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Abstract: Study outcome:

[Study Plan and Outcome]

(Study Plan Qutline)

1) We shall analyze HLA haplotype as a candidate gene encoding disease susceptibility in

patients with nonalcoholic steatohepatitis (NASH). As a preliminary step to this study, a
pilot study will be carried out at several facilities, including the main facility NCGM
Central Hospital, Kohnodai Hospital and the Research Center for Hepatitis and
Immunology. The goal is to enroll about 300 patients with a definitive diagnosis of
NASH confirmed by pathological examination of biopsied liver tissue who are willing to
provide written informed consent after receiving a full explanation about the study. The
diagnosis of NASH will be made by specialists in pathology, based on the Matteoni
classification (Gastroenterology. 1999;116:1413-9), Brunt classification (Am J
Gastroenterol.  1999;94:2467-74) and NAFLD activity score (Hepatology.
2005;41:1313-21).
In each patient with NASH, DNA will be extracted from frozen liver tissue (collected by
liver biopsy for diagnosis) or peripheral blood mononuclear cells, stored, and used for
HLA gene typing to analyze the HLA types characteristic of NASH patients. This analysis
will be accompanied by secondary analysis of the physical findings, history, blood tests,
imaging, data on various markers of NASH obtained by serological testing, and data on
the PNPLA3 gene obtained by single nucleotide polymorphism analysis. Data collection
and management will be conducted in this way. A healthy control group will be
incorporated into the statistical analysis of this study, using the information available from
open databases.

2) If a strong association between HLA haplotype and NASH is suggested, as anticipated, in

this first step of the study, verification through a large clinical study and establishment of
a database will be undertaken through collaborative studies by the Nationwide NASH
Study Group, organized primarily by many core hospitals for linked liver disease
management.
This study is planned within the framework of bridging research between basic and
clinical fields, including planning of basic research for elucidation of the mechanism
underlying the relationship between NASH hepatitis and the HLA-mediated immune
system (corresponding to the “second hit” of NASH progression).

[Goal Achievement Rate/Progress/Outcome]

We are in the second year of the 3-year project. We have received approval for this study
from the ethics committee in each participating facility. We have completed registration with
the Clinical Study Registration System (UMIN Registration). Case registration at all

participating facilities and receipt of samples and data from these facilities have been
completed for 300 cases. A clinical database has been created jointly by the
participating facilities. HLA haplotype analysis has been conducted on the DNA samples
collected to date at the Research Center for Hepatitis and Immunology, and the statistical
analysis is in progress. From here, a healthy control group will be incorporated into the study,
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using the information available from open databases to perform the statistical analysis in more
detail.

We judge that the progress of the study to date is reasonably acceptable.
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n 306

gender (M/F)
age 50416
BMI 28+5
NAS 3.5*+14

Matteoni 1 Matteoni 2 Matteoni 3 Matteoni 4
n 40 52 106 108
gender (M/F)
age 46+14 48+17 48415 54415
BMI 26+4 26+4 28+5 28=+5
Plt 266 2416 23+6 19+6
AST 38+31 4424 58+34 72127
ALT 61+45 74+61 96+59 84+63
VEa5—45>  48+1.4 50+2.1 50+1.4 54+25
NAS 1.9+0.8 2.5+0.9 42+1.1 40%x1.2
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