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Abstract : Study Outcome:

[Study Plan and Outcome]

(Study Plan Qutline)

1) As a preliminary step to this study, a pilot study shall be carried out at several facilities,
including NCGM.

The study shall be conducted jointly by the Yokohama City University Hospital
Department of Gastroenterology, the Tokyo Medical University Hospital Department of
Gastroenterology and the Juntendo University Hospital Department of Gastroenterology,
in addition to NCGM (Center Hospital, Kohnodai Hospital).

The goal is set at enrolling 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 thorough explanation about the study.

The diagnosis of NASH shall 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 the NAFLD activity score (NAS) (Hepatology.
2005;41:1313-21).

In each patient with NASH, DNA shall be extracted from the frozen liver tissue (collected
by liver biopsy for diagnosis) or from peripheral blood mononuclear cells, and stored at
-80°C (NCGM Center Hospital/Kohnodai Hospital).

The DNA collected and stored thus shall be used for HLA gene typing (Research Center
for Hepatitis and Immunology).

The distribution of the HLA haplotypes in NASH patients shall be compared with the
existing data on the HLA haplotype distribution in healthy individuals to analyze the HLA
types characteristic of NASH patients.

This analysis shall be accompanied by secondary analysis of the physical findings, history,
data on various markers of NASH obtained by serological testing, and data on the
PNPLA3 gene obtained by SNP analysis. Data collection and management shall be
conducted in this way.

This study has been approved as a thorough gene analysis within the framework of
clinical studies on NASH by the NCGM Ethics Committee (Genetic: Application No.
131; Approved on March 17, 2014, Approval No.: NCGM-A-000131-01). It has already
been registered with UMIN (UMIN Registration No.; UMIN000009841).

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

in this first step of the study, verification through a large-scale clinical study and
establishment of a database will subsequently 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 “2" hit” of NASH progression).

[First Year’s Study Plan/Goals]
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1) Acquisition of approval for this study by the NCGM Ethics Committee (this process has
been completed for the study within the NCGM: Genetic: Application No. 131;
Approved on September 9, 2010)

2) Completion of approval for extension of the period of the above-mentioned study and its
transition to a multicenter study (Genetic: Application No. 131; Approved on March 17,
2014, Approval No.: NCGM-A-000131-01)

3) Completion of registration with the Clinical Study Registration System (UMIN
Registration Completed: UMIN Registration No.; UMIN000009841)

4) Approval by the ethics committee of each participating facility

5) Case registration and sampling (Case registration and collection/storage of valid DNA
samples completed for about 30 cases at the NCGM Center Hospital)

DNA extracted from frozen liver tissues or peripheral blood mononuclear cells are
stored at -80°C.

6) Completion of case registration at all participating facilities and receipt of samples and
data from these facilities

7) Creation of a database jointly by the participating facilities

8) HLA haplotype analysis using the DNA samples after collection of a certain number of
samples (Research Center for Hepatitis and Immunology)

9) Interim analysis of the accumulated cases

[First Year’s Goal Achievement Rate/Progress/Outcome]
Goal achievement rate as of April 17, 2015: (100)%
The study plan and all the goals for the first year have been achieved as of April 17, 2015.
Extension of the study period and transition of the study into a multicenter study have been
approved by the NCGM Ethics Committee (Genetic: Application No. 131; Approval No.:
NCGM-A-000131-01) (Goal 1), 2)). New registration of this study in the form of a
multicenter study has been carried out with the Clinical Study Registration System (UMIN
Registration: UMIN Registration No.; UMIN000014850) (Goal 3)). Regarding approval by
the ethics committees of the other participating facilities, approval has been obtained from the
Ethics Committee of the Yokohama City University School of Medicine Department of
Gastroenterology and Hepatology (meeting held on September 25, 2014, approval announced
on September 29 of the same year) and the Tokyo Medical University Department of
Gastroenterology (approval announced on June 25, 2014: Application No. 2757) (Goal 4)).

Concerning DNA extracted from the peripheral blood mononuclear cells and stored at -80°C,
case registration and sample/data collection have been completed for 421 cases in total,
including 50 cases from the NCGM Center Hospital Department of Gastroenterology (main
facility), 369 cases from the Yokohama City University Department of Gastroenterology and
Hepatology (one of the participating facilities), and 2 cases from the Tokyo Medical
University Department of Gastroenterology (another participating facility) (Goal 5), 6)). A
database has been created jointly by multiple facilities (Goal 7).

HLA haplotype analysis has been conducted on the DNA samples collected to date at the
Research Center for Hepatitis and Immunology (reagents used: TagMan® SNP Assays,
Human SM HLA complex group22) (Goal 8). To increase the number of cases registered,
additional case registration is now under way at - -
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(http://snp.ims.u-tokyo.ac.jp/index_ja.html). The diseases covered by the interim analysis are
listed in the upper right column.
We judge that the progress of the study to date is reasonably acceptable.
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