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INTRODUCTION: Our Program performs the newborn screening (NS) through a two-stage analytical
algorithm, with two different methods, whose accuracy and linearity were verified for both according to
CLSI EP15-A3 and EP6-A. We consider important the comparison of results between the method used as
reference and the new one, to define if the NS for maple syrup urine disease (MSUD) is positive or
negative. OBJECTIVES: To determine if the methods used in the two stages for NS of MSUD are
statistically comparable. MATERIALS AND METHODS: The cut-off value for the NS of MSUD was
established in the period July to December 2021. Protocol “Measurement Procedure Comparison” CLSI
EP9-A3: the concentration of branched chain amino acids (BCAA) in dried blood spots was determined by
two methods: evaluated method, enzymatic colorimetric/Zentech (ZT) and comparison method,
enzymatic fluorometric/In House (IH). 40 samples from patients with MSUD in treatment with medical-
nutritional and biochemical follow-up in our Program were used. Samples concentrations were
homogeneously distributed in the evaluated range and were processed in duplicate by both methods. For
the statistical analysis we used EP Evaluator®12.0. RESULTS: •ZT Cut-off value, percentile 99.5:
BCAA<6mg/dL; newborns evaluated: 7056; mean/median, BCAA mg/dL=1.5/1.4. •Comparison of
analytical methods: concentrations range, mg/dL: 0.3 to 18.0 (IH) and 0.3 to 19.4 (ZT). Correlation
coefficient=0.9760. Deming regression analysis, 95% confidence interval: intercept=0.06 (-0.18 to 0.30);
slope=0.963 (0.909 to 1.018); standard error of the estimates (SEE)=0.13. Difference observed in the
level of decision (DL), BCAA=6.0mg/dL (IH): 5.8mg/dL (ZT) was obtained; 95% confidence limits:
5.7mg/dL to 6.0mg/dL. CONCLUSIONS: Statistical comparison, ZT method respect to IH: There was none
evidence found of constant systematic error between the analytical methods: the intercept confidence
interval included zero. There was not a significant proportional systematic error: the slope confidence
interval included 1. There was not significant difference in the DL: 6.0mg/dL was included in the
confidence limits. We found an acceptable random error, taking into account the SEE. We conclude that
the methods are statistically comparable, for which it is possible to perform NS for MSUD with the ZT
method, using a cut-off value of 6.0mg/dL.
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