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(a) Trx-OLE-ZIP
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(b) VHH-OLE-ZIP-EV0
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DTAAF YCAAT YNPYS
SGGSA LKKEL QANKK
VIGLA LATPL FVIFS
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(c) VHH-OLE-ZIP-EV1
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(d) VHH-OLE-ZIP-EV2
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Figure S1. Amino acid sequences of the Trx-OLE-ZIP and VHH-OLE-ZIP-EVr (n =0, 1, and 2).
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Figure S2. Summary of the GPC chromatograms for RNaseA-loaded EV0, EV1, and EV2, along with
empty EV0 and free RNaseA as reference. TOYOPEARL HW-50F served as the gel filtration carrier
and was packed into a chromatography column (6 mm in diameter, 800 mm in height), which was then
equilibrated. Subsequently, RNaseA-loaded EV0, EV1, and EV2, as well as empty EV0 and free
RNaseA, were separately analysed using this column for GPC. FITC-labelled RNaseA was utilized for

this experiment.

(kDa)
75\’ —_ i...........:...‘ik/ VHH_OLE-ZIP-EV2
29” e .= \/HH-OLE-ZIP-EV1

Figure S3. 15% SDS-PAGE analyses of the isolated RNaseA-loaded EV0, EV1, EV2 and free RNaseA.
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(a) RNaseA-loaded EVO  (b) RNaseA-loaded EV1

200 nm

(c) RNaseA-loaded EV2
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Figure S4. TEM images of the RNaseA-loaded EV0, EV1, and EV2.
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