Q-PCR Analysis of GATA-1 in Umbilical Cord Blood: Optimizing RNA Extraction
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Preliminary Results
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Conclusions: The combination of Qiagen/Qiagen and Qiagen/Biosystems seem to be more
compatible and thus more efficient. In addition, the Sso Fast probe mix appears to be more
versatile in the amplification of the GATA1 gene under various conditions.

Tab 3. Both Sso Fast and iTaq supermixes show optimal efficiencies and Cq values under a shortened qPCR protocol.
The samples were reverse transcribed using the iScript kit and two supermixes were compared. Both Sso Fast and iTaq
supermixes show optimal efficiencies.
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Fig 1. Kits chosen for RNA isolation, reverse transcription and q-PCR supermixes of random umbilical cord - *,.-;_,

blood samples. (A) Random umbilical cord samples were selected and the RNA was extracted using the Qiagen or
FroggaBio kits. The RNA samples were then subdivided into 3 groups. Reverse transcription was performed using
the following kits: Qiagen, Applied Biosystems or Agilent. (B) Cord blood samples were reverse transcribed using the
1Script cDNA synthesis kit and three qPCR supermixes were compared: NoRox, Sso Fast and iTaq.

Fig 3. The combination of QQ, QB, FQ and FB resulted in optimal qPCR efficiencies. QA and FA exhibited suboptimal qPCR efficiency. Shown are the standard curves for the
following combination of RNA isolation and RT kits: (A) QQ, (B) QA, (C) QB, (D) FQ, (E) FA, (F) FB. Each standard curve was derived using cDNA from two different UCB samples in

duplicates.
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