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\Welcome Back & Introduction

**Laureen Little
Principal Consultant
Quality Services
BEBPA President™*

Audience Surveys



i.1 How many BEBPA Conferences have you attended?
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This is my first 2to4 5to09 10to14 More than 14 (USB + HCP +
EUB =40!)




.2 What type of organization do you work for?
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Large Small or Mid size Contract Research Regulatory Agency Academia Government/Institutio  Supplier Organization ~ Consultant Other (please type in
Bio/Pharmaceutical Bio/Pharmaceutical Organization n Chat Box)
Company Company



.3 \What part of the organization do your work for?
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Research Development Quality Marketing Regulatory Other (please typein
Control/Assurance Chat Box)



.4 \What product modalities do you work to develop?

44
= 34
2V
20 21
15
.ll" . 8
- R

Monoclonal antibodies Monoclonal antibody ~ Antibody fragments Fusion proteins Vaccines (protein) Vaccines (viral vector)  Gene therapy Recombinant proteins  Other (please type in
derivatives (eg; Chat Box)
bispecifics)



.5 How many products that you have worked on are affected by HCP-related setbacks?

More than 10




.6 How many years have you worked with HCP assays?

More than 10




biberach

copenhagen

pennsylvania

Attendee Countries
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belgium

i.7 \Where are you from (what city/state/country)?
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DAY 1 Audience Surveys

Session 1
&
Session 2
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11 At what stage of development do you ID HCPs?
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Pre-clinical stage Prior to first in human studies After ELISA HCP issues have arisen During process development




1.2 Do you have a formal risk assessment program for HCPs found in your
products?




BEEHA

1.3 Which technique(s) are you using for HCP detection?

48
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19
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ELISA Targeted MS Untargeted MS Other




B
1.4 For MIS users: \Which source are you using for HCP quantification?

ESI, nanoFlow (0.2-0.9 ESI, capFlow (1-15 ESI, microFlow (20-200 ESI, analytical Flow MALDI Other source
pl/min) pl/min) pl/min) (>200 pl/min)

“EpA




BEEHA

1.5 For MIS users: Which type of calibration do you use?

Internal one-point External calibration curve  Internal one-point + Internal calibrationcurve  Other
calibration external calibration curve




1.6 What 2D methods do you use in your HCP-related work?

nnnnn tional 2Dg el Conventional 2D Western  2D-DIGE 2D-DIBE IAC followed by IAC followed by 2D-DIGE  Non Don't know
I ctrophoresis (single blot (chemilumin entional 2DE
stain) / colorimetri detecto )



1.7 What challenges do you face when using 2D methods in your HCP-related work?
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Challenges sourcing Limited access to Limited availability of ~ Reproducibility issues  Lack of software for High resource Difficulty identifying 2D experimentsdont  Weak link between2D  Hard to justify 2D use
equipment or support, training, or antibody or antigen QACTOSS runs, users, or efficient data analysis ~ demands: time, cost, or HCPs or linking spots fit process results and ELISA to QA regulators or
consumables updated methods reagents sites technical expertise toMS development pace performance management



DAY 2 Audience Surveys

Session 3
&
Session 4



BEEHA
2.1 How frequently do you encounter issues related to Polysorbate
degradation in your projects?
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/
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Never Rarely Sometimes Often Always




2.2 Do you have specific methods in place to identify enzymatically active
host cell proteins in your projects? If yes, what are they?

Yes, we use enzymatic assays such as Yes, we use mass spectrometry-based methods (eg.,  No, but we plan to establish methods in the near future  No, we do not have any methods established and
spectrophotometric and fluorimetric esterase assays  proteomics, activity-based protein profiling) currently do not see a need to implement them




2.3 How frequently do you test for specific HCPs (e.g., for PLBL2 or Cathepsin B) in your current projects?

Regularly (several times per Occasionally (1-2 times per Only when required by Never — but potentially Never — no current need
year) year) regulatory authorities relevant for us




2.4 \Which high-risk HCPs are relevant in your development programs?

PLBL2 Lipoprotein lipase (LPL) CathepsinD Cathepsin B Peroxiredoxin-1 Glutathion-S-Transferase  Other None / Not applicable
Pi (GSTP)




2.5 Would you be interested in qualified ready-to-use ELISA kits for
quantification of high risk HCPs?
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Yes, very likely Possibly — depends on the project No —we use other methods No — no interest in testing




BEEHA

2.6 What type of mock material do you typically use for HCP antibody generation?
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8
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Only cell culture supernatant Only cell lysate Mixture of lysate and supernatant Material depending on product Partially purified capture material (e.g.
localization (e.g. secreted vs. intracellular)  mock DSP step)




BEEHA

2.7 In case of product expression in inclusion bodies, which strategy do you
use for mock material preparation?

16

Whole cell lysate Inclusion body material after product-  Partially purified capture material (e.g.
depletion mock DSP step)



BEEHA

2.8 \When selecting a mock strategy, which aspects do you consider?

30

6
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Broadest possible HCP diversity (for Process-specific relevance (e.g. enrich Specifically tailored mock (e.g. deplete Follow internal SOP / historical practice Should be defined by external vendor
maximum coverage) downstream-relevant HCPs) high immunogenic or high abundant
proteins)



2.9 \Which methods do you routinely apply for bridging studies (e.g. for reagent
changes or process modifications)?

35

Mass spectrometry (targeted or HCP ELISA comparison (e.g. curve Visual techniques (2D-DIGE, Western
discovery-based) overlay, spike recovery) blotting)






1. Would you rather.....

1st Clean out a decade-old -80°C freezer

Sit through a 3-hour meeting with no

2nd agenda




2.\Nould you rather.....

Troubleshoot a mysterious ELISA drift for

1st 6 hours straight

2nd Pipette 500 samples by hand




1st

2nd

Attend virtually from a cozy cabin in the
Alps

Attend a conference in person on the
beaches of Greece




4. \Nould you rather explain your research.....

1st To a room of toddlers

To your great-aunt who thinks proteins are

2nd a food group




1st

2nd

Have a centrifuge that tells bad jokes
while spinning

Have a pipette that sings every time it
dispenses



6. Would you rather explain HCP clearance.....

1st To your CEQO in an elevator ride

To a regulatory auditor with no science

2nd background




1st

2nd

Get perfect coverage with your HCP
ELISA but it takes 5 days to run

Have a super-fast assay that misses 30%
of proteins




8. \Would you rather.....

Find a mysterious glowing liquid in your

1st fridge

Realize your sandwich has been

2nd incubating in the 37°C oven




1st

2nd

Have your slides freeze mid-presentation

Accidentally switch to a personal
vacation photo in front of 200 people



1st

2nd

Get randomly selected for “extra security
screening” every flight

Always get the middle seat between two
chatty people



Join at menticom | use code 3349 2693

DAY 3 Audience Surveys



\Workshop 1: Navigating HCP Analytics: Debunking
Common Myths and Applying a Strategic and
Systematic Approach for Success

Audience Surveys
Friday, 30 May 2025



WS11 Which of the following topics would you like to learn the most about at
our workshop?
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How to select different HCP analytical How to select, qualify, and validate HCP How to turn pieces of LC-MS How to balance the cost and benefit Other (please specify your own topic on
toolkits based on molecular assays in a phase-appropriate manner? characterization data into actionable between a proactive and a reactive next slide)
characteristics? knowledge? approach?




BEEPA

WS11a OTHER: What other topics would you like to learn the most about at
our workshop? (type in answer)

ELISA

Troubleshooting ELISA
issues

How to set spec limits

Immunisation

LCMS

Ways to standardize
practices across the
industry

How we can standardize
the HCP-MS workflow.

ELISA validation

How to better
understand my process

Dilution linearity for at
QL ELISA

How to look at mass spec data
at each step of our process and
see what is a good rate of
clearance- also if there are
hecps of concern, at what point
must they be cleared

MS process dev support

Feedback for
Bioprocess

2D coverage

Compare LC ms with
elisa wuant

How to balance ELISA
and MS to support
processing dev?



BEEHA

WS1.2 Which of the following common myths would you like to learn the most
about at our workshop?
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8
5
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Immunoaffinity-based and 2D-GE/Western  All HCPs contributed equally to the The broader the coverage by the antibody  The more sensitive the method and the Other (please specify your own topic on
blot-based coverage: one is better than measurement either by ELISA orby LC-MS  reagents, the better the ELISA more data you have, the better insights you next slide)
the other and are equally problematic performance can gain on HCP



BEEHA

WS1.2a OTHER: What common myths would you like to learn the most about
at our workshop? (type in answer)

Process specific assay is
always better than
platform or generic

Quantitative answers

An HCP ELISA is actually
quantitative..

MS can solve all HCP
issues.

Either MS or ELISA is
better

Biophysics of linearity
issues in ELISA

Sensitivity of assay

LC-MS HCP GMP
release

MS coverage is a good
bridging strategy

Need for process
specific assay

Quantitation’s possible

LC-MS HCP GMP
release

DSP can solve all HCP
problem

Process specific Vs
platform ELISA



Join at menticom | use code 3349 2693

DAY 3 Audience Surveys

Session 5



3.1 What HCP levels do you consider to be safe?

19
14
/
1
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<1000 ppm <500 ppm <100 ppm <50 ppm <10 ppm <1ppm



BEEHA
3.2 Have you identified HCPs present in your product but not detected by
ELISA?

17
8
o
-3

Never Once Often Now and then




BEEHA

3.3 Have you put an MS method into the QC lab?

We are planning on it No, but we are consideringit  No and we never intend to




B

“EpA

3.4 Has your company considered expressing your rDNA products in cell
substrates derived from knock-out animals?

2 2
.
Yes, we have already done so Yes, we have plans to do so Not that | know of



BEEHA

3.5 What kind of results have you seen when bridging a generic HCP kit with
an upstream platform or process-specific assay?

18
/
3 -3

Upstream platform or process-specific assay detects ~ Upstream platform or process-specific assay detects ~ Upstream platform or process-specific assay detects ~ Upstream platform or process-specific assay detects
more HCPs than generic kit in all process more HCPs in unpurified cell culture harvestand drug  more HCPs than generic kit in certain process less HCPs than generic kit
intermediates and DS. substance intermediates




3.6 There are suggestions that USP <1132> (HCP ELISAs) should be updated.
If it were to be updated, what subjects do you think need updating?

18
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HCP antigen generation and HCP antibody preparation and ELISA method development and ELISA method validation Nothing — an update is not needed  Other, please specify your answer
characterization coverage characterization Qualifying as Fit for Use at this time in the next question
methods



need updating? (type in answer)

Cl Evaluation for LC-MS-Coverage Specification limit
accuracy validation

3.6a If USP <1132> were to be updated, what OTHER subjects do you think



3.7 If you have read USP <1132.1>, how would you characterize it?

16
I _

Itis too detailed Itis too general Itis too opinionated It is not opinionated enough - Itis just about right Other, please specify your answer
needs to be more prescriptive in the next question

16

O




3.7a If you have read USP <1132.1>, how would you OTHERWISE
characterize it? (type in answer)

NA It Accounts for the Best practices for
Challenger with mass quantitation
spec



BEEPA

3.8 How many years of experience do you have in HCPs? (type in number)

13 three

12 one
2 _6
X

o
N

two

1

N
ol

4 months

16 45
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4 months Il -

6 months N -

1

HOW MANY YEARS OF EXPERIENCE DO YOU HAVE IN

2 IS O

3 I @

4 I
5 I
6 I @

7 o

HCPS?

6 month

#People

From 42 HCP Attendees in 2025:
Total # Years = 322 years, 10 months!

(~avg. = 7.6 years)

# Years



Thank you!!
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