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[bookmark: _Hlk113009345]Figure S1. Total ion (Base peak) chromatograms of PEFC at positive mode (A) and negative mode (B).
We subsequently quantitatively analyzed Ligustilide (the most abundant component in PEFC) with high-performance liquid chromatography (HPLC) for quality control. We prepared PEFC stock solutions by dissolving 2.0 g of each analyte in 25 ml of diluted methanol and used the Hypersil GOLDTMC18 chromatographic column (250 mm × 4.6 mm, 5 μm, Thermo scientific, USA) with the following chromatographic separation parameters for quality control: mobile phase: 0.05% (V/V) phosphoric acid (A) + acetonitrile (B) (0~15 min, 20 % B; 15~25 min, 20%~30% B; 25~40 min, 30%~40% B, 40~55 min, 40%~45% B; 55~65 min, 45%~55% B; 65~80 min, 55%~60% B; 80~90 min, 60%~90% B); detection wavelength: 237 nm; column temperature: 35 °C; flow rate: 1.0 ml/min; injection volume: 10 μL.
The chromatogram of PEFC is shown in Figure S2 (A): peak 1 represents the characteristic peak of Ligustilide, whose content in 1.0 g of PEFC was 120.31 mg.
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Figure S2. The quality control map of PEFC. (A) High performance liquid chromatography (HPLC) map of XYSEF sample. Peak 1 represents peak characteristic of Ligustilide. (B) HPLC map of reference substance, peak 1 represents peak characteristic of Ligustilide.


Behavioral despair depression models, including tail suspension test (TST) and forced swimming test (FST), are well-accepted and commonly used rodent models for antidepressant assessments. In our previous study, we used the behavioral despair depression model to initially screen for the effective dose range of the antidepressants in PEFC. Two batches of 5-week-old male ICR mice were used for the TST and FST, respectively (Figure S3.). Mice were housed for a 3-day period of adaptation and then randomly assigned by body weight: control group, fluoxetine group (FLX, 13.2 mg·kg−1, i.g.), and PEFC (11.0 mg·kg−1, 22.0 mg·kg−1, 33.0 g·kg−1 and 44.0 g·kg−1, i.g., calculated as a dose of herbal medicine); eight mice per group.
In the behavioral despair mice model, PEFC at 11.0 mg·kg−1, 22.0 mg·kg−1, 33.0 g·kg−1 and 44.0 g·kg−1 shortened the duration of immobility in the TST and FST at different magnitudes compared to the control group, and shows a certain dose-dependence (Figure S4.). PEFC at 44.0 g·kg−1 exhibited the most potent efficacy, pointing to the existence of a positive dose-effect relationship in the 11.0 mg·kg−1 to 44.0 mg·kg−1 dose range. Therefore, we selected 11.0 mg·kg−1, 22.0 mg·kg−1 and 44.0 g·kg−1 of PEFC as the herbal drug doses for subsequent CUMS experiments.
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Figure S3. Experimental protocol for the behavioral despair depression model.
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Figure S4. Immobility time in the tail suspension test (TST) and forced swimming test (FST) (n = 8). In the TST performed after day 7 or day 14 of administration, PEFC at doses of 11.0 mg·kg−1, 22.0 mg·kg−1, 33.0 g·kg−1 and 44.0 g·kg−1 were reduced the immobility time of mice to different degrees and showed a dose-dependent effect (A, B). Similar effects of PEFC were observed in FST (C, D). Data were normalized to the control and presented as means ± SEM. *p < 0.05, **p < 0.01, ***p < 0.001 vs. control.

image4.png
2 )
2 3

(s) pikeq u oy &y

m

Rk

] 3 ) s D

SN
(s) LAeq u1 swn Ay

<

qoww| 1SL

2 ) )
8 2 3 3

B B
(s) viheq ur aw Kgoww 1S4

o

& 2 & 2 o & 0%
g 8 8 8

B
(s) LAeq ur swn Amgoww 1S4

O




image1.png
A

RT: 0.00 - 55.01
1741 NL:
100 1.05£10
% TICF: FTMS
+ pESIFull
80 ms
[100.0000-
o 70 1500.0000]
g Ms
£ o0
2 50
2 40
< 20
20
3352 3556
103012 o gy 3283 3352 3745 3577 4191 4286 45.04 47.03 4834 4965 5180 gy g0
8, 91, A
o T T T T T T T T T T T T T T T T T T
% 20 22 24 2 28 30 32 34 3% 38 40 42 44 46 48 50 82 54
Time (min)
RT: 0.00 - 55.01
aTos NL:
100 4.27E8
TIC F: FTMS -
%0 723 912 pESI Full ms
803 0.82 [100.0000-
421 447 1500.0000]
o 70 Ms
H 4467 RS
fw 755 1455
< 50 Lﬁss " 855 263%;_73,:0 s
> 399 .95 1735 2432 :
20 614 1052 1164 1646 1 1755 5059 N7 353 361 4516 5062
= u oas - 2551 2149 2805 3953 . 4135
K 095 P \ 18.03 £l o .53 3640 410 ;4331 4832 |51.09
309 121~ . p ! e [ 48 5314 5386
4891 14
20
10
o T T T T T T T T T T T T T T T T T T T T T T T T T T T
o 2 4 6 & 10 12 14 16 18 20 22 24 2 28 30 32 34 3B 38 40 42 44 46 48 50 82 5

Time (min)




image2.png
oo}

2,000

o
3
3

1,000

500

Absorbance [mAU]

-500

1,000

875

750

625

500

375,

250

Absorbance [mAU]

125

-100:

1
A AN
0.0 10.0 200 30.0 40.0 50.0 60.0 70.0 80.0 90.0
Time [min]
1
J I
0.0 100 200 300 40.0 50.0 60.0 70.0 80.0 90.0

Time [min]




image3.png
e —— 1 U T 11

adoption | | |

g c S
< 2 Z 2
N =] 3 :
Two batches T - T T
of ICR mice Grouping TIST TST
or or
FST FST





