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# OE. B &SRR F R0 R R R L4 2n e (lung fibroblast, LFB) & &3& k7 %, AFRERIEK
b, Fik RBEHT, 5 A3 X KA 8 A RS, IR Imm’ Ky, 5 A1 K A4 10g/dl #64F foiF ( fetal
bovine serum, FBS) 2 20g/dl 15 2F o 7% &9 345 DMEM 3% 70 ik SEAT L NG AE S35 70 . R A 2 BF BB ik 2t LFB #H474640,
BlE BB THENR A KRS EMERE, RRAKX Mot E R LFB #4758, HRIBHREHH
3K e A CCK-8 (cell counting kit-8 ) R4l fm e i& e, 45 3 Kb/ R/ 20g/dl FBS JRE 4+ T R B4R
B HRRATIER, ARG E 2R BARAEHIRE B @, 7 RMEERFEELI %, MEBEERRY, &
Z AT NEEE RS S , CD140a b B CD45 B M 2a it & YL T8 90% VA b, 4K 3 RERBEFmIEENR, &it &
B0 28 47 M BE VT 4] S B O 3R AF R F 4hAL el | BT R LFB, AR KoE | g R S MR sh T s S A R 3w
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Study on Isolation and Culture of Primary Lung Fibroblasts from Newborn

Mice by Improved Tissue Adhesion Method

ZHENG Xiaodan, WANG Ting, HU Yuhai ( Department of Clinical Laboratory, Wuhan Hankou Hospital,
Wuhan 430010, China )

Abstract: Objective To establish an improved simple and efficient method for isolation and culture of primary lung fibroblasts
(LFB) from neonatal mice, and study their growth characteristics in vitro. Methods The lungs of 3-days-old mice or 8-weeks-
old mice were taken under sterile conditions, and the stromal tissue was cut into Imm’® tissue mass. High-glucose DMEM culture
medium containing 10g/dl fetal bovine serum (FBS) or 20g/dl FBS was used for tissue adhesion culture. The LFB was purified
by the differential time adhesion method, and the growth morphology and adherence state of the cells were observed dynamically
under an inverted microscope. The primary LFB was identified by flow cytometry. The activity of the third-generation cell after
culture was detected by CCK-8 assay. Results Lung tissues in mice at 3 days of age and 20g/dl FBS concentration cultured
by the improved tissue mass adherent cultured method began to grow radially to the periphery on the 2nd day. On the day 7th,
the cells growth density reached 90%, and the cell morphology was as a spindle. The CD140a positive and CD45 negative cells
reached more than 90% after purification by differential time adhesion method, and the cells still maintain good cell activity after
cultured for 3 generations. Conclusion The improved tissue adhesion method can obtain a large number of purified mice LFB
with good activity simply and efficiently, which lays a foundation for the study of lung inflammation, tumors and in vitro efficacy
of drugs.

Keywords: lung fibroblast; primary culture; tissue adhesion method; flow cytometry staining
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A IAZUHIGEERE SR 2 K5 B: #54K; C: 6 K; D: 7K.
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