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Figure S1. GC-EAD of Sirex noctilio to the insect aggregation pheromones released by male adults after SPME. a: (Z2)-3-decen-ol; b: Male-consistent antennal
response.
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Figure S2. SDS-PAGE analyses of the expression and purification of recombinant SnocOBP9-MT. Lane 1 repre-sented the bacterial cells before inducing by
IPTG; lane 2 represented the bacterial cells induced by IPTG; lane 3 represented the supernatant of the bacterial cells; lane 4 represented the inclusion body of
the bacterial cells; lane 5 represented purified recombinant protein; lane M represented mo-lecular marker



RT: 0.00 - 60.00
100

957

90

85+

[=2] =2} =~ ~ @
o o (=] w o
T T T Y A A W

o
o

&
T

Relative Abundance
<
o

5
e

w
trerlerny

ADNGDIPNEQNIK (RT:16.54)

|

16.54

19.99
20.47

- 10351066 1500 | I|||

o

T
2 4 6

Figure S3. Total lon Chromatogram of recombinant SnocOBP9 sample. The abscissa represents the scan time, and the ordinate represents the relative abundance

of ions.

TTTorT It
8

\\\\I\|\II\\
12 14

18 20

2276
Iz
It 22.40

M‘\ L

22

24

CMDEHKVDQATIDKADNGDIPNEQNIK (RT:21.52)

VDQATIDKADNGDIPNEQNIK (RT:21.87)

28.11

3081

3310
‘ 36.70
2364 3524
2473 2929
3921
3177 | 28,82
4255 44.11 457
| |‘| Il “u”ll“ lll Hu\“ h| ‘\ \|H||H Ll mlmh‘ ALY l‘\ \I‘ \l\. AN
26 28 30 32 34 36 38 40 42 44 46
Time (min)

NL:
2.55E10
TIC MS
BTP20220
318-08-02
59.64
58.35
57.72
56.72
|
48.48 4987 |
“ 50.86 5166 5534 ‘ ‘ i
h Ml |. LT i|.\
48 50 52 54 56 58 60



Ramachandran Plot (A)
3825877

w»

.
_l_ﬁg

45

) a
g Verify3D: model.pdb (model.pdb) B
e |
2 v Score
= .
= 8
&
6
o ®g0g0
60698,,° oo
°°s 0i9:0p (0@ °¢ 0890 o oo*
4 o-5go22 ° . o oo ° o ° °
00000000000, .,o°,° ool a9 . . . 1. L cooo do $9%ag,% ©F e o, 9g0®g000000000000
02 . LEX] . .o 060 .
0.2
B 04
0.6
135 180
i e pr X % 5 o N o > A . « o Py %) =
Phi (degrees) L E P S P FTLF PP TR LS A A IR JCRIC N & F o &
¥ A & b S > v v b RN A4 T ¥ ¥ S v v .3 A « v \s v © L v s SR P

Plot statistics

Figure S4. (A): Ramachandran plot and (B): Verify 3D plots of SnocOBP9.
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Figure S5. (A): AmelASP1 binding pocket; (B): SnocOBP9 binding pocket.
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Figure S6. The two repetitions of the 200-ns MD simulations of the SnocOBP9-Z3D complexes. (A) and (C): The time-evolution RMSD curves of SnocOBP9-
73D complex; (B) and (D): SnocOBP9-Z3D complex RMSF curve.
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Figure S7. 2D diagram plot of SnocOBP9-Z3D interaction, 3.83 indicates the distance of the hydrogen bond between residue Phe 71 and Z3D.
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Figure S8. Binding curves of 1-NPN to SnocOBP9 mutants with relative Scatchard plots.
(A) and (B): SnocOBPIM54A; (C) and (D): SnocOBPI9F57A; (E) and (F): SnocOBP9F71A;
(G) and (H): SnocOBP9F74A; (I) and (J): SnocOBPIL116A



Table S1. Autodock Vina score.

Conformation Binding energy®
1 -6.67
2 -6.5
3 -6.48
4 -6.38
5 -6.25
6 -6.15

2All energy values are given in kcal/mol



Table S2. The Computational Alanine Scanning (CAS) for the important residues contributing
to the binding mode.

Complex Mutation State after Mutation Mutation Energy? (AAG )
MET54>ALA DESTABILIZING 0.58
PHES57>ALA DESTABILIZING 0.54
SnocOBP9-Z3D PHE71>ALA DESTABILIZING 1.18
PHE74>ALA DESTABILIZING 1.42
LEU116>ALA DESTABILIZING 0.55

2All energy values are given in kcal/mol.



Table S3. Renaturation solution type and the renaturation process.

Renaturation solution Sodium Tris- Urea® Reduced Oxidized Glycerol pH Solvent
type chloride® HCIP glutathione”  glutathione”

Renaturation solution A 0.5 20 8 5 0.5 10% 8.0 Ultrapure water
Renaturation solution B 0.5 20 4 5 0.5 10% 8.0 Ultrapure water
Renaturation solution C 0.5 20 3 5 0.5 10% 8.0 Ultrapure water
Renaturation solution D 05 20 2 5 0.5 10% 8.0 Ultrapure water
Renaturation solution E 0.5 20 1 5 0.5 10% 8.0 Ultrapure water
Renaturation solution F 0.5 20 0.5 5 0.5 10% 8.0 Ultrapure water
Renaturation solution G 0.5 20 - - - 10% 8.0 Ultrapure water
Renaturation solution H - - - - - - 8.0 PBS©

2 All values are given in mol/L.

b All values are given in mmol/L.

¢ Phosphate buffer solution value is given in 0.01 mol/L.

Dilute the protein concentration to less than 1 mg/ml, dialyzed with the renaturation solution, change it every 6 hours,
replace from A-H. And finally determine the concentration by BCA, below 1 mg/ml, use the ultrafiltration tube

concentration, and finally re-set the concentration, Save at -20 °C.



