sub-
acute types of FH and LOHF have a poor prognosis,
irrespective of the etiology. Despite recent advances in
therapeutic approaches, the implementation rate for LT
and survival rates of patients without LT are similar to
those in the previous survey.
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style mtenswe medxcal care improves prognosis for
acute hver fallure and the perioperative management
of liver transplantation. Transplant Proc 42 : 4109-
4112. 2010

5) Yoshiba M, Sekiyama K. Inoue K, et al : Interferon and

- cyclosporin'A in the treatment of fulminant viral

hepatitis. ] Gastroenterol 30 : 67-73. 1995
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R EMFRLC B A BROREERD DT
5. HCV Ottt -+ o8 s
BB ERART o1 b BT IRD T 7
D, ZOFTH 1B, V8 —720 VFE]
DROY A VARG YT =7 =0 B
%ﬁjéﬁfwa%wt%iﬁﬁ% 4

2R mﬁawéﬁﬁ i &ﬁﬁnzﬁmmss

HCV ¢ 27 & Bid immunofluorescence & western. blottmg [ ‘
THiih L7z, IRF-3 DL < MENDV $ /it polyIC I LD

%@énth3m:ﬁmwauy&w‘;n&%L“mﬁr
OFEEVAVIEEO IOV EAORITTES R L
(S4RIHCY O£ E, core 725 NS2OAA v F ¥ 7 HBUF NDV
g X bﬁﬁénamrswgﬁﬁwlmmwquwﬁﬁ
YLz 7507 v A TORBICT T -2 OH OB
PRD R SEORR T HCV core HE O basic amino acid
regionl P poly [: CE AR NDVICE DF L XIS RF-3 O
RSB LU Ser-386 0 ) Y BLOWHICEEREHTH S
ZENHBL

[#%] ZhETOMETHCY O NS3 2 IRF-3 0ifitkibz 9
35z LTClclB SR TELS, NS3 O IRF-3 ¥z E
Bru—-YIitLhBLb SEOBH T core BHO NKED
basic amino acid region] A% IRF-3 WfH{bipilic 5+ A2 &
FHBEL . COBMIFBC DDX-3~0#EABHATHE 2
X DDX-3 2L Ccell growth CEBE 52 AW NS
EZ AR

[#35] HCV @ core BF, 77T b basic amino acid region 1
I IRF-3 ORHELEA LT, NDV % poly IC THESNL L ¥
§=7x0 Y7 FNEEF L7z HCV core BEIZFF S
VEHERRCEELRUAE L T AHERAIRE S N
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BRI LD s HCV RNA BHMBAUT 3 0RO LI

0-250 b hFMiF AT
#/*—%ﬁw%%ﬁﬁw4wz%a
) ADEN e
OFT#R5LE,  Hayes C.

A K- 3
IR KRR B R

E‘f‘%@?&’/ Al%ﬂ%"ﬁf * ‘/5'
Fom A : el
[Bi) DAAs IEBHIC HOV OBBEIRIL. 4%
KOFLHREEE SOLBORBH, By AW
MEek s, 40 HOVEREL MFSRE 2 5<9.
DAA OHIAADE EERDE T Uﬁ\f&’fﬁ Yt /'b‘“
FHERONMBITOVLTER LY.

[J7ik] Genotype 1b ¥ 7244 2@0) HCV %W@{%é’& e
F AT AU telaprevir (HAZSREHASHLY {ﬁ
5A BERHZVILEY AT —FRER 2L, %@ﬁ‘r
BIPHCYRNA BB LRI Y =7 v ~12k 3
k quence [2°C HCV quasispiecies OZ LR BF L7
(98] Telaprevir & NS5A BEH O A 12 & b e B
S EMBCREBANTETRA LA —F, H

 type2 DBEMEF B SE Ry ATRIFARGICX

RNA OETH Hog DA THol RICIBEHCV 20—
9) #HWTIHRICE ) 70—+ b7 HOV % e 3¢
VA ZR 7 10—V RBev 9 A Tl telaprevir & NS5A

NSSAL3IV £ 0— Y B#x Y AT, 74 VARO
), 51T NSSA YO3H, NS3V36A LRI MBI
L3IV+YRHER S u— Y RYv 7 AN 5 telaprev
AREAORRIETS ¥ 4 VAROF LS R LT
A (NS3) ERMWBILL T, IOTIAOREIAESR
laprevir % NSSB &Y A 5 —¥HEMKBERZZ LD 4
DERFBURSLN PSS (NS5B) OERAMBEL L. NS
A+NSSAL3IV+Y93H OFER 7 u—YiZH¥ 5 telaprevir
5A BEH O H#E TR HCV RNA 0BT 3 ## 45
g D& THo 7z SHitelaprevir EF) A F *—rt’f’ﬁ%
FiftE 48 % 17 & UR HOV RNA B RIBR U T
fo. UL, WBHET IERRICY7AVARIFELRLL
[E38] AERE L2 3SHETSTO DAA DRAEHETE
ROMBEHRLNL IFFAFETEITOINLOHHE
FMCHEET 2RI DEETALEND B, mWVLéwF

wbt e X 2 EER 2 SLBEAR 2
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FHMIATAELTRAITE SERBE LR EEZEAL, #
b BISENT 2620 SIK LT, SRR, B2 A 05 b
FR4E LT L9 kot BRIFRECHD M
AR E QB LRI B B BRI A K9
OEYFEEELE

<] W EERAEIC RS N 2010 £REORERR
18I (GRSRR 906 7, 2dER 61 |, AR 540)),
O {7, EURENIE 1 B2 DL b O BFA BRI, SRR
FISPB LR o B E0F— 7 2HWT, A3THEE
KCFHEFNL, ZOEBELHMHLA

LHE] 1) BN R 2T ETRESS INR A L5
FTORMAICTHMT 5 b, RN 84 ik 62 1
WAREC, I LIEBHENR 60 R 7R Th o2,
TRIFATE AT 5 MUERBELHET S LEDF
% TH ol A TIINIIER 76 PIPEITTRET, 5
RIS 74 ) GEC 110D 2B L TR, T)=709
FLEWADRS o - ORFTEHE 25% 0 = 7T, AR
3P, BE6H, EBEIL68% Thole. 2)MEN
LOHF 12145 2 4470 - 113 PrRdp R pIIE 85 1C,
B4 BIAA S 7 CRAT TR Cd » 7. 5 B LR L
L7BS0EBEIE 61% T o 7o PR TRIBH
57T BRI, R 80% Y — 7IFETH 24
A2 B, T 80% ) — 7 FETH O ) & A 1
TEH 25% 0 =7 (FLH 8 ¥l & ATEW 12 ISR
CEBEIETI% Thot 3) WRUAMOEN : SEY
BAD7HETRIOWFARFTIRTH Y, SR
IAEL, 5B EREETIE 5 L EBHIE 0%
C HSERECIRBREAR TENTRT ERRIE
Thot FEEMIIATTETOM, JRATT AN
T, EBREENENET% L 51% Thol
EREFE AT REAROFRTNY AT Akl
SHEEUC O MEFTRTHEY, F—relfzvy
MBBEOVAT AOBERGREEREACLLTZL
Zoht Eie FRUANOEMOTFHTFU TR, Ik
EIRE L SIS YRFATCRERSS Y, JSEH
BT ALENRSHEEL LN,

|

tyiav A249

0-280 B2, BHERFROEEOBEM &5
BOHEHTIE

O LRy, 5ZHE

TERTA 2O LA B AL SR R, & AT R R B
ﬁz

[HOIRERRORRILENED ) LTETBY, KRR
BB L2 0% I SERMEIFBEE & 7 4 v A OB R
LEINTVAEEL OGNS, KA INE BN £
ST L MVEBEN 2 A A bt 7z AT B
B PR IR 5 D ORFJEE BIELOFHIC X
HEMEROBA L D HROBMAREER L TE 2 BH
REAORM LIS EO R EOMEE $ LOTHET 5.
D] ER 84 1 A & DB E CILRBR L 2 AR e
B0 MEHSEE LTWA. 209 bARRRLIEEER 10
B, SEFREHRTH BSEFATEANLE 1246 LOHF
1AICHHBEIOW KL, 840 (16-77 ).
BWFALOWEE HAVO S HBV S &% 7, HBV
¥ TRMIH HCVIH ATH2H %414, MER
B 16 BT 5. HERAE B IR A2 M2 & i
WEAT 2 MAS DY AT 2 67 L. RIS
THGHE, RS RIS 52D A T 04
KoLk 208, BEISLTY 7 02K ¥ A OFSE
MRS o BHELTYA VADHEFHL PR Ok

YAWAOMEHFBESNBBDRRA ¥ —~T7 202

LBIT AV AR AT L. HBY 2SRE OB & i3

BRELTWAD, 20BRBEOEVEE, 74 VARDSW

BARETV #85 L1,

[H0R] BEITRAIEEIEENS 10 IEPIAA L. MRS
LRI 7 40 5 PR L7 (B 71%) BHERF TR

PRI 12 0h TSR L7 (R 58%). MU &
HHO ) b 8 MIZMIELE P L CRIICBHE MBL, £
DH L0 THIESG SR, LOHF 0 1 flidiuEcRe L
. BHL7: 2RI HBY 02 RY CRF B A 5 I
HL7zbok, HBV ¥+ U755 0RETHA2HoT
BH1rAUEEALCERLTE L 2EMNTHE. KE
RHIIE 16 Pirk 1340 (B 81%) AEAE L7z,

(R4 0 2 BEEF LT BRAOERET, BRI
AR BRI L E 2 b hTwh, L LEBERE T
HLUTEMICHEEAA L TFRE B L T II#EEI
PR CHA T A 2 LATRETH A, RERHHZ 2R
BB AT ERROHGHFTETH 5.

[Eesh] BEETFARBIFCR CREBORERICHT 5 HHD
HBHAEHTHAY, SRS Z DS AT
EhE PEBICHRORGITETH A,
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- AEFRSOHDITER L 2BIHBHEIA LT - SHEFTREICHT 5 AT B#E Cont
H:F W2 5 &&%Dﬂﬁéﬁ B:F W2 7 Plasma-Dia Filtration 4 Bk
BESEK - HLBRNE SRAMBRHE - FrhibEd, SRABEBRE - ?é{t%if"]ﬂ
Ol he, @kd &8, B &X Ot B4, 70 9, &7 B

IEJB@J 2011AR IS B AE 0 & b SR O F Bl h 5

e, A, HESEFTASENCO ZEES (UTE), ES
ﬁ@d (LUFIE) 2&ofar L, HfciE) BIERA AP BRET
%&%g%ﬁ?aﬂ%ﬁuogﬁﬂtt.Iﬁ&]mmﬁu%m%
PHRRIISRLBHTE TS - - BB FRL87H 2,
BIREERT BN L. AR TREFRARTFO—2EEShAH
ﬁﬁ%ﬁ?fﬁ%’@@lTD4’ Ry AE#E (B Fpuls) OREEmA
DRI OEBF L. WESIIBHNEOCTHFAEH (CTLV) &
BEEFFAR (SLV) mt (CTLV .~ SLV) 08LL T ZIF & b 2:
L7 [Roik] s7len§astl, Je2flCh o7z, ALIFHBIEE
1%%3W1L_zrn4Fm$mﬁm%<msM%)ﬁ%%(mm
m%;tnbﬂr PEHATEIE61% (F40%, JF83%), FELE
(218% (5524%, J12%), BABIZ21% (536%, JE5 %) CThor
H?z%‘rﬁziémmz‘s% @70 12, @@533% FETH310%IcE
w7z (p=0051). BEECTLY .~ SLVIZE067+012, FE073+0,08
THhot: (p=008). FEHBFAIDNERHRIZWN% TS, BF
DIl (H’/’6%) ERELCARRTH o7 (p=0002). IJT?fﬁ%
FHOITEH, pulsic 2V TEB4% B1H) TS ATV, A
PG FRATH ATH 2V IBHEAZTRETARETS L,
MATEECHEMICE TR 2 o7 (p=067). LiL, Holk
SESEAER & FE1opuls ® AT L 721801 % B Afpuls i fT @l & 4 3 &,
B ORAERERRNT L RKBIT2 D bE100 E EIL T %fi‘af&%ﬁfv
Holz (p=0003). #, THUIMIITEREE PT%, MELD,
CﬂN/ﬂNTWﬁWLﬁ%%%db E2 E%ﬁt”ﬂ%ﬁﬁ
SLZBRFL LTS [#R] TEREISETreod 3
FEREFEENLY, BEOLVER Tpalsk ERMEESATE
HTAHI Lok, RGO EESNT S & 2R S
%ﬁ%é)ﬁfré"gﬂfmicom I RIEFOR VLTI o8B I LB SR
2.

BHEFAE AFaA FrRLA

B:FWQ_G AT 2EF BRI BRSE—EE4EEL
EOF RV T—

TR - WILERRMR

O%‘f# WAL WD B BAW K&

[HAY] Forid, QEFFRSBRICEE L BRI 3 Bl %

BEnE#E LA (Clin ] Gastroenterol 2009). HIEEKEOZH 24
HULEERBINIM E L7, ER2REGFFEOmTE LY,
WD ML 20 5. BUIFA SR L AR OS2I S
PRTHIEEREMGE L [F5) 20074 1 A2 520124128 £
TO6FMICAR L RERE S LU BT ASSHE a5 & L7
BEGD B FIELOBRIBCENIH LT, AFaq ks
A (Pulse, mPSL 1000mg 3 BH), &¥axhifLInsoqF
3V A {SemiP. 500mg 3 HE), \-—7\7‘9'1' R/ X (MiniP,
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i ATO4 PSR LA, BMREEOBWHE, My W
GRERLOILY, BEMICBEL, £ 43, KA }\!%ﬁ%ia)
IF #% ik (PTEE B, ALT, T-Bi), X7 o041 FoOHSEX
(Pulse+SemiP+MiniP / Pulse+SemiP / Pulse #4#1/ Pulse%w*PSL%%
PG/ 0HEPSL), BE, £GTHRLOMEZZHOT AT 1 v

BRI CRE L 72, [5i2%) 855510 H 5, 2207 BRI 25,
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A70A FESHTEAMBREFHE CALNA B, B
BERATORENSC, AF04 FORENREEMHRRAS J—=
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THE INTENSIVE ARTIFICIAL LIVER SUPPORT SYSTEM IMPROVES
SURVIVAL RATE OF FHF AND MAKES PERIOPERATIVE
MANAGEMENT MORE APPROPRIATE

K. Inoue. Gastroenterology, Showa University Fujigaoka Hospital,
Yokohama, Japan

E-mail: kazuakiinoue59@gmail.com

Aim: The purpose of artificial liver support (ALS) is to sustain
patients with fulminant hepatic failure (FHF) for long enough for
the patient’s liver to regenerate. In cases where the liver cannot
regenerate, ALS should support liver function until transplantation
is successfully performed. If ALS had the capability to sustain
patients with FHF in a favorable condition, survival rates would
be improved and the criteria for liver transplantation would be
simpler and more accurate.

Method: Our study group of 159 patients comprised 90 cases of
FH, 16 cases of LOHF, and 53 cases of severe acute hepatitis (SAH).
Immediately after the onset of hepatic coma, patients were placed
on ALS involving plasma exchange and hemodiafiltration using huge
volumes of buffer, Treatment for underlying hepatitis consisted of
immunosuppressive therapy and antiviral treatment.

Results: Of the 90 FH cases, 3 were the hyper-acute type and
progressed to an ahepatic state. They were immediately placed on
ALS, which sustained them in a good condition. One of the three
patients subsequently underwent LDLTx and survived. Although the
ALS system sustained the remained two in a favorable condition for
more than two weeks, they died because an organ donor was not
found. Of the remaining FH cases, 42 were FH acute type and 36
of the 42 patients survived under ALS. The remaining 45 patients
were FH subacute type and 32 of these survived. They were placed
on the ALS system and underwent treatment for underlying liver
disease. Four of the remaining 13 patients underwent LDLTx and
2 survived. The survival rate of LOHF patients under the same
treatment as FH subacute type was 50%. Of the 53 SAH patients,
51 survived (96%). After several session of ALS, 109 of 116 (94%)
patients regained consciousness and the 2-week survival rate was
107 of 116 (92.2%).

Conclusions: The Japanese treatment system for FH improved the
prognosis of acute liver failure. The treatment system described in
this study would sustain patients in good condition until the liver
recovers or an adequate donor is found, and make perioperative
management including organ sharing more appropriate.

999

THE USE OF CARDIOPULMONARY EXERCISE TESTING IN
PREDICTING PRE- AND POST-OPERATIVE MORTALITY IN LIVER
TRANSPLANT CANDIDATES

M. Joseph', P. Erasmus?, G. Minto?, J. Mitchell', M. Cramp’,

TJ. Cross3. 'South West Liver Unit, 2Department of Anaesthesia,
Derriford Hospital, Plymouth, *Hepatology Department, Royal
Liverpool University Hospital, Liverpool, UK

E-mail: mobyjoseph@nhs.net

Aims and Background: Accurate assessment of a patient’s pre-
operative cardiorespiratory reserve could help identify those with
high mortality risk on the liver transplant (LT) waiting list and post-
operatively. Identification of such patients could help optimize the
use of the limited organ donor supply. The aim of the study was
to assess if variables measured in cardiopulmonary exercise testing
(CPET) could predict death pre and post LT.

Methods: Patients with end-stage liver disease considered for
LT were enrolled. Subjects underwent a maximally progressive
CPET on an electronically braked ergometer. Expired gases were
collected and analysed for minute ventilation (VE), ventilatory
oxygen uptake (VO,), ventilatory carbon dioxide production (VCO,),
peak work (watts), and anerobic threshold (AT). Cardiac function
was assessed with 12-lead electrocardiography. The test was

5412

terminated according to standard criteria including chest pain,
fatigue, dizziness or failure to maintain the required rate on the
ergometer. Standard biochemical and demographic data were also
recorded. Continuous variables were expressed as medians with
interquartile and analysed using the Mann Whitney U test. The chi
squared test or Fishers exact test was used to analyse categorical
variables.

Results: 107 Patients had CPET performed, disease etiologies
included: ALD n=34 (32%); HCV n=16 (15%); NASH n=3 (3%); PBC
n=5 (5%); PSC n=9 (8.4%), HCC n=18 (17%); Others n=22 (21%). 75
(70%) of patients were male, median age 56 years (48~61 years).
36 (34%) patients had LT performed. Follow up post-LT was 694
days (IQR 283-1003). Of the pre-transplant variables assessed
only AT predicted post LT mortality (p=0.04), (survivors AT 13
(12-15mL/min/kg vs. death 10 (10.5-11)). 71 patients did not have
a LT, of who 21 died (30%). The CPET variables that predicted death
pre-LT were peak VO, p.,.03 (survivors 21 mL/kg/min (18-25) Vs
death18 (15-23)); and peak work, p=0.006 (survivors 115w (100-
128) vs. death 78 (55-118)). A higher bilirubin (p=0.002), and
higher UKELD also predicted death pre-LT.

Conclusions: CPET provides pre- and post LT mortality information.
It should be used more commonly to prevent injudicious listing and
LT in unsuitable candidates.

1000

EARLY DIAGNOSIS OF LIVER FAILURE IN SEPTIC PATIENTS
USING MAXIMAL LIVER FUNCTION CAPACITY TEST (LiMAx TEST).
COMPARISON WITH CONVENTIONAL METHODS

M. Kaffarnik, J. Lock, M. Stockmann, P. Neuhaus. General and
Transplantation Surgery, Charite — University of Berlin, Campus
Virchow, Berlin, Germany

E-mail: magnus.kaffarnik@charite.de

Introduction: Patients with bacterial sepsis often suffer from
multiorgan failure. No reliable parameter exists for the exact
estimation of the liver function. The indocyaningreen-test (ICG-
test) showed a correlation between liver function and mortality
rate. The new Maximal Liver Function Capacity Test (LiMAx-test)
is a realtime method to investigate the liver function. With the
LiMAx-test we may detect a liver dysfunction in septic patients
earlier than with other methods.

Methods: 30 septic patients were prospectivly included in the
study. The septic group was compared with a healthy group
and a group of patients with a systemic inflammatory response
syndrom (SIRS) after elective abdominal surgery. The LiMAx-test
was performed on day 0, 2, 5 and 10 after sepsis onset and was
compared with ICG-test and liver-specific laboratory parameters.
The severity off illness was documented with the APACHE-II-
score and during treatment with the SAPS-II- and SOFA-score.
Primary endpoint was the mortality rate after 90 days. Secondary
endpoint was the comparison with the ICG-Test. Beyond this, other
parameters were correlated, such as LOS-hospital, LOS-ICU, dialysis
and various infectious and liver parameters.

Results: The LiMAx-test showed low results initialy with increasing
values on days 5 and 10. The 90 day mortality rate in patients
with a low LiMAx-test on day 2 (<100ug/kg/h) was significantly
higher than in patients with a LiMAx-test >100 ug/kg/h. The LiIMAx-
test was comparable with the ICG-Test. Patients with indication
for renal replacement therapy during hospital treatment showed
significantly lower LiMAx-values than patients without dialysis.
Other parameters such as Lactate, INR, Bilirubin, ASAT and ALAT
could not discriminate between mild and severe liver dysfunction.
Conclusion: With the LiMAx-test we can detect a liver dysfunction
in septic patients early on day 0-2. The LiMAx-Test is equal with
the ICG-Test and a result of <100pug/kg/h on day 2 suggests a low
probability of survival in septic patients.

Journal of Hepatology 2013 vol. 58 | S409-S566
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level was not associated with subsequent spontaneous clearance
(AOR=1.33; 95%Cl=0.48-3.69; P=0.583).

Conclusion: HCV RNA level decline was observed between one and
months following infection, with continued decline among those
with spontaneous clearance. IL28B genotype influenced early HCV
dynamics, particularly among women, suggesting gender-specific
HCV innate immune responses.
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HEPATITIS C VIRUS CORE PROTEIN BASIC AMINO ACID REGION 1
IS RESPONSIBLE FOR THE IMPAIRMENT OF IRF-3 ACTIVATION

K. Inoue'?, M. Kohara?. 'Gastroenterology, Showa University
Fujigaoka Hospital, Yokohama, 2Microbiology and Cell Biology, The
Tokyo Metropolitan Institute of Medical Science, Tokyo, Japan

E-mail: kazuakiinoue59@gmail.com

Aim: Hepatitis C virus (HCV) causes persistent disease in infected
individuals. The innate immune system is activated immediately
upon infection as the first line of host defense against invading
pathogens, with type | interferon (IFN) signaling being the crucial
step in the antiviral response. The IFN system is a prime target of
HCV for persistent infections. IRF-3, a key transcriptional factor in
the type Il interferon system, is frequently impaired by HCV, in order
to establish persistent infection. However, the exact mechanism
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by which the virus establishes persistent infection has not been
fully understood yet. The present study aimed to investigate the
effects of various HCV proteins on IRF-3 activation, and elucidate
the underlying mechanisms.

Methods: To achieve this, full-length HCV and HCV subgenomic
constructs corresponding to structural and each of the nonstructural
proteins were transiently transfected into HepG2 cells. IFN-b
induction, plaque formation, and IRF-3 dimerization were elicited
by Newcastle disease virus (NDV) infection. The expressions of
IRF-3 homodimer and its monomer, Ser386-phosphorylated IRF-3,
and HCV core protein were detected by immunofluorescence and
western blotting. IFN-b mRNA expression was quantified by real-
time PCR (RT-PCR), and IRF-3 activity was measured by the levels of
IRF-3 dimerization and phosphorylation, induced by NDV infection
or polyriboinosinic: polyribocytidylic acid [poly(I:C)]. Switching of
the expression of the complete HCV genome as well as the core
proteins, E1, E2, and NS2, suppressed IFN-b mRNA levels and IRF-3
dimerization, induced by NDV infection.

Results: Our study revealed a crucial region of the HCV core protein,
basic amino acid region 1 (BR1), to inhibit IRF-3 dimerization as
well as its phosphorylation induced by NDV infection and poly (1:C),
thus interfering with IRF-3 activation. Therefore, our study suggests
that rescue of the IRF-3 pathway impairment may be an effective
treatment for HCV infection.

Conclusion: A crucial region of the HCV core protein interferes with
IRF-3 activation and thereby inhibits the IFN signaling cascades.
Future studies involving DDX3 modification by the HCV core
protein may be interesting to explore the cell growth-dysregulation
mechanisms.
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SEQUENCING THE HEPATITIS C VIRUS: A SYSTEMATIC REVIEW

B. Jacka!, F. Lamoury', P. Simmonds?, G,J. Dore!, ]. Grebely’,

T. Applegate!. "Viral Hepatitis Clinical Research Program, The Kirby
Institute for Infection and Immunity in Society, Darlinghurst, NSW,
Australia; ?Centre for Immunity, Infection and Evolution, University of
Edinburgh, Edinburgh, UK

E-mail: bjacka@kirby.unsw.edu.au

Background and Aims: Viral population sequencing has long
been important in understanding HCV classification, epidemiology,
evolution, transmission clustering, treatment response and natural
history. The length and diversity of the HCV genome has resulted
in analysis of particular regions of the virus, however there has
been limited standardisation of protocols. This systematic review
was undertaken to map the location and frequency of population
sequencing on the HCV genome in peer reviewed publications, with
the aim to produce a database of population sequencing primers
and amplicons to inform future research.

Methods: Medline and Scopus databases were searched for
English language publications based on keyword/MeSH terms
related to sequence analysis (16 terms) or HCV (3 terms), plus
“primer” as a general search term. Exclusion criteria included non-
HCV research, review articles, duplicate records, and incomplete
description of HCV sequencing methods. The PCR primer locations
of accepted publications were noted, and purpose of sequencing
was determined.

Results: A total of 435 studies were accepted from the 2042
identified, with 608 HCV population sequencing amplicons
identified and mapped on the HCV genome. As seen in Figure 1
there is great diversity in the positioning of HCV population
sequencing amplicons.

The most commonly sequenced region was the Hypervari-
able Region-1, often utilised for studies of evolution and
clustering/transmission analysis. Studies related to genotyp-
ing/classification and epidemiology favoured a defined segment of
the NS5B region, likely as a result of the consensus guidelines

471

-1143-



Hepatol Int (2013) 7 (Suppl 1):S1-S754

835

Topic: 2 Acute Liver Failure

Absno: 2328

Impairment of interferon regulatory factor-3 activation
by hepatitis C virus core protein basic amino acid region 1

Kazuaki Inoue

Gastroenterology, Showa University Fujigaoka Hospital, Yokohama,
Japan

Background: Interferon regulatory factor-3 (IRF-3), a key tran-
scriptional factor in the type I interferon system, is frequently
impaired by hepatitis C virus (HCV), in order to establish persistent
infection. However, the exact mechanism by which the virus estab-
lishes persistent infection has not been fully understood yet. The
present study aimed to investigate the effects of various HCV proteins
on IRF-3 activation, and elucidate the underlying mechanisms.
Methods: To achieve this, full-length HCV and HCV subgenomic
constructs corresponding to structural and each of the nonstructural
proteins were transiently transfected into HepG2 cells. IFN-f induc-
tion, plaque formation, and IRF-3 dimerization were elicited by
Newecastle disease virus (NDV) infection. The expressions of IRF-3
homodimer and its monomer, Ser386-phosphorylated IRF-3, and
HCV core protein were detected by immunofluorescence and western
blotting. IFN-b mRNA expression was quantified by real-time PCR
(RT-PCR), and IRF-3 activity was measured by the levels of IRF-3
dimerization and phosphorylation, induced by NDV infection or
polyriboinosinic: polyribocytidylic acid [poly(I:C)].

Results: Switching of the expression of the complete HCV genome as
well as the core proteins, E1, E2, and NS2, suppressed IFN-b mRNA
levels and IRF-3 dimerization, induced by NDV infection. Our study
revealed a crucial region of the HCV core protein, basic amino acid
region 1 (BR1), to inhibit IRF-3 dimerization as well as its phos-
phorylation induced by NDV infection and poly (I:C), thus interfering
with IRF-3 activation.

Conclusion: Our study revealed a crucial region of the HCV core
protein, basic amino acid region 1, to interfere with IRF-3 activation
and thereby inhibit the IFN signaling cascades. Therefore, our study
suggests that rescue of the IRF-3 pathway impairment may be an
effective treatment for HCV infection.
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Study of the evaluation the outcomes of acute-on-chronic hepatitis
liver failure

Kexin Hu', Lequan Min’, Yuqun Zhang', Yang Wang’,
Hongbo Du .

ISchool of Mathematics and Physics, University of Science and
Technology Beijing, 2Beijing Ditan Hospital, Capital Medical
UniversityMedical University, Beijing, China

Background: Acute-on-Chronic Hepatitis Liver Failure (ACHLF) is
characterized by jaundice, coagulopathy, hepatic encephalopathy, and
associated with a high mortality. The aim of this study is to provide a
mode] for predicting the outcomes of ACHLF patients.

Method: We retrospectively divided 101 patients with ACHLF into
two groups I (N = 23, average age: 50.8 years, male: 18) and II
(N = 78, average age: 40.7, male: 63) according to their outcomes to
be deaths or survivals during 8 weeks’ therapy. The patients’ clinical,
and biochemical data were collected at each week. The p-values

(a = 0.05) of the data of the two groups were analyzed by using ¢ test.
A normalized linear regression model (NLRM) was introduced to
regress and analyze the data with significant differences.

Results: The biochemical data with significantly differences were
TBil (2-8 weeks), ALB (0-3 weeks), PTA (0-8 weeks) and INR
(0-8 weeks). Choose normalized data TBil/(TBil* + ALB? +PTA%)Y?,
ALB/(TBil? + ALB? +PTA%!, and PTA/(TBil* + ALB? +PTA%)?
to regress linearly. It has been found that the Groups I patients’
regressed plane with maximum relative error 0.22 % at the week 4
can correctly distinguish Groups I/II patients in percentages: 56.5 %/
37.2 % (at week 0), 100 %/69.8 % (at week 4), 85.7 %/90.5 % (at
week 8), respectively.

Conclusions: The study results may suggest that the NLRM of Group
1 at the week 4 is able to be used as a predictor to evaluate the efficacy
of the ACHLF patients’ treatment and outcomes.
Acknowledgments: This work is supported by the National Science
Foundation of China (No. 61074192) and the Fund of Student Science
Innovation Program (No. 11210711) at the University of Science and
Technology Beijing.
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Surgical model of fulminating hepatic insufficiency in rabbits.
New approach

Mario Alberto Secchi®, Lisandro Quadrelli!, Enzo Peralta?,
Maria Mamprin®, Leonardo Rossi*

ISurgery, *Biology, ITUNIR-HIG-Medical School-Experimental Unit,
3Pharmacology, ITUNIR-HIG-Medical School, Rosario, “Surgery,
TUNIR-HIG-Medical School-Experimental Unit, Rufino, Argentina

Introduction: The increasing demand for organs to treat terminal
hepatic diseases requires the development of new cell transplant
methods and bioartificial systems. To develop them, it is necessary an
experimental hepatic insufficiency model in previously healthy ani-
mals and in which hepatic damage would be the initial factor of the
irreversible multiorganic failure followed by death. The surgical
model has always been the most appropriate one to meet these
requirements.

Method: From 2001 to 2012, 3 series of 17; 5 and 7 female rabbits
(New Zeleander race) weighting between 3-4 kg. have been used.
Procedures were performed on animals in fast with ad libitum water.
General anesthesia with Ketalar and Sodium Thiopental without
M.R.A. Group 1: Control-Sham (n = 6) Group 2: Fulminating Hepatic
Insufficiency (n = 29). They were performed the same treatment as
Group 1 but first an end to side porto-caval shunt was performed and
then a total hepatectomy (of 95 %) (PCS + TH) and hepatic artery
ligature. Their lives were enlarged by means of hidroelectrolitic
reposition until cardiorespiratory attack. Then necropsia was per-
formed. Laboratory resuits from both groups were compared with the
Student test for odd numbers.

Results: Group 1 Sham: n = 6: there was no surgery mortality.
Group 2: n = 29: PCS + TH: five animals died while adjusting the
model in PCS + TH step and they were discarded from the research.
24 animals tolerated the whole surgery and survived between 3 and 6
h (X: 4.6 £ 1.7). In necropsy’s, technical complications were dis-
carded as death cause. The brain histological exams revealed the
presence of edema as initial lesion.

Conclusion: The fulminating hepatic insufficiency surgical models
were experimented on animals for a long time. However, there is a
safe model of its application on 3 series of rabbits.
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Bone-marrow-derived cells cultured in serum-free medium
reduce liver fibrosis and improve liver function
in carbon-tetrachloride-treated cirrhotic mice
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Abstract We have previously developed autologous bone
marrow cell infusion (ABMji) therapy for liver cirrhosis
patients. One problem associated with ABM; therapy is that
general anesthesia is required to obtain 400 ml bone marrow
fluid from liver cirrhosis patients. However, many patients
with decompensated cirrhosis do not meet the criteria, because
of decreased liver function or an increased bleeding tendency.
To overcome these issues, our aim is to derive liver repair cells
from small amounts of autologous bone marrow aspirates
obtained under local anesthesia and to use these cells in liver
cirrhosis patients. Here, we conducted, by using a mouse
model, basic research aimed at achieving novel liver regener-
ation therapy. We cultured bone marrow cells aspirated from
the femurs of C57 BL/6 Tgl4 (act-EGFP) OsbY01 mice
(green fluoresent protein [GFP]-transgenic mice). After
14 days of culture with serum-free medium (good manufac-
turing practice grade), the obtained spindle-shaped GFP-
positive cells were injected (1x10 cells) via the caudal vein
into mice with carbon tetrachloride (CCly)-induced cirrhosis.
Numerous cultured macrophages and some- mesenchymal
stem cells repopulated the cirrhotic liver. The results showed
that serum albumin, liver fibrosis and liver function were
significantly improved in the group treated with cultured bone
marrow cells (P<0.01). Moreover, matrix metalloproteinase-9

This study was supported by Grants-in-Aid for scientific research from
the Japan Society for the Promotion of Science (no. 22390150) and the
Ministry of Health, Labour and Welfare, the Japan Science and Tech-
nology Agency (JST) and the Project of Realization of Regenerative
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expression was increased in the liver (P<0.01). Thus, infusion
of bone-marrow-derived cultured cells improved liver func-
tion and liver fibrosis in mice with CCls-induced cirrhosis.

Keywords Bone marrow cell - CCl, - Liver cirrhosis - Liver
regeneration - Stem cell therapy - Mouse

Abbreviations

BMC Bone marrow cell

GFP Green fluorescent protein
CCly Carbon tetrachloride

ABMi  Autologous bone marrow cell infusion
MSC Mesenchymal stem cell
GMP Good manufacturing practice
PBS Phosphate-buffered saline
FITC Fluorescein isothiocyanate
PE Phycoreythrin

PI Propidium iodide

DAB Diaminobenzidine

FBS Fetal bovine serum

«-SMA  «-Smooth muscle actin
MMP9  Matrix metalloproteinase-9
Introduction

Cirrhosis is an end-stage condition in liver disease and its
treatment is extremely difficult. One of the few available
options is liver transplantation but donor supply, surgical
invasiveness and costs continue to be problems. On the
other hand, cell therapy with autologous stem cells is a
promising approach for novel organ regeneration, without
the risk of immunorejection and is compatible with biolog-
ical tissue in patients.
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As a basic model to advance clinical indications for liver
regeneration therapy with autologous bone marrow cells
(BMC:s), we have developed an in vivo mouse model (the
green fluorescent protein [GFP]/carbon tetrachloride [CCly]
model) and have reported that GFP-positive BMCs infused
via a tail vein efficiently repopulate cirrthotic liver under
conditions of persistent liver damage induced by CCl,
(Terai et al. 2003). In evaluations with this model, we have
found that the infusion of BMCs can improve liver fibrosis,
restore liver function and increase survival rates (Sakaida et
al. 2004; Terai et al. 2005). Based on these basic studies, in
November 2003, we began clinical studies of liver regener-
ation therapy with autologous BMCs from the iliac crest for
autologous BMC infusion (ABM;i). To date, the treatment
has been safe and as in the basic research, ABMi therapy has
improved liver function in patients with decompensated
liver cirrhosis (Terai et al. 2006).

A multi-center trial for ABM; therapy was performed in
Korea and Yamagata and its efficacy was demonstrated
(Kim et al. 2010; Saito et al. 2011; Terai and Sakaida
2011). However, a problem associated with ABM; is that,
because general anesthesia is required to obtain about
400 ml bone marrow fluid, restrictions occur with regard
to liver function. In addition, to ensure safe collection, this
procedure is limited to patients with platelet counts of at
least 50,000/ul. Thus, many patients with decompensated
cirrhosis do not meet the criteria. To overcome these issues,
we have developed a method whereby bone-marrow-
derived liver repair cells can be cultured and grown from
small amounts of autologous bone marrow aspirates
obtained under local anesthesia.

Using BMCs, we have conducted basic research aimed
at achieving novel liver regeneration therapy. Human mes-
enchymal stem cells (MSCs) are present in adult bone
marrow, can replicate as undifferentiated cells, have the
ability to develop into several different types of tissue and
are regarded as pluripotent cells. MSCs were first reported
by Friedenstein et al. (1982). From human bone marrow,
MSCs can be isolated by simple seeding on a plastic dish
in the presence of fetal bovine serum (FBS; Pittenger et
al. 1999). On the other hand, macrophage fractions from
mouse bone marrow tend to be increased in the same way.
Macrophages have a broad repertoire of context-dependent
immune, inflammatory, trophic and regulatory actions.
Treatment of cirrhosis with macrophages has been
reported (Thomas et al. 2011). Because our experimental
concept is to study the effects of cultured BMCs obtained
by simple culture methods without sorting, we decided to
study the effects of a culture cell population that mainly
comprised macrophage fractions in the mouse. For poten-
tial clinical application in humans, the culture medium
used in this study was serum-free and of a good manu-
facturing practice (GMP) grade.

@ Springer

Here, we report the development of a method for cultur-
ing bone-marrow-derived cells in serum-free medium. We
have also examined the efficacy of these cultured cells in
improving liver fibrosis and liver function.

Materials and methods
Animals

Female C57 BL/6 mice were purchased from Nippon
(Shizuoka, Japan) and male C57 BL/6 Tgl4 (act-EGFP)
OsbY01 mice (GFP-transgenic mice) were kindly provided
by Dr. Masaru Okabe. Mice were maintained in specific
pathogen-free housing at the Animal Experiment Facility
of Yamaguchi University School of Medicine and were
cared for in accordance with the requirements of
Yamaguchi University School of Medicine for the ethical
treatment of animals and after obtaining approval for the
experimental protocol.

BMC preparation

For the isolation of BMCs, GFP-transgenic mice (aged
6 weeks) were killed by cervical dislocation and their limbs
were removed. GFP-positive BMCs were flushed from the
medullary cavities of tibias and femurs with phosphate-
buffered saline (PBS; Life Technologies, Carlsbad, Calif.,
USA) by using a 25 G needle. The cell suspension was
filtered through a cell strainer (100 pum) to remove debris,
followed by centrifugation at 500g for 5 min. After centri-
fugation, the supernatant was removed and the cells were
resuspended to give 1.0x107 cells/ml. The preparation of
BMCs took approximately 1.5 h. Cellular characterization
of uncultured and cultured cells was performed by flow
cytometric analysis (Fig. 1; see also below).

Culture of bone-marrow-derived cells

GFP-positive BMCs were isolated from male GFP-
transgenic mice as descried previously (Agata et al. 2009).
Under standard culture protocols, BMCs are seeded at a
density of 1x10°/ml but the proliferation rate is insuffi-
cient in GFP-transgenic mice. By increasing the cell density
for primary culture to 1x107/ml, BMCs could be grown
more efficiently (Fig. 2). Thus, isolated GFP-positive
BMCs (1x107) were cultured on a CELL-start-coated dish
(9.6 cm®/well) in StemPro MSC Xeno Free medium (Life
Technologies) with 2 mM L-glutamine (Life Technologies),
StemPro LipoMax supplement (Life Technologies) and
100 ug/ml penicillin-streptomycin (Life Technologies).
StemPro MSC Xeno Free medium was prepared under
GMP and qualified by using a human MSC performance
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Fig. 1 Cellular characterization of uncultured bone marrow cells
(BMCs) by flow cytometric analysis (FITC fluorescein isothiocyanate,
PE phycoreythrin, iso isotype). Representative flow cytometric

assay (Agata et al. 2009). At 24 h after seeding, floating
cells were removed and the medium was replaced with a
fresh medium. Thereafter, the medium was replaced every
other day. After incubation for 14 days, cultured bone-
marrow-derived cells that had attached to the dish were
removed by using trypsin-EDTA (Life Technologies).
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Fig. 2 Proliferation of green fluorescent protein (GFP)-transgenic
murine bone-marrow-derived cells. a Number of cultured bone-
marrow-derived cells (error bars SD). *P<0.001, n=6 each. b-g
Morphology of cultured cells. Magnification x100. b—d Cells at
day 7. e-g Cells at day 14. b, e Cells seeded at 1.0x10%well
(9.6 cm®) on a non-coated dish with Dulbecco’s modified Eagle’s
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Detached cells were collected in 15-ml centrifuge tubes
and were then washed with cold 3% FBS (Life
Technologies) in PBS. After centrifugation at 300g for
3 min, the cell pellet was recovered. Following further
centrifugation, the supernatant was removed and the cells
were resuspended to give a suspension of 1.0x10° GFP-

medium (DMEM) with 10% fetal bovine serum (FBS). ¢, f Cells seeded
at 1.0x10%well on a CELL-start-coated dish with StemPro MSC Xeno
Free medium with 2 mML-glutamine and StemPro LipoMax supple-
ment. d, g Cells seeded at 1.0x107/well on a CELL-start-coated dish in
StemPro MSC Xeno Free medium with 2 mML-glutamine and Stem-
Pro LipoMax supplement. Bars 100 um (b—g)
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