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ABSTRACT
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Methods: Highly specific and reproducible total GIP (AL-1013) and Intact === GIP (1-30): YAEGTFISDYSIAMDKIHQQDFNVWLLAQK-NH2 sostprandial glycemic 2 0 18 | | | |
GIP (AL-1022) ELISAs have been developed using specific monoclonal excursions. 0 250 500 750 1000

antibodies to help estimate the total and intact GIP concentrations in
plasma in the respective immunoassays.
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Plasma GIP Stability

Multiple K2ZEDTA plasma samples were tested for their stability upon
freeze and thaw stress cycles in Total and Intact GIP ELISA. The

Results: Total and intact GIP ELISAs have been validated using well-
characterized sample set and the peptide preparations. The total GIP
ELISA detects 1-42aa, 3-42aa, 1-30aa, and 3-30aa in the sample. The
Intact GIP assay detects GIP (1-42aa) and the most abundant 3-42aa
fragment equally in the human plasma. The intact GIP assay does not

RESULTS: ANALYTICAL CHARACTERISTICS
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Conclusions: Highly sensitive and specific total and intact GIP ELISAs
have been developed to reliably quantify these important endocrine and
local reqgulators in physiological and pathophysiological studies for

presented in the following tables below.

Total GIP ELISA

Intact GIP ELISA

Expected Ranges

metabolic disorders. _ _
Sample Mean Concentration Total SD Total sample Mean Concentration Total SD Total Total and Intact GIP concentrations were measured in subjects, fasting (0
GIP ELISAS M ETHOD (pg/mL) (pg/mL) CV % (pg/mL) (pg/mL) CV % minutes) and between 30-180 minutes after meals at 30 minutes intervals.
The GIP concentrations with time were analyzed and is presented below.
Low 68.3 5.85 8.6 Low 37.7 3.49 9.3
M A 1200 - -
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Total GIP ELISA Assay Intact GIP ELISA Assay 0 30 60 90 120 150 180
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Sample ID| factor Value Value Recover RecOver D factor Value Value Recovery | Recover
(1in X) (pg/mL) (pg/mL) y Y (1in X) (pg/mL) (pg/mL) Y Y 1 1000 -
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to the Antibody Coated plate [y \yash 5 times 8 83.23 73.77 89% 3 45.28 36.01 80% = 400 -
& 16 41.61 36.68 88% 16 22.64 22.78 101% I
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Add 100 uL of SHRP <VA4> Incubate and shake 5 553 80 Neat 549.78
: : 2 274.89 265.60 97% 0 .
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Sample-2 ' ' 90% 4 137.45 129.04 94% 0 0 30 60 90 120 150 180
| 8 139.70 129.61 93% Sample-2 3 6872 £0.89 Py 91% | |
'Wash S times 0 - - 0 Time after Meal (Minutes)
16 69.85 60.27 86%
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. A . . 0
Solution Yo Incubate and shake Neat Over N/A N/A Neat Over N/A NJA CONCLUSIONS
£¥4 (10 mins) 2 Over N/A N/A 5 867 08
& 4 726.62 1 431' - 7178 33 999, Q Highly sensitive and specific Intact and Total GIP ELISAs have been
. 8 363.31 365.06 100% ' : . developed to reliably quantify GIP fragments in circulation
Sample-3 104% '
| | égldutllgg Lot Stopping Read Optical Densit i 16 181.66 176.83 9% O Sample-3 8 215.75 201.79 4% I 0 The combination of these two ELISAs can now enable the
(OD) P y 32 90.83 92.19 102% 16 107.87 101.11 94% measurement of bioactive 1-30aa GIP fragments in circulation.
64 45.41 46.19 102% 32 ©3.94 ©1.90 96% Q The stability of plasma specimen, low sample volume opens new
128 22.71 26.94 119% 64 26.97 27.94 104% avenue to re-analyze the residual samples from previous studies.
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