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RNA concentration and purity were determined using the Nanodrop 8000. Up to 1 pg of
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Int rod uction purified RNA was analyzed on the QuantStudio™ 7 Flex Real-Time PCR System via RT-gPCR -
for absolute quantitation with a standard curve using the optimized assay conditions. Table 6. Validation Standard Curve Performance o
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Translate Bio is developing a novel therapeutic messenger RNA (mRNA) designed to Table 3. CO-hCFTR Assay Specificity in Blank Liver and Stabilized Whole Blood Matrices _ c p
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optimized human CFTR mRNA (CO-hCFTR) to restore healthy levels of CFTR. An RT-qPCR _ ket i il P ' o 25
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method was designed and developed to detect and quantitate the CO-hCFTR mRNA in Mouse CD-1 Liver F 53.0 858.1 2.1 BQL Standard Curve: Linearity System Suitability/Specificity 20
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The mRNA standard was prepared via in vitro transcription from a synthesized runoff Cynomolgus Monkey ~ Whole Blood . 0.5 36.79 19 BQL
oligonucleotide template with quantity and quality assessment on the Nanodrop 8000 3 Mouse CD-1 Whole Blood M 0.5 242.5 2.1 BQL Table 7. Intermediate Precision: Inter-Reagent/Equipment and Inter-Day/Analyst
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Four primer/probe sets were designed. Assay selection and optimization was *One extraction replicate out of six resulted in non-BQL result due to incidental touch contamination. )
performed by testing 45 combinations of forward and reverse primers and probe In addition, an RT-gPCR quantitation method was established for human endogenous el ROl e T e e (e G heriDayIfoRt )
concentrations with one input amount (e.g. 1 x 10> copies) of the transcribed mRNA CFTR mRNA. Assay specificity was verified and there was no cross-talk between the CO- Run SI:(C1101 SI:(C1203 SI:(C1305 Run SI:(C1101 SZC1203 SI:(C1305
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Specificity Results
Table 2. Primers/Probe Specificity
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Validation Results

Conclusions
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Assay specificity to the exogenous . Table 5. RT-gPCR Method Validation Acceptance Criteria
i t RNA t int fi d Nuclease Free Water Negative

il Pty L8 Toas rLogaTiue s eceptance Citerla " An RT-gPCR assay method was designed, developed and validated for quantifying an
by analyzing 100 ng of endogenous 100 ng Lambda DNA-HindllI Digest Negative Specificity Confirmed by meeting acceptance criteria stated in System Suitability. 9 _ Y A . 5 y P 5 ying
total RNA and genomic DNA  from 100 ng Cynomolgus Genomic DNA Negative Slope: <-3.1and 2> -3.6 and Correlation Coefficient: 'r|> 0.980 (or r2>0.96). MRNA therapeutlc for cystic fibrosis.

various species using the Optimized 100 ng Cynomolgus Total RNA Negative Linearity and Range of |Standards: Accuracy of valid wells will be < 0.3 for the log,, concentrations. » Method Validation Acceptance criteria was met for Specificity Linearity and Range
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