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INTRODUCTION ONE REPRESENTATIVE STANDARD CURVE TWO REPRESENTATIVE STANDARD DATA CONCLUSIONS
i iati - Std8 | Std7 | Std6 | std5 | std4 | std3 std 2 std 1 . .
Growth : lei‘erentlatlon Factor 8 (GDF 8)-' also I.<nown % 31.25 | 62.50 | 125.00 | 250.00 | 500.00 | 1,000.00 | 2,000.00 | 4,000.00 A sensitive immunoassay has been successfully
Myostatin, is a secreted TGF-B superfamily protein that is Analytcal Run ¢ anaiyzec on 04-Aug.2012 Calibraton Standards for GDE- (pgimL) Run ID| Run Details | ~; ; ’ ’ : e e e . . ipr s
. . Regression Method = 4P (VARQUARDT) . Weighting Factor= 1/Y""2 pg/mL | pg/mL | pg/mL | pg/mL | pg/mL pg/mL pg/mL pg/mL Vahdated and deemed SUltable for‘ the quant|f|cat|0n Of
expressed in developing and adult skeletal muscle. It controls i 0000000 S0 S 1 51018 B AL Sl e Sy 09929 31.25 | 62.50 | 125.00 | 250.00 | 500.00 | 1,000.00 | 2,000.00 | 4,000.00 _ _
myoblast proliferation and is a potent negative regulator of Sy STt #1 24.76 | 70.79 [121.43 ] 218.87 [ 507.53 | 989.42 | 2051.97 | 3771.57 GDF8 in human serum samples using ELISA platform.
skeletal muscle mass. The amino acid sequence of mature GDF-8 as{ #2 29.32 | 73.03 | 138.30 f 265.21 | 457.64 | 1081.47 | 220193 | 3856.80
is conserved between human, mouse, and rat. The study aimed - '”,\t/::;:” 27.04 | 71.91 | 129.87 | 242.04 | 482.59 | 1035.45 | 2126.95 | 3814.19
to develop and validate a sensitive immunoassay for the 1 o onool 322 | 158 | 1295 | 3277 | 358 | es.00 | 20608 | e027 The validation data demonstrated that the standard
quantitation of GDF8 in human serum as a potential cardiac bl Run 1= —— o | 29 > | 1ae s s i e calibration model, accuracy, precision, parallelism
. .. . . . P ® o, . . . . . . . : . o . . Lol
biomarker for Fllnlcal studies in heart fal.lure. The Quantikine N %CV (dilution linearity and hook effect), reproducibility and
GDF-8/Myostatin Immunoassay is a solid phase ELISA assay §20f Intrarun oo [ 459 | 39 3.2 35 35 6.3 46 q bility. bench fri ; h q
designed to measure GDF-8 levels in serum and plasma. This s A’:E > > > > > > > > etectability, bench-top, refrigerator, reeze/thaw an
assay employs the quantitative sandwich enzyme immunoassay B r 32.19 | 6605 | 13538 | 28658 | 525.16 | 1045.32 | 294.35 | 372822 long-term stability met all validation acceptance
technique. The assay parameters, including precision and W #2 25.80 | 64.08 | 128.80 | 228.91 | 448.56 | 914.44 | 2368.85 | 3644.48 criteria. Method BTM-2580-RO was validated and
ibili ili i iluti r Intra run ) e .
accuracy, reprOdUF{bl|ltV and detectab|ll'iy, parallehsrr.\/dll.utlon of : oo | 29.00 | 65.09 | 132.09 | 247.75 | 486.86 | 979.89 | 233160 | 3686.41 deemed suitable for the quantification of GDF-
linearity and stability was assessed during assay validation. The osf 3 inin h h L
assay Sensitivity is 31.25 pg/mL with the MRD of 1:8. 5 Run 2 IntrarunSD| 4.52 1.42 4.65 26.64 54.16 92.56 52.68 59.30 /Myostat|n in human serum. The quant|tat|ve range
METHOD L S I s s o o InE/::é\r/un 15.6 2.2 3.5 10.8 11.1 9.4 2.3 1.6 of the method was 31.25 - 4000.00 pg/mL with a MRD
Nominal Conc.
Intra run of 1:8.
: 72 | a1 | 57 | -09 2.6 -2.0 16.6 7.8
This assay employs the quantitative sandwich enzyme ”’:E - - > - . - - >
immunoassay technique. A monoclonal antibody specific for
mature GDF-8 has been pre-coated onto a microplate. Standards GDF-8 REPRODUCIBILITY IN HUMAN SERUM GDF-8 PARALLELISM IN HUMAN SERUM Samples reading above the ULOQ could be diluted to a
and samples are pipetted into the wells, and any GDF-8 present is Initial Value Re-assay Value 1X ax 8X 16X 32X maximum dilution of 1:32. Myostatin levels in ten
bound by the immobilized antibody. After washing away any Serum Mean |, Serum | Mean | |%Difference| |3°™™ | 1oty | mean | | | mean | || mean | | mean | | | mean | | individual human serum samples were tested in one
bound sub _linked lonal bod Lot # %CV %CV Samples %CV| %RE %CV| %RE %CV %CV [%RE %CV|%RE
unbound substances, an enzyme-linked monoclonal antibody Samples (pg/mL) Samples | (pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL) run at the MRD (1:8). The detected concentration of
specific for mature GDF-8 is added to the wells. Following a wash u O/ !
to remove any unbound antibody-enzyme reagent, a substrate HSO1 | BRH1503831 | 4336.53 | 1.3 | HSO01 | 4315.92 | 2.0 -0.5 HSO1 [BRH1503831| 890.51 [0.2|-79.5| 4284.10 | 0.7 | -1.2 | 4336.53 | 1.3 | 4502.44 [ 1.1 | 3.8 4990.87 [ 2.1|15.1 GDF-8 in these ten lots was between 2000 to 14,000
ii?lu’(ion is afldefd E;OD’CEZWbGHS a(;]d'COIt%r déVi!O:ZJS itn proi):rtionito hso2 | BRH1503833 | 433918 | 05 | Hsoa | 420883 | 28|  -3.0 Hs02 |BRH1503833| 905.57 |2.1-79.1| 4419.17 [0.7| 1.8 |4339.18 | 0.5 | 4478.54 | 0.4 |3.2 | 480252 | 0.2 |10.7 pg/mL. Myostatin in human serum was stable up to
e amount o -8 bound in the initial step. The color
devel : d and the i : £ th lor i HS03 |BRH1503834|3469.47 1.2 |-76.6 14397.60| 1.1| -3.0 |14838.11| 0.8 | 14151.57 | 0.4 |-4.6|14458.04| 0.2 |-2.6 three freeze/thaw cycles, 4 hours when stored at
evelopment Is stopped and the intensity of the color Is HS03 | BRH1503834 [14838.11| 0.8 | Hs0o3 |[13850.34| 1.7 -6.9 mbient temperature. 50 hours when stored at 4°C
measured. : Hs04 |BRH1503836|3118.75 | 0.8 |-79.9[ 14675.48| 1.2 | -5.6 |15539.66 1.0 | 15044.90 | 0.9 |-3.2[15299.78| 0.2 [-1.5 amble emperature, ours when stored 4
A Hs04 | BRH1503836 [15539.66| 1.0 | Hso4 |[14253.27|20| 86 i el i B i i Bl s i (nominal) and up to 120 days when stored at -20°C
C C . HS05 |BRH1503837(1995.29 | 0.1|-77.6| 9077.58 [1.0| 1.8 | 8919.09 | 2.8 | 8875.22 | 0.6 |-0.5| 9202.84 [ 2.4| 3.2 (nominal) or -70°C (nominal).
D C Sl HSO5 | BRH1503837 | 8919.09 | 2.8 [ Hs05 | 8629.70 | 3.9 -33
. . HS06 |BRH1503838|1078.62 | 0.6 |-78.4| 5019.53 [3.2] 0.3 |5002.28 | 0.8 | 5287.42 | 2.3 | 5.7 | 5877.74 | 3.5 |17.5
: HSO6 | BRH1503838 | 5002.28 | 0.8 | Hso6 | 5045.62 | 3.0 0.9
G . . . . .
H Y v Y HSO07 |BRH1503839|1219.91|2.1|-75.2 4789.79 | 1.0| -2.5 [ 4911.02 | 2.2 | 5106.38 | 0.6 | 4.0| 5431.78 | 3.1|10.6 REFERENCES
HSO7 | BRH1503839 | 4911.02 | 2.2 | HS07 | 4947.25 | 1.4 0.7 . e EUSA H CDF-8/M . GOS0
D HS08 |BRH1503844| 593.63 | 1.9 |-78.6| 2629.85 |0.4| -5.2 | 2772.98 | 1.9 | 2956.28 | 2.0 | 6.6 | 3278.14 | 5.3 |18.2 - Quantikine uman -8/Mysostatin - Immunoassay  ( )
{ HS08 | BRH1503844 | 2772.98 [ 1.9 | Hsos | 2685.42 | 2.5 3.2 Instructions for Use, R&D Systems.
e HS09 |BRH1503848| 457.02 | 1.7 |-80.6| 2260.80 |0.4| -4.2 | 2360.25 | 0.6 | 2593.18 | 0.6 | 9.9 | 2895.55 | 2.2 [22.7
Stop
\gpt'urekntihody \ Yetow HS09 BRH1503848 ( 2360.25 | 0.6 HS09 234866 | 0.6 -0.5 HS10 |BRH1503850| 337.00 | 0.9 |-83.5| 1901.73 | 2.5| -6.7 | 2038.12 | 5.5| 2149.42 | 4.9 | 5.5| 2352.03 | 5.3 |15.4 FRDNTA GE
e HS10 | BRH1503850 | 2038.12 | 5.5 [ Hs10 | 2000.65 | 2.2 -1.9 Mean 1.2|-78.9 12| 25 17 14|30 55 l10.9




