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SM-Figure 1: Cloning strategy for CRH promoter constructs.
(A) Long-range 3651 bp PCR product (primers see SM-Table1) was sequenced and the amplified fragments were confirmed to be identical with the genomic CRH sequence. (B) The respective long-range 3651 PCR product was previously sub-cloned into the TA Cloning vector, pTZ57R/T (InsTAclone PCR Cloning Kit, Thermo Scientific™ K1213). (C) To identify the CRH promoter construct (~6.5 kb), the pTZ57R/T−hCRH promoter plasmid was additionally digested with XmnI to identify the orientation of inserts. (D) The resulting right−hand fragment (~3.7 kb) was purified after agarose gel electrophoresis using a DNA Extraction Kit (Invitek, Berlin, Germany). The resulting right-orientation pTZ57R/T−hCRH promoter plasmid was confirmed by DNA sequencing using DNA Sequencing Kit, Beckmann Sequencing. (E) This pTZ57R/T−hCRH promoter plasmid was digested with restriction enzymes XmaI and Eco53kI and ligated at a ratio of 3:1 (insert to vector) to similarly digested and purified pGL3−Basicvector (Ligase). The luciferase construct (~8.5 kb) was used to transform XL1 blue competent cells. Miniprep DNA (Qiagen, Hilden, Germany) was fractionated on agarose gel to screen for pGl3_hCRH promoter incorporation. The identity of the candidate clone was further verified by colony PCR (primer see SM-Table1). (F) The integrity of all reporter constructs was confirmed by DNA sequencing using DNA Sequencing Kit, Beckmann Sequencing.

