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Abstract : To study the effect and mechanism of the combination of cycloheximide ( Cyc) and total flavonoids from Dracoceph-
alum moldevica (TFDM) on mice with pulmonary fibrosis ( PF). Fifty C57BL/6 mice were randomly divided into five groups
of 10 mice each according to body weight ,namely , normal group,model group, TFDM group (360 mg/kg) ,Cyc group (5 mg/
kg) and TFDM group (360 mg/kg) + Cyc group (5 mg/kg). A mouse pulmonary fibrosis model was constructed using intra-
tracheal drip bleomycin (4 mg/kg) , and the normal control group was given equal amounts of distilled water, and after the
second day of modeling, the corresponding drug was given for 28 consecutive days. After the final dose,lung function tests
were performed using the AniRes2005 animal lung function analysis system. The lung tissues were removed for HE staining to
observe the degree of inflammation and Masson staining to observe the degree of fibrosis. The hydroxyproline (HYP) content

of lung tissues was determined by hydrolysis. The expression of collagen Type 1 ( Col-1) ,fibronectin ( FN1) , a-Smooth mus-
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cle actin (a-SMA) ,SHH, Pichl ,SMO,Glil and SUFU proteins in each group of mice were detected by Western blot. Com-
pared with the blank group, HE staining showed abnormal lung tissue structure and inflammatory cell infiltration in the model
group. Masson staining showed more collagenous fibrotic tissue stained blue and severe lung tissue damage. HYP content was
significantly higher (P <0.01 ). Pulmonary function tests showed significantly higher inhalation phase airway resistance of
lung (RL) ,expiratory phase airway resistance of expiration (RE) and FEV0. 1/FVC and significantly lower significant in-
creases in respiratory dynamic compliance (Cdyn) ,force vital capacity (FVC) and peak expiratory flow rate (PEF) (P <
0.01). The results of Western blot showed that the lung tissues of model group showed elevated expression levels of Col-1,
FN1, a-SMA,SHH,Pichl ,SMO and Glil proteins and significantly reduced expression levels of SUFU protein (P <0.01).
Compared with the model group,the normal lung tissue structure and reduced inflammatory cell infiltration in the Cyc group
and TFDM groups. Less blue fibrous tissue and remission of fibrosis in the lung tissue as evidenced by Masson staining. HYP
content was upregulated (P <0.01). Pulmonary function tests showed significant decreases in RL,RE and FEV0. 1/FVC and
Cdyn and FVC and PEF (P <0.01). Western blot showed that the expression levels of Col-1,FNI,a-SMA,SHH, Pichl,
SMO and Glil proteins were significantly downregulated and the expression level of SUFU protein was significantly increased
in lung tissues of mice with PF (P <0.01). TFDM can improve mouse PF to some extent, further concluding that the combi-
nation of Cyc and TFDM works better.

Key words :total flavonoid from Dracocephalum moldavica L. ; pulmonary fibrosis ; bleomycin; cyclopamine ; Hedgehog signa-
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expiration, RE) . Jili JIit 57 £ ( respiratory dynamic com-
pliance, Cdyn ) | F§ 77 illi 7% & ( force vital capacity,
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FEVO. 1/FVC A H 1oR4E
1.8 Western blot EME PF/NRATALPHER
FIKkKE

IVEEEERRR Y E AN AN AR & A NI [N
RIPA 24 i e TS , WIS 22 50 3K 5 7E e 1 500 L
E7E4 °C 12 000 t/min AT, B0 5 min, %1%
FIEWZ 1.5 mL i EP G 0 8 R 5]
BCA SR ik, Pl JE X & 1t J5 0 8 H AT B
HLUK , LUK S RS o 8RRl i A% 1) PVDF I I
5% BSA Z i £ M, B S A — PR B Col-1
FN1 @-SMA SHH ,Ptchl ,SMO ,Glil I SUFU Ji & 4
CUKMEAL . 56— KIFE — 90, IR0 ECL iR
47, Touch Imager Bif5 2R 40 R4E 0 KIG B 2%

Con Mod

TFDM

HFH Alpha View SA G50 B 8544 i A7 2 2 147
Br, G5 R AK BEAH RN .
1.9 SitFaE

K H] GraphPad Prism 8 # #1748 1% 73,
CERLLT- P8 + ARERE (x +5) 3R, RV H Z 7
2 (ANOVA) 43 #7, Dunnett 55 J5 % 55, FH T 1 & P
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Fig. 1 Effect of Cyc and TFDM on lung histopathology in PF mice ( x200)
A HE 448 ;B. Masson (@, Hf5 R A 30 wm, Note:A. HE staining; B. Masson staining, scale bar is 30 pm.
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Fig. 2 Regulation of lung function in PF mice by Cyc and TFDM (x %s,n =10)
E HIERA A, ¥ P <0.01 ; SHMIH LA, * P <0.05,** P<0.01;5 TFDM 4 + Cyc 4 %, 2P <0.05,22P <0.01 (3 ~5[[),

Note : Compared with the normal group,* P <0.01 ; Compared with the model group, * P <0.05, * * P <0.01 ; Compared with the TFDM + Cyc
group, P <0.05, 22 P <0.01(Fig. 3-5 are the same).
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Fig. 3  Effect of Cyc and TFDM on HYP levels

in lung tissues(; +s,n=10)
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Fig. 4 Effect of Cyc and TFDM on PF protein expression in lung tissue(x +s5,n =10)
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Fig. 5 Effect of Cyc and TFDM on Hh signaling pathway protein expression in lung tissues(; +s,n=10)
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