Development of a novel assay to quantify circulating full-length endotrophin
and validation as a risk marker of complications in type 2 diabetes.
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O O scndwich ELISA Figure 1: signaling roles of endotrophin, a degradation

Intended matrix Human serum (1+1) product of collagen type VI (a3 chain)
(MRD) Human EDTA (1+1)
a = B

Incubation buffer ﬁOPFI_T;/IZLPBS—BTB, 8g/L NaCl + 5% liquid

Human serum: 5.93 — 200 (ng/ml)
Measurement range, [Uglele]s(=leic:Te

LLOQ-ULOQ Human EDTA: 6.82 — 200 (ng/ml)
uncorrected
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VECT RN €103 N 107 (1.06-1.58)

Mean IC25 (220%) 22.07 (17.66-26.48)
Mean IC50 (£20%) 52.51 (42.01-63.01)
Mean IC75 (£20%) 125.66 (100.53-150.79)

Intra-assay CV% 2.5% — 4.3%
Inter assay CV% 9.7% — 12.9%

Dilution Human serum (1+1): 111.9
recovery (REC%) Human EDTA (1+1): 107.6

Spiking peptide in Human serum: Accepted
matrix Human EDTA: Accepted

Spiking matrixin Human serum: Accepted
matrix Human EDTA: Accepted Table 2: Association of endotrophin measured with the PRO-

METHODS

Collagen type VI

— Sample freeze-thaw C6 and full-length endotrophin assays and outcome in the
S— (mean REC%in 5 1943 BNP-CURE cohort
cycles) Human EDTA: 94.3
a-chain 2 Alternatively spliced (- — - | | nordicPRO-C6™ nordicEndotrophin™ » Human serum: 48h at 36-38° (2/3) PRO-CE Endotronhin
}':C’}gﬁljgfl‘;{i gg:;‘;‘i“’““ 3y AL [ Competitive ELISA || [| Sandwich ELISA i Sample stability Hurman EDTA: 48h at 36-38° (2/3) P
a-chain 3 _ Interference HUMan serum: 94.7/95.5 Outcome HR (95% CI)* P HR (95% CI)* P
PRO-C6 Ab - ° . . .
e g (! . \PRO P | L‘:g“yo)‘illlzlz\'l;‘h(ig‘:““ Human EDTA: 103.4/94.5 All cause mortality (n=25/187) ~ 2.99 (160-5.62) 0.0006  4.97 (211-1170)  0.0002
R i oms | 25
PR COmER L 1 Endotiophin 4> Interference lipid Human serum: 96.9/93.8 CV events (n=37/187) 161(0.82-318) 017  351(1.69-727)  0.0007
- Fragments detected by PRO-C6 ELISA Fragments detected by Endotrophin ELISA o . . .
a-chain - ——- e | T s endotophin I(melﬂp :EC %), Human EDTA: 100.4/100.] CKD progression(n=40/166) 322 (1.75-5.92) 0.0002 2.42(1.22-4.80) 0.01
ow/hig
a-chain 6 Tees e m——-- Interference biotin . . .
Von Willebrand Triple-helical domain Unique domain (mean REC%), Human serum: 98.9/ 104.9/103.6 *Adjusted for baseline age, sex, [3MI, HbAIC, systoll.c BP, LDL cholesterol,
actor A domatt e L0 T AL B Human EDTA: 104.7/109.2/111.5 UAER, eGFR, current smoking. Adjusted hazard ratios (HR’s) are reported
ng/ml as doubling of baseline biomarker

BNP-CURE Table 1. Technical evaluation of the full-length
e " wdotrophin assay /

CONCLUSION
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* Cardiovascular events (CV mortality, stroke, ischemic CVD,and HF)
+ All-cause mortality
* Kidney disease progression (decline in eGFR of more than 30%)
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