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Forward looking statements

This presentation has been prepared by ProQR Therapeutics N.V. ("we", "us" or "our") and contains
forward-looking statements. All statements other than statements of historical fact are forward-looking
statements, which are often indicated by terms such as “continue,” "anticipate," "believe," "could,"
"estimate," "expect," "goal," "intend," "look forward to", "may," "plan," "potential," "predict," "project,"
"should," "will," "would" and similar expressions. Such forward-looking statements include, but are not
limited to, statements regarding our business, technology, strategy, preclinical and clinical model data;
our initial pipeline targets and the upcoming strategic priorities and milestones related thereto; the
continued advancement of our lead development pipeline programs, including ongoing and planned
clinical trials; expectations regarding the ongoing Phase 1 clinical trial of AX-0810 in NTCP for cholestatic
diseases, including our ability to complete the Phase 1 clinical trial for AX-0810, biliary atresia as our
primary indication for AX-0810 and/or AX-0811, and the anticipated timing of additional target
engagement data readout for Phase 1 clinical trial in 2026 and the initiation of Phase 2 trial for AX-0810
and/or AX-0811 in mid-2027, subject to regulatory interactions, with first interim analysis expected by
mid-2028; expectations regarding the safety and therapeutic benefits of AX-0810 and AX-0811, including
the planned dosing levels and their efficacy; our ability to collaborate with investigators to execute and
recruit for an investigator-initiated trial of AX-0810 and/or AX-0811 in China in pediatric participants with
biliary atresia and to generate meaningful data therefrom, including the anticipated timing of initial data
readout in the first half of 2027; risks and uncertainties associated with conducting clinical trials in China,
including evolving regulatory requirements; our pipeline targets, including the planned Phase 1 clinical
trial of AX-0811 in NTCP for cholestatic diseases; our ability to recruit for and complete a Phase 1 clinical
trial for AX-0811, including the anticipated initial data readout by early January 2027; the anticipated first-
in-human study of AX-0422 targeting IDUA for Hurler syndrome, with a CTA filing expected in early 2027
and anticipated initial clinical data readout in the first half of 2027; the anticipated investigator-initiated
study in China of AX-2911 targeting PNPLA3 for MASH in the first half 2027; our expectations regarding
clinical updates across multiple programs in 2026 and 2027; the therapeutic potential and development
timeline regarding AX-0810, AX-0811, AX-0422, AX-2911 and AX-2402; the continued development and
advancement of our Axiomer platform; the therapeutic potential of our Axiomer RNA editing
oligonucleotides and product candidates; the timing, progress and results of our preclinical studies and
other development and pipeline activities, including the release of data related thereto; our patent
estate, including our anticipated strength and our continued investment in it, as well as the timing of our
clinical development; our Al strategy and expectations regarding Al's ability to accelerate Axiomer
discovery; our partnership with Ginkgo and the anticipated benefits thereof; our collaboration with Lilly
and the intended benefits thereof; our ability to selectively form new
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partnerships and enter into future collaborations; our financial position and cash-runway; and the
potential of our technologies and product candidates. Forward-looking statements are based on
management's beliefs and assumptions and on information available to management only as of the date
of this presentation. Our actual results could differ materially from those expressed or implied by these
forward-looking statements for many reasons, including, without limitation, the risks, uncertainties and
other factors in our filings made with the Securities and Exchange Commission, including certain sections
of our most recent annual report filed on Form 20-F. These risks and uncertainties include, among
others, the cost, timing and results of preclinical studies and clinical trials and other development
activities by us and our collaborative partners whose operations and activities may be slowed or halted
due to shortage and pressure on supply chains and logistics in the global market, economic sanctions
and international tariffs; the likelihood of our preclinical and clinical programs being initiated and
executed on timelines provided and our reliance on our contract research organizations and
predictability of timely enrollment of subjects and patients to advance our clinical trials and maintain
their own operations; our reliance on contract manufacturers to supply materials for research and
development and the risk of supply interruption from a contract manufacturer; the potential for future
data to alter initial and preliminary results of early-stage clinical trials; the unpredictability of the duration
and results of the regulatory review of applications or clearances that are necessary to initiate and
continue to advance and progress our clinical programs; the ability to secure, maintain and realize the
intended benefits of collaborations with partners, including the collaboration with Lilly; the possible
impairment of, inability to obtain, and costs to obtain intellectual property rights; possible safety or
efficacy concerns that could emerge as new data are generated in research and development; general
business, operational, financial and accounting risks, and risks related to litigation and disputes with
third parties; and risks related to macroeconomic conditions and market volatility resulting from global
economic developments, geopolitical events and conflicts, inflationary pressures, fluctuating interest
rates, tariffs and potential for significant changes in U.S. policies and regulatory environment. Given
these risks, uncertainties and other factors, you should not place undue reliance on these forward-
looking statements, and we assume no obligation to update these forward-looking statements, even if
new information becomes available in the future, except as required by law.

As part of its commitment to innovation, ProQR utilizes artificial intelligence ("Al") tools to support
various aspects of its operations, including the preparation of certain communications and disclosures.
Any Al-assisted content included in this presentation has been reviewed and approved by ProQR
management. ProQR remains solely responsible for the content of this presentation.
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Advancing multi-asset Axiomer™ clinical pipeline

AXIOMER ESTIMATED
| TARGET | APPLICATION | DISCOVERY | NON-CLINICAL | CLINICAL | ANTICIPATED MILESTONES POPULATION

DEVELOPMENT PIPELINE

coato i
NTCP Modulate . VE 2026

for Cholestatic diseases

e B et engageren it
NTCP Modulate . in early January 2027

for Cholestatic diseases

AX-0422 _- CTA filing early 2027; Initial ~ ~500-1000
IDUA Correct patient data in H1 2027 patients

~100K
patients

for Hurler Syndrome
o .
for mASH PNPLA3  Correct g FIH H1 2027 atients
2402 —— ~
for Rett syndrome R270X Correct . o "
PARTN.ERED PIPELINE ) Progress undisclosed d
10 undisclosed targets (option to expand to 15)
FIRST CLINICAL VALIDATION HIGH IMPACT ADVANCE AXIOMER
RUNWAY THROUGH MID 2028
@ OF AXIOMER RNA EDITING @ PARTNERSHIP @ PLATFORM
Initial AX-0810 target engagement data Ongoing execution across ProQR’s Al-enabled discovery; €117.1M cash and cash equivalents as of end Q2 2026;

Biliary atresia selected as initial indication for NTCP  $3.9B collaboration with Eli Lilly ~ autonomous HTS with Ginkgo Bioworks multiple upcoming clinical catalysts
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Biliary atresiais a seVt di triE disﬂ,'f_'e

with no approved therapies

©@ ©

STANDARD
OF CARE

DIAGNOSIS POPULATION SYMPTOMS PROGRESSION

Rapid progression _
Pediatric: in 1in 8,000 to Jaundice, poor to cirrhosis " KC;SC” —
the first weeks of 18,000 live weight gain, pale and portal . orac;e]grftr_ (/)I'; : 4
life births stool, dark urine hypertension therapy

early in life

Adike A, et al. Expert Rev Gastroenterol Hepatol. 2018 Oct;12(10):1025-1032; Verkade HJ, et al. ] Hepatol. 2016 Sep;65(3):631-42; Sundaram SS, et al. Liver Transpl. 2017 Jan;23(1):96-109; Raghu VK, et al. Liver Transpl. 2021 May;27(5):711-718; NORD, 2019, Japanese
Biliary Atresia Society. Japanese Biliary Atresia Registry (JBAR). https://jbas.net/en/national-registration/.
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NTCP RNA editing redirects toxic bile acids
away from the liver

HEALTHY LIVER

BAs homeostasis

Liver
Bile acid flow

P

Blood Intestine

Bile acids (BAs) homeostasis and recycling
in the enterohepatic cycle
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NTCP RNA editing redirects toxic bile acids
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NTCP RNA editing redirects toxic bile acids
away from the liver

HEALTHY LIVER

BAs homeostasis

Liver

Bile acid flow

Blood Intestine

Bile acids (BAs) homeostasis and recycling
in the enterohepatic cycle

BILIARY ATRESIA

Toxic BAs lead to intrahepatic cholestasis

oqb° o

oo,

X

Bile acid flow

Cvrcr [arare

Deterioration of liver health biomarkers
(increase in ALT, AST, GGT, bilirubin, INR), fibrosis
biomarkers and negative clinical outcomes

NTCP MODULATION with RNA editing

Decrease in toxic BAs in liver

X
Bile acid flow

* Excretion in the urine

Improvement in liver health biomarkers
Positive clinical outcomes
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NTCP modulation decreases toxic bile acids
in the liver and improves cholestasis in vivo

REDUCED BILE ACID UPTAKE THAT DRIVES LIVER TOXICITY IMPROVED CHOLESTASIS

Hepatocytes Bile duct Portal vein
60 500 2.0
80 -
- ~ 4001 -} .
13 £ £ 60 2
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& & & "
2 - -67%
5 2 T 40 - F: 1.0
5 67% § 200 5 8
3 20 3 = =
& 5 5 -83% ~ 05 -
Y i “ 100 - o 20 '
Untreated  AX-0811 Untreated  AX-0811 Untreated  AX-0811 DDC DDC + AX-0811
AX-0811 led to 67% decrease in AX-0811 improved cholestasis by

Lower intrahepatic load reduced downstream bile acid levels

hepatocytes bile acid levels ~67% in cholestatic animals

Conjugated bile acid (BA) reported is relative quantification of taurocholic acid (TCA) compared to internal standard, the primary substrate for NTCP-mediated hepatic uptake in mice, and is consistently detected above the quantification threshold,
enabling reliable spatial measurements across the porto-central axis. Treatment conditions: left 3 graphs, humanized mice treated with SC administration of AX-0811 at 30 mg/kg, 10 doses, n=2, Maldi MS Imaging, Mean, SEM; Right, Humanized mice
treated with SC administration of AX-0811, 30 mg/kg, 12 doses, n=4, D31, Mean, SEM
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AX-0810 FIH Phase 1 study

Multiple ascending dose (MAD) N=33 healthy volunteers (24 on treatment, 9 on placebo)

* * * *
* * * *
* * * *

DMC safety reviews before proceeding to next dose and dose escalation is sequential during the dosing phase; Cohort 3 ongoing

Objectives Key biomarkers of target engagement Cohort 3 and 12-

+ Assess safety, tolerability, and PK of AX-0810 * TUDCA challenge week follow-up

« Confirm target engagement as measured by + Bile acids profile full results by YE
biomarkers « Change in bile acid levels 2026

DMC, Data Monitoring Committee; MAD, Multiple Ascending Dose; PK, Pharmacokinetics; NTCP, sodium taurocholate co-transporting polypeptide; TUDCA, Tauroursodeoxycholic acid; AX-0810 CTA approved in Europe (Oct 2025)

ProQR Therapeutics - Educational Event September 2026 10




Baseline characteristics AX-0810 Phase 1

Placebo (Cohort 1 + 2, n=6) 3 mg/kg (Cohort 1, n=8) 6 mg/kg (Cohort 2, n=8)

Age, years (mean = SD) 40.8 £ 8.98 40.9 £ 9.36 40.1£11.4
Age, years (min-max) 27 -50 26 -55 27 -54
Male, n (%) 5 (83%) 8 (100%) 8 (100%)
Female, n (%) 1(17%) 0 0
Weight, kg (mean + SD) 80.1+10.4 80.6 £ 10.1 78.5+10.2
Weight, kg (min-max) 66 - 97 67.1 - 98.1 67.9-95.7
BMI, kg/m? (mean + SD) 24.1 + 2.46 25.1 £ 1.91 244 +2.48
BMI, kg/m?2 (min-max) 22.3-29 22.8-28.4 20.1-27.4
TBA, pmol/L (mean £ SD) 22 +1.7 32+1.3 1.9+1.0
TBA, pmol/L (min-max) 1.1-5.5 1.9-59 0.8-3.8

The two cohorts are well balanced with respect to age, body weight, and BMI
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AX-0810 demonstrated favorable profile

3 mg/kg AX-0810 + placebo 6 mg/kg AX-0810 + placebo

(N=11), blinded, n (%) (N=11), blinded, n (%)
Number of all AEs 35 16 51
Participants with >1 AE 7 (63.6) 6 (54.5) 13 (59.1)

Overall
(N=22) n (%) No safety or tolerability

issues to date
* No discontinuations

* No SAE's reported

AEs by relationship
NTCP modulation

AEs related to study drug 1(9.1) 3(27.3) 4(18.2) mechanism as expected
AEs unrelated to study drug 6 (54.5) 3(27.3) 9 (40.9) + No clinically significant
AEs by severity changes in liver enzymes
Mild 5 (45.5) 6 (54.5) 11 (50.0) » Nopruritus
+ No changes in hormone or
Moderate 2(18.2) 0 2(9.1) vitamin D levels
Severe 0 0 0 * No changes in bilirubin (no
SAES 0 0 0 OATP off-target)
AEs leading to study drug 0 0 0 PK ir.‘ line with expected
withdrawal profile
* AX-0810 has a half-life in
AEs leading to earl
& y 0 0 0 human of 8 weeks

termination

AEs, Adverse events; SAEs, Serious adverse events. Values represent n (%) of participants unless otherwise stated. Data shown through the cutoff date (May 26, 2026 for AEs summaries, and June 1, 2026 for Laboratory data); covers 30 days on
treatment and additional post-treatment follow-up. PK half-life based on available data (3mg/kg)
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All 3 biomarkers confirmed target engagement

TUDCA
p<0.05
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Placebo 3mg/kg emg/kg

Increased circulating TUDCA confirmed
NTCP specificity

Change from Baseline (AAUCq 451,)

Conjugated bile acids
p<0.05

60
30 ® s 0

'60 I’. T T
Placebo 3mg/kg emg/kg

Selective increase in conjugated bile
acids showed specific NTCP modulation

Change from Baseline (Fold-Change)

Total bile acids (TBA)

p<0.05

40 T a ®
20 . @
10+

Placebo 3mg/kg emg/kg

Up to 8-fold increase in TBA in serum
showed bile acids uptake modulation

Figures: median + individual values. Total Bile Acids (TBA) and TUDCA: Cmax week 5 / baseline. Conjugated bile acids: AAUCO-12h (umol/L x h) (week 5 - baseline). Post-hoc statistical analyses.
N=22 (n=6 Placebo, crosses; n=8 Cohort 1 | 3mg/kg, circles; n=8 Cohort 2 | bmg/kg, dots); 4 doses AX-0810; GalNAc conjugation; Subcutaneous

ProQR Therapeutics - Educational Event September 2026




AX-0810 increases renal clearance of
conjugated bile acids

NTCP MODULATION with RNA editing

X

Bile acid flow
=

Kidney

®
e

Conjugated BAs in plasma

Plasma conjugated BAs
r=0.53, p=0.012

80
°
$
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8 o
X Q ¢
40 Q
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0 % .
X °
0 \ \ \
Placebo 3mg/kg 6mg/kg

v

Decreased
liver exposure

Conjugated bile acids in urine

Urinary conjugated BAs
r=0.68, p = 0.0004

180

@) °
120
X
e) [
60 %
% Q
@)
0 \ \ ‘
Placebo 3mg/kg 6mg/kg

v

Increased
renal clearance

In serum, values represent each individual AUC (in serum from 0-12h) on Week 5 (umol/L x h). In urine, represented total amount cleared 0-24h on week5 (nmol/L x h). Pearson correlation calculated and significance indicated. Post-hoc statistical
analyses. N=22 (n=6 Placebo, crosses; n=8 Cohort 1 | 3mg/kg, circles; n=8 Cohort 2 | 6mg/kg, dots); 4 doses AX-0810; GalNac conjugation; Subcutaneous
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NTCP RNA editing to improve clinical
outcomes in cholestasis

HEALTHY LIVER BILIARY ATRESIA DISEASE NTCP RNA EDITING THERAPY
w |
v # Prevent
< plasma ' ‘ | BA uptake in
Ll
~ liver
a) i i
: 1
e MRP3/4 MRP3/4 1 NTCP MRP3/4 1 NTCP
: V@ Vm 1l
Q associated Intrahepatic
- with disease cholestasis Protect
§ Liver progression || | R B the liver from
z = - 4 ) | - - et
]
‘ Bile I Bile I Bile
ducts ducts ducts
Deterioration of liver health Aim to
Clinical N/A biomarkers (increase in ALT, AST, GGT, Improvement in liver health biomarkers prolong
outcomes bilirubin, INR), fibrosis biomarkers Positive clinical outcomes native liver
Negative clinical outcomes health
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NTCP RNA modulation is highly selective

Increase in conjugated No change in hormone
, o€ N conjugat R HORMONES A g ge ! ,
bile acids in circulation | BILE ACID DRUGS | levels in circulation

Serum conjugated BAs Free T4 hormones

r=0.53 p=0.012 r=0.15 p=NS

~ 80 g 20

8 Local ° °
) o

S $ ; perturbation E} X

< 60 3 with RNA E g ‘
5 ° editing 5

b X ‘ c

£ 40- g 10

< c

m X o
b5 £

5 20 % o 2

E 1% e Bile acid transport Hormones/drugs transport | E

S INHIBITED X PRESERVED v o

O T T T - O T T T
Placebo 3mg/kg 6mg/kg Placebo 3mg/kg 6emg/kg

RNA editing is designed to modulate NTCP bile acid reuptake AX-0810 Phase 1 clinical data demonstrates that hormonal levels are unchanged

and maintain its other functions Important to maintain NTCP’s other functions

« NTCP protein transports bile acids and hormones through « Mitigates thyroid dysfunction, growth and neurodevelopmental concerns associated
distinct binding sub-pockets with full NTCP inhibition

- AX-0810 only edits the sub-pocket that transports bile acid, * Maintains normal drug metabolism
leaving the sub-pocket that transports hormones functional + Enables safer, longer-term therapy for chronic cholestasis patients

NS, not significant. References: Ruggiero MJ, et al. ] Biol Chem. 2021 Jan-Jun;296:100047; Park JH, et al. Nature. 2022 Jun 30;606(7916):1027-1031; Ho RH, et al. | Biol Chem. 2004 Feb 20;279(8):7213-7222.
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Prof. Gideon Hirschfield MA (Oxon), MB
BChir (Cantab), PhD, FRCP

Professor of Gastroenterology and Hepatology, Toronto, Ontario, Canada

Lily and Terry Horner Chair in Autoimmune Liver < Prof. Hirschfield completed undergraduate

Disease Research studies in Medicine from the Universities of
 Director, The Autoimmune and Rare Liver Disease Oxford and Cambridge and subsequently was
Programme, Toronto General Hospital awarded a PhD from the University of London in
+ Professor, Division of Gastroenterology and 2006. He completed specialist training in Internal
Hepatology, University of Toronto Medicine, Gastroenterology and Hepatology in
+ Prof. Gideon M. Hirschfield is an experienced and London, Cambridge and Toronto.
highly focused clinician-scientist specialising in * Aninternationally recognised expert, Prof.
autoimmune and cholestatic liver diseases. He Hirschfield has published over 350 peer-reviewed
holds the Lily and Terry Horner Chair in articles, including lead authorship in high-impact
Autoimmune Liver Disease Research at the journals such as the New England Journal of
Toronto Centre for Liver Disease, Toronto General Medicine, The Lancet, and Nature Genetics.
Hospital, and serves as a Professor of Medicinein  « His research focuses on advancing therapies for
the Division of Gastroenterology and Hepatology autoimmune and cholestatic liver diseases with
at the University of Toronto. the clear goal of preventing the need for
transplantation alongside improving patient
quality of life
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Importance of bile acids and enterohepatic
circulation in cholestatic diseases

Prof. Gideon Hirschfield

THE AUTOIMMUNE & RARE
LIVER DISEASE PROGRAMME

PBC, PSC, AIH, Hepato-biliary IgG4-RD & Genetic Cholestasis
Care Teaching Research




Causes of Cholestasis

Aetiologies of cholestatic liver disease are related to the site of hepatobiliary insulit?

Q holesta_sis

Hepatocellular

injury
Small bile
duct injury
7=
N Drugs
s | Inflammation
ls| Infection
%7 Genetic
/070\®
Large bile
duct injury
‘:,_\iof \?
"o\ Inflammation
Infection
Obstruction
Malignancy
Ischemia

Cell surface Membrane
receptor transporters

Causes of Cholestasis?

Extrahepatic Biliary Tract
Diseases

Intrahepatic Cholestasis

Biliary Intrahepatic

PBC

PSC

Malignancy
Granulomatous
Post-transplant ductopenia
PFIC3

Alagille Syndrome

Biliary atresia

Hepatocellular

ICP

Drug injury

PFIC1, PFIC2, PFIC4+
Hepatitis (viral and alcoholic)

Biliary atresia
Choledocholithiasis
Bile duct tumors
Ampullary tumors
Pancreatic carcinoma
Mirizzi's syndrome
AIDS cholangiopathy
Parasites

PSC

AIDS, acquired immunodeficiency syndrome; ICP, Intrahepatic cholestasis of pregnancy; PBC, primary biliary cirrhosis; PFIC, Progressive familial intrahepatic cholestasis; PSC, primary sclerosing cholangitis.

1. Hirschfield GM, et al. Gastroenterol. 2010;139(5):1481-1496. 2. Adapted from Sadiku E, et al. Albanian Med J. 2015;4:72-82.
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From: The Continuing Importance of Bile Acids in Liver and Intestinal Disease

Arch Intern Med. 1999;159(22):2647-2658. doi:10.1001/archinte.159.22.2647

Table 1. Functions of Bile Acids*

Process Site Mechanism
Whole Organism
Cholesterol elimination Hepatocyte Conversion to bile acids
Stimulation of biliary cholesterol secretion
Biliary tract Solubilization of cholesterol in mixed micelles
Intestine Fecal excretion of cholesterol and bile acids
Hepatobiliary

Stimulation of bile flow Hepatocyte Canalicular secretion of osmotically active membrane-impermeable molecules

Cholangiocyte Potentiation of secretin-stimulated bicarbonate secretion
Stimulation of biliary PC secretion Hepatocyte Detachment of PC from canalicular membrane

Biliary tract Solubilization of PC in mixed micelles
Feedback inhibition of bile acid and Hepatocyte Repression of cholesterol 7a-hydroxylase and HMG-CoA reductase

cholesterol biosynthesis

Enhancement of lipid absorption
Cleaning of absorptive surfacet
Stimulation of intestinal motilityt

Small intestine
Small intestine
Large intestine

Intestinal
Formation of mixed micelles that promote diffusion through the unstirred layer
Surface activity of the bile acid anions
Neural arc

*PC Indicates phoshatidylcholine; HMG-CoA, 3-hydroxy-3-methylglutaryl coenzyme A.

1 Postulated, not an established function.
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Multiple molecular mechanisms involved in
cholestatic diseases

Toxic bile acid
accumulation

Therapeutic strategies
Failed
metabolic 7
homeostasis | ™
N
|
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/2

ional Event September 2026

11268-1323: Trauner M. Fuchs CD. Gut. 2022 Jan:71(1):194-209




Article

Bile acid metabolites control T,17andT,,
celldifferentiation

Recsived: 24 October 2018

Accepted: T7 September 2019

Published online: 27 November 2019

Sairyu Hang', Donggi Paik'®, Lina Yao’, Eunha Km', Trinath lamma®, fingping Lu*,
Soyoung Ha', Brandon N. Nelson®, Samanths P. Kelly, Lin Wi® Ye Theng’,

Randy S. Longman”, Fraydeon Rastinejad’, A_ Slosn Deviin’, Michasl R, Krout®,
Michael A. Fischbach™, Dan R Littman®"™ & Jun R. Hub*™

Blle acids are abundant In the mammakian gut, where they undergo bacteria-mediated
transformation to generate a large pool of bioactive molecules. Although bile acids
are known to affect host metabolism, cancer progression and Innate Immunity, itis
unknown whether they affect adaptive immune cells such as T helper cells that
express IL-17a (1,17 cells) or regulatory T cells (T, cells). Here we screen a Mbrary of
bile acid metabolites and identify two distinct dertvatives of Nthocholic acid (LCA).
3-oxoLCA and isoalloLCA, as T cell regulators in mice. 3-Oxol CA Inhibited the
differentiation of T,17 ceflls by directly binding to the key transcription factor retinokd-
refated orphan receptor-yt (RORyt) and isoalloLCA increased the differentiation of T
cells through the productionof mitochondrial reactive oxygen spectes (mitoR0S),
which led toIncreased expression of FOXP3, The soalloL CA-mediated enhancement
Of T 0ell differentiation required an intronic Faxpd enhancer, the conserved
noncoding sequence (CNS) 3; this represents a mode of action distinct from that of
previously ident!fied metabolites that increase T, cell differenttation, which require
CNS1. The administration of 3-oxolCA and isoallolLCA to mice reduced 7,17 cell
differentiation and Increased T, cell differentiation, respectively. in the intestinal
lamina propra. Our data suggest mechantsms through which bike acsd metabolites
control host immune responses, by directly modulating the balance of 1,17 and Ty
cells.

Article

Humangutbacteriaproduce
T,17-modulating bile acid metabolites

https-/fdoi org 101038/ 41586-022-04480-2  Donggi Paik™, Lina Yao™, Yancong Thang™”, Sena Bae"*, Gabriel D.

Recersed: 4 Decemnber 2020

Accepted: 77 lanuary 2022

Published onlne- 16 Masch 2022

| % Check for updates

DAgostine’,
Minghao Thang, Eunha Kim', Eric A. Franzoea®’, Julisn Avils-Pacheco®, Jordan E. Bisany’,
Christopher K. Rakowski”, Hers Viamakis™, Ramnik J. Xavier™ ™", mnuw
Randy §. Longman®, Michael R. Krout®, Clary B. Clisk®, Fraydoon
Curtis Huttenhower ™, Jun R Huh'™~ & A, Sloan Deviin®

The microblota modulates gut Immune homeostasis. Bacteria influence the
development and function of host immune cells, iIncluding T helper cells expressing
interleukin-17A (1,17 cells). We previously reported that the bile acid metabolite
3-oxolithocholic acid (3-oxol CA) inhibits T 17 cell differentiation’. Although it was
suggested that gut-residing bacteria produce 3-axol CA, the identity of such bacteria
weas unknown, and 1t was unclear whether 3-oxoLCA and other immunomodulatory
bile aclds are assoctated with inflammatory pathologles inhumans. Here we identify
human gut bacterta and corresponding enzymes that convert the secondary bile ackd
lithocholic acid into 3-axol CA as well as the abundant gut metabolite isolithacholic
actd (isol CA). Stmilar to 3-oxol CA, 1sol CA suppressed T, 17 cell differentiation by
inhibiting retinoic actd receptor-related orphan nuclear receptor-yt, a key

T 17-cell-promoting transcription factor. The levels of both 3-oxolCA and isoLCA and
the 3a-hydroxysterold dehydrogenase genes that are required for their blosynthests
were significantly reduced in patients withinflammatory bowel disease. Moreover,
the levels of these bile acids were Inversely correlated with the expression of

T, 17-cell-assoctated genes. Overall, our data suggest that bacterially produced bile
ackds Inhibit T,17 cell function, an activity that may be relevant to the
pathophysiology of Inflammatory disorders such as inflammatory bowel disease.



Bile acid retention drives pro-inflammatory
program in macrophages
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2
Al Jawazneh A, et al. J Exp Med. 2026 Jul 6;223(7):e240242079

Content of the phagocytosed dying cells,
specifically bile acid-laden hepatocytes, drives a
pro-inflammatory program in the corresponding
efferocytic macrophages, potentially contributing
to chronic hepatic inflammation.



Bile acid physiology and potential toxicity

Primary Bile Acids
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Courtesv of Prof. Henkian Verkade. UMC Groninaen. The Netherlands

Bile acids are cytotoxic when their concentrations increase to
abnormally high levels, either intracellularly or extracellularly

Bile acid cytotoxicity is strongly affected by structure: the greater the
hydrophobicity, the greater the cytotoxicity. Hydrophobicity is defined
operationally by the extent to which bile acids bind to hydrophobic
surfaces, and this can be determined by measuring the retention time
during liquid chromatography using a hydrophobic adsorbent

The natural dihydroxy bile acids CDCA and DCA bind tightly to the
adsorbent, have a long retention time, are hydrophobic by this definition,
and are highly cytotoxic.

Ursodeoxycholic acid, although a dihydroxy bile acid, does not bind to
the adsorbent, has a short retention time, is hydrophilic, and devoid of
cytotoxic properties in most model systems.

Cholic acid is intermediate, being noncytotoxic at low concentrations, but
cytotoxic at very high concentrations.

Arch Intern Med 1999;159;(22):2647-2658



The three major protein transporters for
conjugated bile acids

liver
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Courtesy of Prof. Henkjan Verkade,

vent September 2026 UMC Groningen, The Netherlands
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NTCP deficiency leads to conjugated
hypercholanemia without a clear clinical

phenotype

Table 1. Routine Clinical Chemistry and Bile Salt Profiles

Age (years)

Ref. 0.8 1.3 2.4 2.8 2.9* 3.3 4.8 53"

Total bile salts uM 0.8-16.3 445 1531 1009 (2.1) 1225 (2.4) 533 (4.5) 494 (6.7)
Routine Clinical Chemistry

Test Unit Ref.
ASAT U/l 37=C) 0-40 46 a7 37 34 40 33 34 38
ALAT (g1 37 C) 0-45 36 17 19 15 22 17 22 47
Bili tot M 0-17 13 13 13 13 14 8 11
Bili dir M -7 11 4 5 5
ALP (g1 37°C) B0-325 112 828 829 T2 105 75 80 122
wGT {U/1 37°C) 0-56 18 14 14 11 14 11 11 14
APTT seC 22-30 25 25 27
FT seC 9.7-11.6 13.0 13.0 12.6

BA retention in systemic
circulation

No pruritus despite high
serum BA

Low intrahepatic BA levels
Low BA levels in small
intestine

ProQR Therapeutics — Educational Event Septew?g%%?l@l’ et al. Hepatology. 2015 Jan;61 (21‘3)260_7



Targeting intrahepatic cholestasis
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Biliary Atresia: destructive, inflammatory process that affects intra- and
extrahepatic bile ducts, leading to fibrosis and obliteration of the biliary tract
with the development of biliary cirrhosis

Early (1st trimester) Late (2nd trimester)
Bile duct development Bile duct development
Possible specific >
genetic factors
Maternal factors -
(eg, diabetes)
BASM Isolated biliary atresia

Injury to normally formed extrahepatic bile ducts

Possible immune
dysregulation - 44— Possible genetic
Upregulation of susceptibility

proinflammatory genes

| Perinatal hepatotropic viruses

(eqg, reovirus, rotavirus, and cytomegalovirus)

Lancet: Volume 374, Issue 9702p1704-1713November 14, 2009



High unmet medical needs in cholestatic diseases:
Biliary Atresia

DIAGNOSIS Pediatric: first weeks of life
% 11in 10-19,000 in Europe and
POPULATION* .
North America
Jaundice, poor weight gain, pale
SYMPTOMS poorwelght gain. p
stool, dark urine
Rapid progression to cirrhosis
PROGRESSION and portal hypertension early in
life
Kasai procedure as first-line
STANDARD OF therapy
CARE UDCA SoC for infants and
children post-Kasai
No approved pharmacological
SIGNIFICANT treatments
UNMET NEED 60-80% require liver transplant
despite Kasai

Adike A, et al. Expert Rev Gastroenterol Hepatol. 2018 Oct;12(10):1025-1032; Verkade HJ, et al. J Hepatol. 2016 Sep;65(3):631-42; Sundaram SS, et al.
Liver Transpl. 2017 Jan;23(1):96-109; Raghu \ng5&%el?(ia\{)%ru{ircasn_sgéuggt|201ng{lﬁyé%ZéBe)ézgn%Zr‘l%zlgORD, 2019. Japanese Biliary Atresia Soci%ty. Japanese
Biliary Atresia Registry (JBAR). https://jbas.net/en/national-registration/.



Biliary Atresia is responsible for
~45% of all pediatric liver transplantations

100%

90%

% 298 358

70%
60%
50%
40%
30%
20%

10%

0%

Before 2000 2000 to 2009 Since 2010
B Congenital biliary (n = 6418) m Metabolic (n =2241) B ALF (n =1735)
Cirrhosis (n = 1086) H Cholestatic (n = 1007) ® Malignancies (n = 885)

M Others (n =723)

ProQR Therapeutics - Educepongn Wi U ¥ 5 Pediatrics. 2022 Oct 1;150(4):e2022057424



Histologic findings include expansion of the portal tract with stromal
edema, prominent fibrosis, bile duct proliferation (black arrows), and bile
plugs (white arrows). White star delineates a branching artery.

ProQR Therapeutics — Educational Event September 2026

33
Clin Liver Dis. 2022 Jun 25;26(3):341-354.



SLC10A171 (NTCP: Sodium-taurocholate cotransporting
polypeptide) mMRNA expression is upregulated in Biliary

Atresia
NTCP
Bile acid uptake SLC10A1
120
- 2 BA with NL
2 100{ g : BAith LT 100
3 ] ;
e £ 80
<ZE 1.0 4 g 60
i £
-
5 3 40
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20
SLC10A1 (NTCP) 0
Nyholm [, et al. ] Hepatol. 2025 Luo Z, et al. Gastroenterology. 2019

Aug;83(2):440-452 Oct;157(4):1138-1152.e14



Accumulation of bile acids in the liver is the
mayjor factor in pathophysiology of disease

IN HEALTHY INDIVIDUALS - BILE ACIDS
HOMEOSTASIS IN THE ENTEROHEPATIC
CYCLE
Bile acid levels in each compartment are tightly
regulated

o °

NTCP A Liver
[ ]

Intestine
Serum
° [ ]
[ ]

IN BILIARY ATRESIA PATIENTS - CONSISTENT
INCREASE IN LIVER AND SERUM
Accumulation of bile acids in the liver, spill over in the

circulation / Associated with decrease in native liver
survival, portal hypertension and varices

development
[ ]
[ ] ® ®
°® ® o
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o |
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NTCP MODULATION LEADS TO OPPOSITE
PATTERN BETWEEN LIVER AND PLASMA

Increase in serum bile acids is associated with
a decrease liver toxic bile acid load

* L] Intestine

® g0

35



Disease vs NTCP modulation: plasma bile
acids increase leading to opposite effect

PLASMABILE ACIDS LIVER BILE ACIDS EXPECTED OUTCOME

A Ol X

DISEASE STATE
. , HIGH POOR
untreated biliary atresia HIGH
toxic load - fibrosis High rate of transplant/death
(Nyholm 2025)
(Nyholm 2025) (Harpavat 2022)
NTCP MODULATION OOM) J
AX-0810/AX-0811 HIGH GOOD
o . LOW Decrease in liver BA load with potential
editing therapy Demonstrating target engagement i ) . .
Vv~67% in animal model for decrease in negative outcomes

in healthy subject (Harpavat 2022)



From target engagement to
therapeutic effect

Clinical development and next steps

ProQR Therapeutics - Educational Event September 2026



AX-0811 projected to achieve up to 65% editing

AX-0810 and AX-0811 AX:,’?” "_"“: e p“g“tzd
liver concentration in NHP editing in human liver base - Based on the AX-0810
on liver concentration
eos human PK correlation,
2, | 60- A s AX-0811 PK modeling
o 7 = .
A F . predicts 40 and 65%
IS ' £ 3 crs .
g S c 40 editing in human at
[
3 1o g5 oo doses of 2 and 4 mg/kg
o b at 3 and .
o o< 20 s maks respectively
> o
1 ; « AX-0811 is projected to
T T T T T T T T T T T T T T T T
0 2 4 6 8 10 12 14 16 18 10 30 100 300 have
Time (weeks after last dose) Liver concentration (ug/g) * 3+ month half-life
- AX08T0 — AX-08TT — AX0810 -~ AX-0811 - lower dose levels
+ less frequent dosin
AX-0811 has 1.6-fold longer half life AX-0811 has >4x greater potency in vivo . &

Treatment conditions: left, NHP treated with SC administration of AX-0810 2mg/kg at D1, D3 and D5 or AX-0811 2 mg/kg at D1, D4 and D7. n=4 per treatment - sparse sampling; right, humanized liver mice treated with SC administration of AX-0810 at
50 mg/kg, (1, 4 and 13 injections) and 30 mg/kg (10 injections), n=18, HPLC, and AX-0811 at 3.75 - 30 mg/kg (8 injections), n=19, hECLIA. PK half-life based on available data (3mg/kg)

ProQR Therapeutics - Educational Event September 2026 38




AX-0811 FIH Phase 1 study

Multiple ascending dose (MAD) N=33 (healthy volunteers: 24 on treatment, 9 on placebo)

* * * *
* * * *
* * * *

DMC safety reviews before proceeding to next dose and dose escalation is sequential during the dosing phase

Treatment Key biomarkers of target = CTA enabling activities ongoing

AX-0811 GalNAc conjugated editing oligonucleotide engagement v CTAfiling in mid-2026

Objectives « TUDCA challenge - Target engagement data
 Bile acids profile expected from Cohorts 1 and

+ Assess safety, tolerability, and PK of AX-0811

- Confirm target engagement as measured by biomarkers tzrze i lallz eci levels 2 By syl 2027

CTA, Clinical Trial Application; DMC, Data Monitoring Committee; FIH, First in Human; MAD, Multiple Ascending Dose; PK, Pharmacokinetics; TUDCA, Tauroursodeoxycholic acid

ProQR Therapeutics - Educational Event September 2026 39




Clear biomarker strategy to assess AX-0811
target engagement

AX-0811 expected to exceed AX-0810 in all biomarkers
Greater potency and improved durability at lower dose levels

1 2 3
BILE ACIDS TOTAL
TUDcA PROFILE BILE ACIDS
High specificity to NTCP Translation into the Supportive target

and controlled conditions disease population engagement

ProQR Therapeutics - Educational Event September 2026 40




Translate into disease modification in
Biliary Atresia

Target engagement Bile
0 Acid biomarkers
- TUDCA
« Conjugated Bile Acids
- Total Bile Acids

IIT TRIAL PHASE 2 TRIAL Liver health biomarkers
* Liver injury enzymes
« Children 5-11 years with - BA patients post-Kasai ALT, AST, GGT
biliary atresia post-Kasai procedure with ) Li,ver funCtion_ ‘?’md ,ﬁbmSiS ,
: .. .. biomarkers bilirubin, albumin
with native liver native liver and INR, ProC3, ELF
* Active disease enrichment *  Excluding patients with » Liver stiffness ultrasound
(e.g., abnormal liver decompensated liver RstegE iy
enzymes, presence of disease or prior liver Clinical outcomes

« Liver-related clinical events
« Native liver survival
« Death

liver fibrosis, and transplantation
abnormal bile acids level)

ProQR Therapeutics - Educational Event September 2026 41




Summary of learnings from this event

Framework for evaluating AX-0811 is
expected to exceed AX-0810 across all
biomarkers in equivalent cohorts, listed in
order of importance

« TUDCA - most sensitive PD biomarker

« Conjugated bile acids increase - most
informative for translation to disease

« Urine conjugated BA to directionally align
with plasma

« Total bile acids increase - supportive target
engagement

ProQR Therapeutics - Educational Event September 2026

Clear strategy to translate from NTCP target
engagement into liver health in biliary atresia

Biological rational for NTCP editing in biliary
atresia is very strong

Robust PoC in disease model demonstrating a
67% reduction in cholestasis

Clinical data confirms elimination of the disease-

causing toxic conjugated bile acids from the
system

NTCP editing is expected to translate into
improvements in liver health for biliary atresia,
as measured by liver injury enzymes, and liver
function, fibrosis and stiffness biomarkers.

42




A development pipeli

with rich catalyst calena@r

2]

NTCP / CHOLESTATIC DISEASE

AX-0810 Ph 1
Cohort 3 and
12-week follow-
up full results
YE 2026

AX-0811 target
engagement
HV data
Cohorts 1 & 2
expected by
early Jan 2027

IIT initial data
in biliary
atresia patients
H1 2027

Ph 2
development
expected start
mid 2027, with
IA mid 2028

IDUA / PNPLA3/
MPS1 MASH
AX-0422 for
MPS | Hurler AX-2911 for
syndrome PNPLA3 IIT
initial human H12027

data H1 2027

Adike A, et al. Expert Rev Gastroenterol Hepatol. 2018 Oct;12(10):1025-1032; Verkade HJ, et al. ] Hepatol. 2016 Sep;65(3):631-42; Sundaram SS, et al. Liver Transpl. 2017 Jan;23(1):96-109; Raghu VK, et al. Liver Transpl. 2021 May;27(5):711-718; NORD, 2019, Japanese
Biliary Atresia Society. Japanese Biliary Atresia Registry (JBAR). https://jbas.net/en/national-registration/.
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