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[bookmark: _Hlk506558747]Fig. S1 Measured amplitude of propagated acoustic waves on silicon and glass. (a) Illustration of the experimental setup to measure vibrational amplitude of propagated acoustic waves. Measured points were set on the area where a microchannel of 60-mm length was patterned on the etched plate. This area is indicated by dashed lines. (b) Summary of the measured vibrational amplitudes of acoustic waves on silicon and glass at the different points specified in (a).
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Fig. S2 All-glass 12-μm thick ultrathin glass microfluidic device. (a) The ultrathin microfluidic device is composed of three glass layers of 0.004-mm thickness and with a microchannel of 4-μm height and 120-μm width. (b) Three layers were fusion-bonded together. (c) Inlet and outlet orifices are 1 mm in diameter. (d) Comparison of glass thickness: each layer of the glass microfluidic device and a cover glass (170-μm thickness). (e) Comparison between the thickness of the glass microfluidic device and a cover glass of 170-μm thickness. (f) Magnified view of the area enclosed by the red rectangle in (e). Scale bar is equal to 2 mm.
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[bookmark: _Hlk508925926]Fig. S3 Acoustic waves applied to a 0.012-mm glass microfluidic device. (a) A functionality check was conducted by introducing air into the channel of the ultrathin glass microfluidic device in Fig. S1. The observation area is indicated by a red rectangle. (b) Dispersion of 280 nm beads when 0 V was applied to the piezoelectric transducer on the ultrathin device. (c) Dispersion of 280 nm beads when 20 V was applied. (d) The channel was undamaged before applying 20 V to the piezoelectric transducer. (e) By applying 20 V to the piezoelectric transducer, the generated acoustic waves cracked the ultrathin glass device. Introduced liquid leaked out from the device.
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Fig. S4 Simulation of the flow in a branched microchannel for enrichment of polystyrene beads. (a) A design of a branched microchannel for target collection was verified by using computational fluidic dynamics (CFD)-based simulation. Arrows indicate direction of liquid flow. (b) The targets in the expected focusing area were simulated as being collected in the middle (70-μm width) channel.  
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Fig. S5 Verifying conditions of E. coli. E. coli was observed in a well (left) before and (right) after applying acoustic focusing in a microfluidic device. E. coli showed similar degree of activity in both conditions. Movie 3 (before acoustic focusing) and 4 (after acoustic focusing) are available. Scale bar: 20 μm.
[bookmark: _GoBack]

Movie 1 Enrichment of 10-μm beads with acoustic focusing (piezoelectric element actuated by 20 V) in a 0.4-mm glass microfluidic device. Scale bar: 50 μm.

Movie 2 Enrichment of 10-μm beads with acoustic focusing (piezoelectric element actuated by 20 V) in a 1.8-mm glass microfluidic device. Scale bar: 50 μm.

Movie 3 Conditions of E. coli before applying acoustic focusing. Scale bar: 20 μm.

Movie 4 Conditions of E. coli after applying acoustic focusing. Scale bar: 20 μm.
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