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Supplementary Figure S1. Secondary mass spectra of CUR, COS, COG and their internal standard
CUR-D6, TB and GLL

Supplementary Table S1. Precision and accuracy of the LC-MS/MS method for quantification of CUR,
COS, and COG in rat plasma (Mean + SD, 1 = 6).

Concentration Intra-day (n=6) Inter-day (n=18)

Compound
(ng/mL) RE (%) RSD (%) RE (%)  RSD (%)

2 901364583 103.13+7.64 109.85:+643 63 6.7 59 101.35¢10.18 65

CUR 6 90.70+2.08  98.97+3.41  99.83+351 21 32 35  99.53+2.88 28
60 08.97+3.41  98.64+204 97324241 30 21 25 10023+407 26

320 90.83+351  98.42+100 96.53+0.95 19 10 10  99.92+3.84 18

2 88.07+527 102904563 112.28+405 60 55 36 100.76+1155 112

cos 6 90.79+4.24  9588+1.32 10027+3.84 45 14 38 95634526 5.3
60 80254310 94.71+1.13  96.63+1.66 35 12 17  93.45+3.89 41

320 88.03+1.90 93.97+158 96.53+1.69 22 17 17  92.56+3.94 43

2 113.06+5.62 107.78+9.65 117.31+355 50 90 30 11272¢751 65

cos 6 95.3040.19  89.78+5.05 95.1247.83 9.6 56 82  93.40+7.57 2.8
60 93964371  94.82+535 99524165 40 56 17  96.10+4.43 26

320 97.9747.35 10004579 102.774848 7.5 5.8 8.3 100.26:7.14 18




Supplementary Table S2. Stability of CUR, COS, COG in rat plasma (Mean + SD, n = 3).

Room temperature 4°C Freeze-thaw 40 °C
Concentration for4h for 8 h three cycles for7d
Compound
(ng/mL)
Accuracy RSD  Accuracy RSD  Accuracy RSD Accuracy RSD
(%) (%) (%) (%) (%) (%) (%) (%)
6 9253+291 3.2 96.00+257 2.7 102.33+7.46 7.3  105.13+4.11 3.9
CUR 60 98.57+2.22 22 97.73+0.83 09 9520+2.19 23 97.40+0.36 0.4
320 103.93+1.07 1.0 102.67+0.06 0.1  90.10+4.20 4.6 03.87+3.21 34
6 99.67+4.83 49 100.63+2.40 24  93.73+497 53 90.73+1.36 15
COos 60 96.63+1.39 14  93.27+231 24 93.23+096 1.1 94.53+0.40 0.5
320 100.77£0.65 0.6  99.23+150 1.6 93.80+0.46 0.5 92.43+5.58 6.0
6 90.20+4.16 4.6 88.10+4.59 52 89.23+3.79 4.3 104.10£7.03 6.7
COG 60 95.53+2.01 2.1 9043297 33 87.93+281 3.2 87.13x2.10 24
320 95.73+2.23 2.4 93.60+2.52 2.7 87.87+2.32 2.6 88.93x0.99 1.1

Below is the description of the delivery device and the detailed procedure for
intratracheal drug delivery.

1. The drug delivery device consists of three main components: a rat fixation table, an
animal laryngoscope, and a tracheal drug delivery syringe.

2. The rat fixation table is utilized for securing rats post-anesthesia to ensure that the
animal's pharynx is at an appropriate angle for laryngoscopic manipulation. Due to the
deep and narrow pharynx of rats and their complex physiological structure, the pharynx
cannot be directly visualized with the naked eye. Therefore, it is essential to use the
laryngoscope to accurately identify the pharyngeal position. The light-emitting probe
on the laryngoscope aids in clearly displaying the pharyngeal tissues, which facilitates
the precise intratracheal administration of medication.

3. As depicted in the figure, the anesthetized rats were initially positioned on the rat
fixation table. With the assistance of the laryngoscope, the trachea of the rats was
exposed, and the tracheal drug delivery needle was carefully inserted into the trachea.

Subsequently, the drug was slowly injected into the trachea over a period of 3 seconds.



Supplementary Figure S2. Schematic diagram of intratracheal instillation



