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Supplemental data

Additional file 1: Video 1, Video 2, Video 3 and Video 4.

To evaluate the therapeutic potential of hexokinase 2 (HK2) inhibition following traumatic brain injury (TBI), rats were treated with 3-bromopyruvic acid (3-BP), and behavioral function was assessed using the modified neurological severity score (mNSS). Beam balance performance, one of the assessment parameters included in the mNSS, was recorded for 1 min in each experimental group.
The sham groups exhibited stable balance and coordinated motor function, maintaining posture using all four limbs and the tail. In contrast, rats in the TBI groups showed impaired balance and motor coordination, characterized by unstable posture, reduced tail support, and reliance on only partial limb movement. Notably, rats treated with 3-BP after TBI demonstrated improved balance performance compared with the TBI-vehicle group, indicating enhanced motor recovery.
These findings further support the beneficial effects of 3-BP treatment on neurological function following TBI and suggest that HK2 inhibition may have therapeutic potential for improving functional outcomes after traumatic brain injury.
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Supplementary Figure 1. 3-Bromopyruvic acid (3-BP) improves spatial memory performance following traumatic brain injury (TBI).
(A) Representative swimming trajectories during the Morris water maze (MWM) probe trial on day 6. (B–D) Quantification of target crossings (B), time spent in the target quadrant (C), and time spent in zone 3 (D) during the probe trial.
Data are presented as mean ± SD (n = 5 animals per sham group; n = 8 animals per TBI group). Statistical analyses were performed using one-way ANOVA followed by Tukey's multiple-comparison test (target crossings: F(3,22) = 3.153, P = 0.0452; time spent in the target quadrant: F(3,22) = 1.331, P = 0.2898; time spent in zone 3: F(3,22) = 3.629, P = 0.0288).
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Supplementary Figure 2. Western blot original file.
image1.tiff
A | Sham |

TBI |
3-BP(10mglkg) 3-BP(10mglkg)
] S 2, i e

= A v i ~
4

f
N

©
=
=
o
2
[
1
o

Morris water maze |

B Day 6 C Day 6
€

o © 80

£ o

0 35 60

(7] o

e @ 40

[$)

2 o

> 2 20

© £

= e o

Veh 3-BP Veh 3-BP E Veh 3-BP Veh 3-BP
Sham _ TBI = Sham _ TBI

D Day 6

:\; 30

g

o 20

c

o

N

£ 10

[+]

£

F 0

Veh 3-BP Veh 3-BP
Sham TBI




image2.tiff
Original Western blot image
A

Hghights:

road Size Range - 11 proteins : 7 to 250kDa

harp bands and stable colors.

igh Concentration of each bands

teady to-use : supplied in loading butfer for direct Ioading on gels,
o need to boil and no adding reducing agents

Y& ACCU Prstained Potan Ladeer PGS
Tl Aoy presained rten =
200uL (Loading vl 3-50/ e i
=
e
H
=2
v
B Figure 1 HK2 (o] Figure 1 -Actin (HK2) D Figure 2 IL-18
s B
———— ——— -

Figure 2 B-Actin (IL-18)





