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scintigraphy (see also Materials and Methods). Male New Zealand White rabbits (n=3-4, error

bars show standard deviation) were dosed with enzyme (2.5 mg/kg) and where appropriate

predosed with blocker (AF or pLL,100 mg/kg – shown in paler colour), gamma scintigraphy

images were recorded to investigate organ uptake selectivity and corresponding blood samples
taken at regular intervals. AF is a known ligand for the ASGPR, that serves to remove the

ASGPR from cell surfaces by initiating RME. Such uptake competition experiments allowed a

greatly reduced animal group in comparison to standard time course dissection techniques. Key
regions of interest were investigated: L=liver, K=kidney, Bl=bladder, H= heart/lungs, Br=brain

and normalised against background in vivo levels. Here levels at t=10 min are shown. In all

cases, post sacrifice organ analysis confirmed the values obtained by gamma scintigraphy
image analysis. Gal-rich enzymes are shown in red/pale red; Gal-Man mix enzymes shown in

yellow/pale yellow and Man-rich in green/pale green.  N-DG-Gal displays sugar-dependent liver

uptake that is most strongly blocked by AF (see main text). N-WT-Gal and N-WT-Man displayed

hybrid, intermediate uptake behaviour consistent with their dual, mixed Man-and-Gal-rich
natural-and-synthetic glycosylation patterns (yellow/pale yellow). Thus, blocking of N-WT-Gal by

AF caused a less dramatic decrease in liver uptake than for N-DG-Gal.  Interestingly, neither N-

DG-dGal or N-WT-dGal displayed enhanced liver uptake despite their potential for multivalent
enhancement and their very similar levels of glycosylation (N-DG-Gal, N-DG-dGal both bear an

average of 10 Gal units) and this suggests that valency levels beyond two may be required to

observe a greater multivalent effect.


