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A
nalyte and m

ethods in the discussion
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2 •
Type of m

olecule:
H

um
anized m

onoclonal antibody

•
Purpose of assay:

PK determ
ination in clinical studies

•
M

ethod:
LC

-M
S/M

S after pellet digestion (trypsin)

•
Internal standard:

stable isotope labelled-w
hole protein

•
Q

uantification:
Specific signature peptide (1263 D

alton)

•
D

ynam
ic range:

0.25-250 μg/m
L

•
Project period:

2014 -Present
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A
cceptance criteria used
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3 •
±

20%
, 25%

@
LLO

Q
 [20/25%

], sim
ilar to LBA criteria

•
N

o clear guidance/guideline for protein quantification by 
LC

-M
S/M

S at that tim
e

•
R

efer to the W
hite papers

R
ecom

m
endations for validation of LC

-M
S

/M
S

 bioanalytical m
ethods for 

protein biotherapeutics. The A
A

P
S

 Journal, 17 (1), 2015

-> N
ovartis SO

P
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To be published later
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C
onclusion

Experim
ental data com

parison betw
een 

original (20/25%
, som

e are rejected by 15%
) and 

reanalyzed values (15/20%
)

•
N

o relevant difference betw
een the tw

o datasets.

Sim
ulation of tw

o assays 15/20%
 (B

E, better) and 
20/25%

 (EB
E, good)

•
N

o relevant difference in PK param
eters.
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B
y the w

ay....

•
Stability assessm

ent
–

N
eed to extend the LTS

 up to 39 m
onths (being extended)

•
Tim

e
–

From
 decision to com

pletion of reanalysis: 
# half year w

ith lots of discussion, 
# contract, 
# additional sam

ple shipm
ent, 

# reprocessing the data and 
# sam

ple reanalysis

•
C

ost
–

R
eprocessing, 

backup sam
ple shipm

ents, 
ca 350 sam

ple reanalysis over 10 analytical runs, 
additional repeat of m

ethod validation item
s
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Q
uestion to A

udience

W
e use LC

-M
S/M

S for protein quantification in this case.
If w

e did not, w
e used LB

A
.

•
Since LB

A uses 20/25%
 acceptance criteria, 

W
hy w

e need to use 15/20%
 criteria for LC

-M
S/M

S 
determ

ination for protein quantification?
•

D
o your Pharm

acokineticist/ statistician interpret the 
dataset w

ith 15/20%
 (chrom

atography) and that w
ith 

20/25%
 (LB

A
) different w

ay?
•

H
ow

 m
uch the narrow

ed criteria by chrom
atography 

assay contributes to im
provem

ent to the entire results?
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Q
uestion to A

udience –continued–

•
C

an w
e (EB

F) discuss the acceptance criteria of protein 
quantification w

ith relevant stakeholders?
•

D
o w

e need to have tw
o different acceptance criteria, 

15/20%
 (C

hrom
atography) and 20/25%

 (LB
A

) for protein 
quantification?

•
If w

e harm
onize the criteria, w

hich one is appropriate?
•

A
ny consideration by type of the study,

e.g. B
ioE, high risk drug link to the exposure?
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