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Figure S1 (A) SEC of purified [gBD-TRAIL and TRAIL. (B) Identification of protein components in the
novel protein peak (Lane 3) visualized by SEC in IgBD-TRAIL and hlgG mixture. Unmixed higG (Lane 1)
and [gBD-TRAIL (Lane 2) were used as control. M: protein markers. (C) SEC of the [gBD-TRAIL
preincubated with hlgG at different molar ratios. (D) Dynamic light scattering of hlgG and IgBD-TRAIL
preincubated with different amount of higG.
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Figure S2 (A) ELISA for mIgG and higG binding of I[gBD-TRAIL at pH 6.0. (B) Inhibition of FcRn
binding of hlgG by addition of exogenous FcRn.
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Figure S3 (A) Uptake and localization of TRAIL proteins preincubated with IgG in endothelial cells. (B)
Cellular localization of IgBD-TRAIL and hlgG in endothelial cells.
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Figure S4 Pharmacokinetic and biodistribution of IgG. (A,B) Time-dependent clearance of '3'I-labeled
mlgG (A) or hlgG (B) preincubated with or without IgBD-TRAIL at molar ratio of 1:1. (C) Biodistribution
of *I-labeled mIgG in mice bearing COLO205 tumor grafts at 8 h post-injection.
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Figure S5 SDS-PAGE and western blotting of purified ABD-TRAIL.
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Figure S6 Death receptor binding and cytotoxicity of ABD-TRAIL. (A) Affinity of ABD-TRAIL and
TRAIL for death receptor DR4 and DR5 measured by biolayer interferometry. (B) Cytotoxicity of ABD-
TRAIL and TRAIL in COLO 205 tumor cells in absence of albumin. (C) Caspase activity of COLO 205
tumor cells treated with ABD-TRAIL and TRAIL in absence of albumin.

PBS TRAIL IgBD-TRAIL ABD-TRAIL

Figure S7 Comparison on apoptosis induction illustrated by TUNEL.
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Figure S8 Affinity of IgBD-TRAIL preincubated with hIgG and ABD-TRAIL preincubated with HSA
for death receptor DR4-Fc and DRS5-Fec.
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Figure S9 Cell binding of IgBD-TRAIL and ABD-TRAIL preincubated with or without hIgG or

HSA. The positive rate was indicated.
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Figure S10 Histochemistry of tissues derived from mice for evaluation of short term acute toxicity of

IgBD-TRAIL and TRAIL.
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Figure S11 Blood clearance of 3'I-IgBD-TRAIL and *'I-mIgG preincubated with IgBD-TRAIL.
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Figure S12 Impact of bound IgBD-TRAIL on the antigen binding of antibody against CD31. (A) Cell
binding of IgBD-TRAIL preincubated without IgG. (B) Cell binding of antibody against CD31
preincubated with or without IgBD-TRAIL.

Table S1: Distribution of 13 I-mIgG in mice, preincubated with or without IsBD-TRAIL

1h 8h 24h 9% h

Organ/ migG+ migG+ migG+ migG+
Tissue mig 4. TRAIL migG .BD.TRAIL migé . TRAIL migG .BD-TRAIL

Blood 466+057 5481047 169+0.15 165+012 070+010 087+0.01 0.23+0.01 024+0.01
Heart 196+027 200%0.17 073+£007 0.65+0.01 025+003 029+001 0.16+0.01 0.05+0.00
Liver 2280+0.71 23.31+0.75 933+£1.01 1042+040 4.04+0.71 560+020 142+006 091+0.08
Spleen 7361058 9.06:£0.86 569+127 674102 280%015 348+0.11 092+005 070%0.21
Lung 3417+378 31.36+064 3.30+0.42 364041 0.74+0.04 1201016 0261000 014+002
kidney  8.09+082 997+017 359+0.14 387+016 165+0.21 221+033 069002 060+0.04
Colon 1442006 162+046 049+008 051+£002 017+£003 022001 0.09+0.00 005+0.00
Intestine 1.00£004 1212007 037+003 039+004 015001 0261002 0.05+001 0.06+0.00
Muscle  0.19+£0.01 0.26+0.03 0.07+0.01 0.08+0.01 0.04+0.01 003£0.00 001+£000 001£0.00
Brain 054+003 0601004 019£000 017+£000 0081000 0.10+0.01 003£000 002+000

Data are expressed as mean + SEM percent of injected dose per gram tissue (%ID/g, n=3)

Table S2; Distribution of **I-hIgG in mice, preincubated with or without IsBD-TRAIL

1h 8h 24h 96 h

Organ/ hlgG+ hlgG+ higG+ higG+
Tissue hlaG | 0Bp.TRAIL higG | uBD-TRAL higG | . TRAIL hi9G 1 BD-TRAIL

Blood 1248+040 1251+0.078 574+0.33 586028 1.831£0.01 177£014 0481004 0.41+0.04
Heart 3.10+0.01 280011 1691010 165008 049+0.02 049002 0181001 0.171£0.01
Liver 24.57+1.07 24111048 774+022 7621036 2271013 2291014 0781009 0.81+0.02
Spleen 9.46+068 959+167 434006 393047 1162007 134£002 027+£0.01 0.32+0.02
Lung 19.34+022 16481070 6.42£091 419034 1381015 1141014  0.26+0.00 0241001
kidney 582+0.12 580+062 332+003 3.52+021 0.79+0.03 084006 0271001 0.28+0.02
Colon 2601012 302+054 1681006 1841005 0271002 026+0.01 0.12+0.01 0.10+0.00
Intestine 2.08+0.17 209+0.16  1.79£0.12 199+£023  0.24£0.02 023£0.03 010001 0.14+0.02
Muscle 1.30+0.06 1132008 093004 103£017  0.22£0.02 024%002 012000 0.12+0.03
Brain  0.51+0.02 0481004 029£001 036005 0.06+0.01 0.07+0.01 0.03+0.00 0.03+0.00

Data are expressed as mean +SEM percent of injected dose per gram tissue (%ID/g, n=3)



