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Figure S1. Superpose of the bCinS-FNPP crystal structures with 2Mg?" (MgA and
MgB, white) and 3Mg?* (MgA, MgB and MgC, yellow).



Figure S2. The selection of QM regions and the potential protonation site labeled as
O7. The red spheres coordinating with Mg are the water molecules. Mg ions, substrate,
wat, N305, R174, D81 and E228 are contained in QM1, while MgA, MgB, substrate,
wat and N305 are included in QM2. The hydrogen bond interaction is shown by a cyan
dashed line.



NH2 NH2
[N H/O
oy, » i
RC1=dc1.01yd(ci-co) RC2=-d(n1-on)-diow-c7) H~ O RC3=-dgr2.c2yd(ow-c3)
im 7
O1-C1 cleavage/1-6 cyclization water attack EZ C6-C7 rotation
c2
G~
2 N
N,
Z g/ B A

RC6=d(ow-n1)-don-n) . =0y RC5=-d(0w.c3) M
() ( g <
— proton transfer 7

1,8-cineole

NHZ
(e}
\
ol RC4=dow-H2yd(H1-ow)-dH2-c2)
0O-C3 cyclization

= Hi

Ow, <
Ha
proton transfer
2

c2

Figure S3. The defined reaction coordinates (RC) for biosynthesis of 1, 8-cineole by
bCinS-catalyzed NPP cyclization.
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Figure S4. The QM/MM benchmark test of proton transfer in heterocyclization with

QM1 and QM2.
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Figure S5. The relative energy profile of the PPi cleavage along the C1-O1 bond. There

is no stable or metastable state intermediate state after the PPi cleavage.



(S)-terpinyl cation

Figure S6. Another view of IM1°. The axial single bond of C6-C7 is preorganized for

the subsequent water attack and heterocyclization.



Figure S7. The
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heterocyclization under the concerted addition mechanism (RC=-d(H2-C2)-d(OW-

C3)).
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Figure S8. The representative structure of IM4. O1 is too far away from H1 to serve as

the direct proton acceptor.
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Figure S9. The conformational change in classical MD simulations with the frozen QM
subsystem of the sample window between (S)-terpineol and terpinyl hydronium ion.
The distance between O1 of PPi and Ca of T177 used to detect the state evolution
decreases from nearly 10A to about 7A. The structure with the pink cartoon is in

'closed-A' state and the teal one is in 'closed-B' state.
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Figure S10. The change of distance between O1 of PPi and Ca of T177 (a, c¢) and the
free energy profiles of the kink region movement (b, d). The distance reducing from
nearly 10A to about 7A and the energy release without energy barrier indicate that the

converting from 'closed-A' to 'closed-B' state is spontaneous in bCinS.



Figure S11. Superimposition of the substrate analogues in SdS (a) and AtAS (b) crystal
structures to the active site pocket of bCinS. The carbon chain of C15 substrate is

rendered in gray and C10 substrate in green.



