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Infliximab was immuno-purified from 35 pL of rat plasma using a
generic affinity capture (Protein A). Samples were then prepared for
LC/MS analysis using ProteinWorks eXpress Digest Kit and protocol.
Signature tryptic peptides were purified using the ProteinWorks
MElution SPE Clean-Up Kit and protocol.

Table 2. Statistics for QC samples from all infliximab peptides used

for quantification.
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Figure 2. Chromatogram showing 10 ng/mL of infliximab in rat
plasma, as compared to blank rat plasma. Infliximab is quantified
using the unique peptide SINSATHYAESVK
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only 35 pL of plasma, a limit of 10 ng/mL was achieved for the SINS
peptide, as seen in Figure 2.3

CONCLUSION

LC/ MS Conditions 100- 633.1 > 731.8 (Remicade DILLTQSPAILSVSI;C;I;R‘Z 100- 751.88 > 836.47 (Generic DSTYSLSSTL;I’IA_EKE?
Blank Rat Plasma J\ JLM e Blank Rat Plasma J\ “Aren A ic kit-b d h full dt if
_ _ 2] 2] generic kit-based approach was successfully used to purify
LC-MS/MS analysis was performed on a Waters Xevo TQ-S triple NN U0 | YUPL 1 D S S Oy | S infliximab from a typical set of standard curves and QC samples
quadrupole MS (ESI+). The tryptic peptides, DILLTQSPAILSVSPGER 1,00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 - - cpe g -
633.15731.8) SINSATHYAESVK (469 6>603.8 r MRM of 11 Channels ES+ MRM of 11 Channels ES+ in rat plasma. A limit of quantification of 10 ng/mL was readily
(DSTY.SESSTL.TE’SK 51 885836 4; 0> | .t)’dafn 100.- s 633.1 > 731.8 (Remicade DILLTQSPAILSVSZ%EeR‘z 100- 751.88 > 836.47 (Generic DSTYSLSSTLIIE_SS(P;S) achieved, while maintaining excellent linearity and single digit
quantification. A m(uriné mAb (Wate)r\év)e;\/eazeuigdeas(;rn internal | W JM Area « WOSHIME 2207 e precision. The total sample prep time, including an affinity
ctandard Chr.omato rabhic sebaration was achieved Using an oﬁmmﬁ Ojﬂ(/\ﬂﬂﬁ purification step, was under 6 hours. The total digest prep time
AC UI_I_Y- UpLC tg P 'th pAC UITY UPLC Pebtid BEgH C18 1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 MRM1of.(ﬁ e s 1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 MRMmf.?? s e was just over 2 hours. The universal, kit-based approach
o annels + (o) annels + - - = = - =
30(?3\ 17 um ;yls ni':} \)/(VI158nmm CC20| v fT(I)DWI the of 0.3 ’mL/ 100 10513 633.1 > 731.8 (Remicade DILLTQSPAILSVSPGER) 100. 16326 751.88 > 836.47 (Generic DSTYSLSSTLTLSK) allows novice users to achieve ultra-low detection limits with a
min u,sin.g l; linear gradient with 0 10/uforr;1ic ~cid in water and | 3.5ug/mL Area | 3.5 pg/mL l ‘nee  simple, step-wise protocol and a set of standardized, pre-
1% s S . . -
measured reagents, ensuring both the sensitivity required and
0.1% formic acid in acetonitrile. Final injection volume was 10 pL. S S O GO WS - -
] H ° 1.00 2.00 300 400 | 500 | 600 | 7.00 8.00 9.00 | 1000 ° 1.00 2.00 3.00 400 | 500 = 6.0 7.00 8.00 9.00 | 1000 the transferability desired of such methods.
MRM of 11 Channels ES+ MRM of 11 Channels ES+
100 167714 633.1 > 731.8 (Remicade DILLTQSPAILSVSE(%I;R(S) 100 239446 751.88 > 836.47 (Generic DSTYSLSSTLST%K(%
.00€e .[oe
Std. Curve Range Mean % Accuracy - 35.0 pg/mL Area - 35.0 pg/mL Area References
Peptide (ng/mL) Weighting Linear fit (rz) of all points
DILLTQSPAILSVSPGER* 0.05-250 1/X 0.998 100.00 T 00 so0 400 sbo | eoo 700 8o so | 1000 T 200 so0 400 sbo | ebo | 7o0 | soo | sbo | doo0 1. McKinsey and Company; Data Source: Evaluate Pharma, US Patent
2 MRM of 11 Channels ES+ MRM of 11 Channels ES+ irati
SINSATHYAESVK* 0.01-100 1/X 0.995 98.47 100 1278188 633.1 > 731.8 (Remicade DILL'IE)QSPAILE‘Sr]\?g;GER) 100 2146762 751.88 > 836.47 (Generic BSTYSLasnsnTeLSTLSK) Explratlpn Dates. _ _ N
DSTYSLSSTLTLSK 0.10-500 1/%2 0.997 99.34 I } 2.81e7 518¢7 2. FDA Guidance for Industry for Bioanalytical Method Validation, CDER
- - — < -0 Ho/m Area .| 350.0 ug/mL Area 3 Application Note: 720005535EN, High Sensitivity Quantification of
Table 1.Linear dynamic range and standard curve statistics N T Infliximab in Rat Plasma Using a Fast, Standardized Kit-Based Approach
for signature peptides use to quantify infliximab in rat plas- 1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 1.00 2.00 3.00 4.00 500 6.0 7.00 8.00 9.00 10.00

ma. Figure 1. Representative QC chromatograms of Infliximab using the DILLTQSPAILSVSPGER (A) and DSTYSLSSTLTLSK (B) tryptic peptides.
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