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Genotype Identification of Mice with Conditional Brg1
Knocking down in Type II Alveolar Epithelial Cells
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Respiratory Center of Children’s Hospital of Chongqing Medical University, Chongqing 400014, China;

*Xijing Hospital, The First Affiliated Hospital of the Fourth Military Medical University, Xi’an 710000, China)

Abstract The purpose of this study was to identify the genotype of knocking down of Brg/ (Brahma-
related genel) gene in type Il alveolar epithelial cells (AEC2s) in mice, and to lay a foundation for further study
on the role of Brgl in lung related diseases. Two pairs of transgenic mice, Brg/™™ and SP-C-rtTA/(tetO);-Cre,
were introduced to breed and mated, and homozygous (SP-C-rtTA/(tetO),-Cre/Brg1™™), heterozygous (SP-C-

rtTA/(tetO);-Cre/Brg1™") and wild-type genotypes were obtained. Genomic DNA was extracted from the tail of

one-week-old mice. PCR/Q-PCR were used to identify the genotype. Gentle MACS Dissociator was applied for
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isolation and purification of primary AEC2s after 7 days Doxycycline-inducible. The phenotype of isolated and

cultured AEC2s was confirmed by observation of the morphology of AEC2s and detection of the expression of

prosurfactant protein-C (proSP-C). The success of Brgl-knockdown was measured by RT-PCR and Western blot.

The results showed that the feeding and breeding of Brg/ homozygous mice were successful. Primary AEC2s were

successfully extracted, and the specific knocking down of Brg/ in AEC2s was successful. This study provided the

animal experimental model for the relevant research.
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Fig.1 Diagram describing of the conditional knockdown of Brgl in the mouse lung type II alveolar epithelial cells
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Name Forward primer (5'—3") Reverse primer (5'—3")
Brglloxp CTC ATG CAC AGA GGT CCT G TAG CCC CTT GAA AGT GAT CC
(TetO);-Cre
1084/1085 GCG GTC TGG CAG TAAAAACTATC GTG AAA CAG CAT TGC TGT CACTT
(TetO),-Cre
7338/7339 CTA GGC CAC AGA ATT GAAAGATCT GTA GGT GGA AAT TCT AGC ATC ATC C
SP-CortTA CAAATG TTG CTT GTC TGG TG GTC AGT CGA GTG CACAGTTT

CGC TGT GGG GCATTTTAC TTT AG CAT GTC CAG ATC GAA ATC GTC
SP-C ATG GAG AGC CCA CCG GAT TA ACC ACG ATG AGAAGG CGTTT
Brgl GAG GAG GTC CGG CAG AAG AAATC TTC TTC TGC TTC TTG CTC TC
GAPDH CAG CGA CAC CCA CTC CTC CAC CTT CAT GAG GTC CAC CAC CCT GTT GCT
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Fig.2 The gross morphology of three kinds of gene type mouse
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Temperature (°C), Ceisius

A: PCRORBrgl B:R %78 45 R, B: PCRR(tetO);-Cre 6 8 45 R ; C: q-PCRIRSP-CrtTAK B 45 R
A the result of genotype of Brgl was determined by PCR; B: the result of genotype of (tetO);-Cre was determined by PCR; C: the result of genotype of

SP-C-rtTA was determined by g-PCR.

E3 Brgl#ZERENRFREFBLEELER
Fig.3 The results of PCR genotyping of filial generation of Brg!I transgenic mice
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A: BrgMEVAMEL group: B: BrgI*P group; C: Brgl™ group.
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Fig.4 Pathological changes of lung tissue of three genotypes mouse after Doxycycline-inducible (HE staining)

B

100 um

DAPI

proSP-C

100 pm

Merged

A: 518 BB WS AEC2sTERS; B: Fulle % %A MiproSP-CFIDAPIf ik .
A: morphology of AEC2s under inverted microscope; B: expression of proSP-C and DAPI detected by immunofluorescence.
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Fig.5 Identification of primary type II alveolar epithelial cells by microscope and immunofluorescence staining
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Fig.6 The mRNA levels of Brgl and SP-C in primary type II alveolar epithelial cells after Doxycycline-inducible
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Fig.7 The protein levels of Brgl and proSP-C in primary type II alveolar epithelial cells after Doxycycline-inducible
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