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The signature page of the principal investigator
We have read and confirmed this protocol (Protocol number: AS1501-CTP-ii-01, version number:
v 2.0, version date: 202 5/3/3). We agree to perform the relevant duties in accordance with the

Helsinki Declaration, GCP, relevant laws and regulations and this study protocol, and are responsible

for carrying out the clinical trial.

clinical research unit:

Principal Investigator signature:

sign ones name date
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Signatory page of the sponsor
We have read and confirmed this protocol (Protocol Number: AS1501-CTP-ii-01, Version
Number: v 2.0, Version Date: 202 5/3/3). We agree to fulfill our responsibilities in accordance with
the Helsinki Declaration, Good Clinical Practice (GCP), relevant laws and regulations, as well as this

study protocol. We will be responsible for initiating, applying for, organizing, and funding this clinical

trial, and conducting audits of the clinical trial.

Applicant: Shenzhen Zhongke Amshenn Pharmaceutical Co., LTD

Signature of the sponsor representative:

sign ones name date
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RUCAM the Roussel Uclaf Causality Assessment RUCAM causality evaluation
Method ' method
SAE serious adverse event Serious adverse events
SOP Standard Operation Procedure ' standard practice
SS Safety Analysis set Set of security analysis
TBIil Total bilirubin | total bilirubin
TCM | Traditional Chinese Medicine | Traditional Chinese medicine
Adverse events that occur after
TEAE Treatment-Emergent Adverse Events o
medication
Tmax Time to Maximum Concentration ~ Peaktime
TNF-u Tumor Necrosis Factor-o TNF-a
................................................................................................................................................................. T apoptotlcmductlon
TRAIL TNF-related apoptosis inducing ligand -
ligand
TNF-related apoptosis inducing ligand - death TNF-related apoptotic induction
TRAIL-DR5 o
receptor 5 - ligand-death receptor 5
ULN upper limit of normal Upper limit of normal value
UREA e urea
WBC white blood cell leucocyte count
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29 Record all concomitant medications and treatments from 14 days prior to the first dose until the end of treatment.
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5) AS1501 Study on the molecular mechanism of immune regulation in drug-induced

hepatitis and acute liver failure
The above animal experiments show that AS1501 is effective for drug-induced hepatitis and

acute liver failure. In order to clarify the mechanism of action of AS1501 more clearly, we further
explore the molecular mechanism of immune regulation of AS1501 by combining another group of in

vivo studies on animals.
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Figure 13 shows the binding of AS1501 and PBMCs at different concentrations
(A) Representative flow point diagram; (B) Statistical analysis diagram.

Results: The occupancy of TRAIL on PBMCs by different concentrations of AS1501
samples

The receptor level measured at saturation concentration of 200g/ml AS1501 was taken as the
total TRAIL level on the surface of PBMCs. According to the formula, the receptor occupancy of
AS1501 samples between 6.25g/ml-200g/ml was calculated as shown in Figure 14.ppp
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Figure 14 Occupancy of TRAIL on PBMCs surface by different concentrations of AS1501
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4) Complete a full physical examination;
5) Measure height (cm), weight (kg) and BMI;
6) Monitor vital signs;
7) 12 lead electrocardiogram;
8) Imaging: abdominal CT (digestive system), echocardiography;
9) Clinical laboratory tests:
e HCG blood pregnancy test (women of childbearing age);
e Serological detection of pathogens;
e Blood routine test;
¢ Blood biochemical test;
e (Coagulation function test;
e blood gas analysis:
e Routine urine test;
e Indicators of inflammation.
10) Severe disease severity score:
e AARC grade;
e MELD grade;
e Child-Pugh score;
e SIRS grade;
11) Clinical symptom assessment;
12) Criteria for selection and exclusion.

13) Special tests: TRAIL blood sample.

Participants must meet all criteria to participate in this study, and all screening procedures must
be completed within 14 days of signing the informed consent form. After enrollment, patients will be
randomly assigned to either the AS1501 group or the placebo treatment group, with combined therapy
on top of conventional therapy.

7.2.  stage of therapy
7.2.1. Stage lla treatment period

For all inpatient days from day 1 to day 42, the subjects were required to complete the following
basic items:
1) Basic treatment allowed by the programme;

2)  Medication combination records;
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e Indicators of inflammation;
6) Severe disease severity score:
e Child-Pugh score;
e AARC grade;
e MELD grade;
e SIRS grade;
7) Immunogenicity: venous blood was collected 4ml;
8) adverse event;

9) survival condition.

7.3.2. Follow-up period for stage I1b
End the treatment visit
Subjects who have withdrawn early or completed four consecutive doses will need to complete
the end-of-treatment visit. Each subject needs to complete the following items:
1) Basic treatment and combination therapy;
2) weight;
3) vital sign;
4) check-up:
5) 12 lead electrocardiogram;
6) Laboratory test items:

e Pregnancy test (for women of childbearing age only)

Blood routine test;

Blood biochemical test;

Coagulation function test;

blood gas analysis.

e Routine urine test;
7) Severe disease severity score:

e Child-Pugh score;
e AARC grade;
e MELD grade;
e SIRS grade;

7) PD (TRAIL blood sample collection): 4ml venous blood was collected:;

8) adverse event;
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9) Clinical symptom assessment;

10) Record of survival status and liver transplantation.

Day 60-7
Subjects who have withdrawn early or completed four consecutive doses will be required to

undergo a D60 visit and complete the following items:
1) Basic treatment and combination therapy
2) weight;
3) vital sign;
4) 12 lead electrocardiogram;
5) Laboratory test items:
e Blood routine test;
e Blood biochemical test;
e Coagulation function test;
¢ blood gas analysis;
e Routine urine test;
6) Severe disease severity score:
e Child-Pugh score;
e AARC grade;
e MELD grade;
e SIRS grade;
7) Clinical symptom assessment;

8) Record of survival status and liver transplantation.

Day 90/7
Subjects who have withdrawn early or completed four consecutive doses will be required to

undergo a D90 visit and complete the following items:
1) Basic treatment and combination therapy.
2) weight;
3) vital sign;
4) 12 lead electrocardiogram;
5) Laboratory test items:

e Blood routine test;
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Appendix 2 Central laboratory information and sample destruction company information
Central laboratory: pharmacokinetics, immunogenicity testing, TRAIL expression

Name: Junke Zhengyuan (Shanghai) Biomedical Technology Co., LTD

Unified social credit code: 913101 15MA7CFRF017

Address: China (Shanghat) Free Trade Zone Chenhui Road 88, Building 2, 1st Floor

Sample destruction company
Name: Shanghai Solid Waste Disposal Co.. LTD
Unified social credit code: 913101147294906145

Address: No.2491 Jiaju Road, Jiading District, Shanghai
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3 CRS grading is determined by more severe events: hypotension or hypoxia need to be ruled out
for other causes. For example, a patient with a temperature of 39.5°C requires one pressor drug

for hypotension and low-flow nasal cannula oxygen for hypoxia, which is judged as grade 3 CRS.

4  Low-flow nasal oxygen administration i1s defined as oxygen flow rate <6L/min. Low-flow
oxygen administration also includes artificial ventilation and is sometimes used in pediatrics.

High-flow nasal oxygen administration is defined as oxygen flow rate>6L/min.
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Subject screening number: [ I

A phase II clinical trial to evaluate the safety and
efficacy of AS1501 for injection in patients with
chronic acute liver failure (ACLF)

Informed Consent Form

Subject number

Name of research center: Shenzhen Third People’s Hospital
Research center number: | | |

Those who intend to participate in this study

Research phase:

investigator:

Sponsor: Shenzhen Zhongke Amshenn Pharmaceutical Co.
LTD

CRO: Kunling Enterprise Management Shanghai Co., LTD

Version/Date: Shenzhen Third People’'s Hospital V2.0, March 5, 2025 (originated from project level VZ2.0/2025

February 28, 2015)
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We sincerely invite you to participate in this study, and your condition may
meet the eligibility criteria for this study.

4.1 Main inclus-
ion criteria
for phase
ITa study
population:

(1) Age of 18 to 75 years (including the critical value) when signing the
informed consent;
Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025

February 28, 2015)
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(AFP, CEA, CA125 or CA199, etc.) during the screening period or within
1 month prior to the screening period.

(7) Gastroscopy or imaging (abdominal B-ultrasound, CT or MRI) results
indicating a risk of severe varices with bleeding during the screening
period or within 1 month prior to screening.

(8) KDIGO According to the standard definition, acute kidney injury (AKI)
subjects: (1) Scr increased by 26.5umol/L(0.3mg/dL or more within 48h, 1
mg/dL=88. 4umol/L) ; (2) Scr increased by 1.5 times or more than the
baseline value within 7d; (3) Urine output decreased (<0.5ml/kg/h) and

lasted for more than 6h.

Version/Date: Shenzhen Third People's Hospital V2.0, March 5, 2025 (originated from project level VZ2.0/2025
February 28, 2025)

4/18






informed consent form;

(2) According to the Guidelines for Diagnosis and Treatment of Liver
Failure (2018 edition) issued by the Hepatic Failure and Artificial
Liver Group of the Infection Disease Branch of the Chinese Medical
Association and the Severe Liver Disease and Artificial Liver Group of
the Hepatology Branch of the Chinese Medical Association, chronic plus
acute liver failure was diagnosed, and the specific indicators includ-
ed:

e History of chronic liver disease;

e Serum TBil 10 x ULN or mean daily increase of 17.1 pmol/L;

e Meets anv of the following three criteria: A bleeding tendency
with PTA 40% (or INR 1.5): B combined with hepatic encephalo—
pathy; C combined with hepatorenal syndrome or ascites.

(3) The screening was in the early or middle stage of liver failure and
did not meet the conditions for liver transplantation;
€ Early signs of liver failure:

. Extremely weak, with obvious anorexia, vomiting and abdominal
distension and other serious digestive symptoms;

e ALT and/or AST continued to rise significantly, with progress—
ive deepening of jaundice (TBil> 171pmol/L or daily increase>
17. lumol/L) ;

e Tenderness of bleeding, 30% <PTA 40% (or 1.5 INR <1.9):

e No complications and other extrhepatic organ failure.

€ \Mid-stage manifestations of liver failure:
Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
February 28, 2015)
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including major organs such as the abdominal cavity, lungs, urinary
tract and skin.

(12) HIV positive, or active tuberculosis or syphilis infected.

(13) Previous or associated with unstable ischemic heart disease, conges—
tive heart failure, myocardial infarction, stroke history, severe
arrhythmia and other medical history.

(14) Subjects with uncontrolled severe hypertension or diabetes with conco-
mitant medications.

(15) Women who are pregnant or breastfeeding, or who have a positive
pregnancy test.

(16) Participants who participated in clinical trials of other drugs or
medical devices within the first 30 days or five drug half-lives prior
to randomization.

(17) Subjects who had trauma or major surgery (e.g., requiring general
anesthesia) within 28 days prior to the first study drug administration.
Note:

Participants who plan to undergo surgery under local anesthesia can
participate in the study.
Version/Date: Shenzhen Third People’ s Hospital V2.0, March 5, 2025 (originated from project level VZ2.0/2025
February 28, 2015)
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frequencies.

If you participate in phase IIb study, the design of phase IIb study is as
follows: It is expected to include 72 ACLF subjects. You will be randomly assigned
to receive appropriate dose and frequency of AS1501 or placebo to further evaluate
the efficacy and safety of AS1501 for injection.

6. stages of research
6.1 Phase Ila study steps
6.1.1 Screening period

If you wish to participate in this study, please sign this informed consent
form. After your research doctor confirms that you have participated in this study
and obtained your signed informed consent form, he/she will issue a corresponding
checklist according to the clinical trial protocol and conduct a series of tests
on you to confirm whether you meet the eligibility criteria.During the screening
period of this study, your doctor will do the following: collect detailed records
of vyour personal information, medical history, and illness; collect your vital
signs and physical examination;

Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
February 28, 2015)
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count (4mL/about 1 teaspoon), biochemical blood test (4mL/about 1 teaspoon),
coagulation function test (4mL/about 1 teaspoon), arterial blood gas analysis (4
mL/about 1 teaspoon), inflammatory markers (4mL/about 1 teaspoon), immunogenicity
(4mL/about 1 teaspoon), and 4mL urine samples for routine urinalysis and
electrocardiogram.
6.1.4 Unplanned visits

Depending on your specific situation, the doctor will make a comprehensive
assessment of your condition and conduct additional visits or tests, including but
not limited to: blood routine, biochemical blood, coagulation function, electroc—
ardiogram, imaging examination, cytokines, etc.
6.2 Phase IIb study steps
6.2.1 Screening period

If you are willing to participate in this study, please sign this informed
consent form. After your research doctor confirms that you will participate in the
study and obtains your signed informed consent, they will issue a corresponding
examination order according to the clinical trial protocol to conduct a series of
tests on you to determine whether vou meet the eligibility criteria. During the
screening period of this study, your research doctor will
Version/Date: Shenzhen Third People’'s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
February 28, 2015)
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a 4mlL urine sample, and electrocardiogram.
6.2.4 Unplanned visits

Research doctors will make additional visits or tests based on vour condition.

All tests conducted during the study are designed to determine whether you are
suitable for continued participation and to ensure your safety.In addition, you
need to work with your doctor to document any symptoms of discomfort and bring them
for review during each follow—up visit. You must inform your research doctor or
nurse about all medications and treatments you are taking. The doctor will ask if
you have experienced any side effects after taking the medication, whether you have
followed medical advice, and assess whether you can continue with the trial drug
treatment.
7. Possible risks and discomfort
7.1 drug adverse reaction

During the whole study, some adverse reactions may occur. AS1501 The common
adverse reactions of the drug are Ilymphocyte reduction, and the rare adverse
reactions include hypersensitivity reaction, infusion reaction, cytokine release
syndrome, etc.
Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
February 28, 2025)
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currently unpredictable. Please inform your partner about this risk to the unborn
baby. She should be aware that if she becomes pregnant, you need to immediately
inform your research doctor, and she should also promptly inform her own doctor.

For all subjects: You must be using contraception to participate in this
study. If you are sexually active, you should use a method of contraception that
is acceptable to you, your research physician, and the sponsor. You must continue
to use contraception for 6 months after the last dose/usage of the study drug.
Version/Date: Shenzhen Third People’'s Hospital V2.0, March 5, 2025 (originated from project level VZ2.0/2025
February 28, 2015)
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ion of efficacy and safety): and serious protocol violations/biases;

. Clinical adverse events (AE), laboratory abnormalities or other
medical conditions that continue to participate in the study may
endanger the safety or health of the subject and will not be in the
best interest of the subject;

* The subject meets the exclusion criteria (new or previously undetect—
ed) and cannot continue to participate in the study.

If vou revoke your consent, the agreement to process data or collect samples
remains in effect; however, no new information or samples will be collected. You
can request that no new analyses be conducted after revocation, and any remaining
samples that have not been analyzed or are stored after analysis will be destroyed.
Until your revocation, any samples and research information collected from you may
still be used by the sponsor as part of the study data.

Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level VZ.0/2025
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(4) The sponsor shall bear the costs incurred by the investigator for
unplanned examinations or follow—up visits.

During this trial, other treatments and examination costs, as well as medical
care that are not related to this trial, are not covered. If you have other
diseases that require treatment and examination, or if you switch to another
treatment because the treatment is ineffective, these costs are not covered.
Version/Date: Shenzhen Third People’'s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
February 28, 2015)
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health authorities in other countries, or presented at scientific or medical
conferences and academic journals. The findings of this study can serve as a
reference for future medical research.

In the future, applicants may need to collect additional data from your
medical records in order to put the data already collected into the proper medical
environment for analysis. However, prior to collecting this additional informati-
on, approval from the hospital ethics committee will be sought.

You may withdraw from the study at any time, but as long as the law allows,
the sponsor will continue to use the information collected before your withdrawal.

In all cases, any private information that can identify you is strictly
confidential.

Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level VZ2.0/2025
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18. Sample preservation and processing

The collected subject samples, if to be sent to the central laboratory for
testing, will be uniformly stored at the central laboratory (Junke Zhengyuan
[Shanghai] Biomedical Technology Co., Ltd., address: Building 2, No.88 Chenhui
Road, China [Shanghai] Pilot Free Trade Zone, 1st Floor). Discarded samples will
be uniformly sent to the sample disposal company (Shanghai Solid Waste Disposal
Co., Ltd., address: No.2491 Jiaju Road, Jiading District, Shanghai).

If the collected subject samples need to be tested in each research center, they
will be operated in strict accordance with the sample preservation and processing
specifications of each research center.

Version/Date: Shenzhen Third People’s Hospital V2.0, March 5, 2025 (originated from project level V2.0/2025
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this information. The subject (or his/her guardian) has voluntarily agreed to
participate in this study.
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Witness’ s name in regular script: (If applicable)

Signature of impartial witness:——  Date Year month day

contact way: Time: hours minutes

Reasons for the need of witness signature:
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Declaration and signature of the researcher

I have informed the subject (or their guardian) about the background, purpose,
procedures, risks, and benefits of participating in the evaluation of “a Phase II
clinical trial assessing the safety and efficacy of injectable AS1501 for patients
with chronic—-on-acute liver failure (ACLF).” 1 provided them with sufficient time
to read the informed consent form, discuss it with others, and answer any
questions they had about the study; I informed the subject of the contact
information to be used if they encounter any issues:; I informed the subject (or
their guardian) that they can withdraw from the study at any time during the study
period without giving any reason. [ provided them with an informed consent form

signed and dated.

The researcher’s formal name is

Researcher signature: Date Year month day

Time: hours minutes
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