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Figure S1-supplementary to Figure 1: The HTRF assay for soluble Htt measurements

(A) The HTRF technology is based on Fluorescence Resonance Energy Transfer (FRET), which is the transfer of energy between two
fluorophores in close proximity (5~9 nm), referred to as a donor and an acceptor (left). Excitation of the donor by an energy source
triggers an energy transfer towards the acceptor, which in turn emits a specific fluorescence. Traditional FRET signals are influenced by
background fluorescence from sample components, which is extremely transient and thus can be eliminated in HTRF: it uses a rare
earth complex as the donor, which gives long-lived fluorescence signals peak at 615 nm upon excitation by an energy pulse. As a
result, HTRF acceptors emit long-lived fluorescence peak at 665 nm only when engaged in a FRET process. Thus, a time delay of
approximately 50 to 150 ps between the system excitation and fluorescence measurement could be introduced to eliminate non-FRET
short-lived emissions {right). By using the acceptor conjugated and the donor conjugated antibodies targeting the same protein, the
HTREF signals are generated only when the two antibodies bind with the same protein molecule. Therefore the signals are in proportion
to the target protein concentration and could be used to quantify its level.

(B) The 2B7/MW1 antibody pair detects mHTT only, because the MW1 antibody has much higher apparent affinity to long polyQ. The
2B7/2166 antibody pair detects the total signal from both wtHTT and mHTT, because the 2166 antibody interacts with both. These
HTRF antibody pairs have been validated for measurements of HTT/Htt protein levels in previous studies (PMID19664996, 22996692,
22365609,25300329) and they have been utilized in many other published studies. For mouse striatal cells (STHdh), 2B7/MW1 can
not be used due to non-specific signals, and only the 2B7/2166 antibody pair could be used (PMID 25300329).





