* 224 - Acta Universitatis Medicinalis Anhui 2023 Feb; 58( 2)

12023 -01 -20 16:07: 50 * https: / /kns. cnki. net/kems/detail / /34. 1065. R. 20230119. 1741. 009. html
12 2 3 1 12
(P63) . 19( CK19) EPSCs
( EPSCs) ( EPSCs—Exo)
o EPSCs 30 ~150 nm Tsgl01.CD9. CD63(
10 EPSCs 3) Calnexin.GAPDH o
EPSCs4¥xo EPSCs EPSCs EPSCs—¥x0.
EPSCs . : ’ ’
EPSCs—Exo. R 459.9; (233
EPSCs; EPSCs  Western A 1000 - 1492( 2023) 02 - 0224 - 06
blot v EPSGsdxo 1010, 19405 /. enki. issn1000 — 1492. 2023. 02. 009
EPSC:s .
i ( epidermal stem cells EPSCs)
a6 ( integrin-ab) . B1( integrin31) P63
1
2022 -12 -21 °
: ( © 2021 YFA EPSCS EPSCS
1301603) ; ( : EPSCs
SKLP-02020005) . 2 ( exosomes
.1
' EVs) 30 ~ 150 nm }
230032 4
2
102206
3 100730 R
: 5
E-mail:
zhuyunping@ ncpsb. org. cn; 6
E-mail:
slzhang1977@ 163. com ( epidermal stem cells-exo—

expression of the recombinant proteins which were isolated and purified by glutathione sepharose 4B beads under
the optimized condition. The specific protein expression in the bacterial lysate and the purified protein isolated with
glutathione sepharose 4B beads was identified by Western blot with AR antibody and GST labeled antibody. The
purified protein was incubated with a fluorescent probe of the virus and the complex was detected by electrophore—
sis in a non-denaturing gel. Results The prokaryotic recombinant plasmids of full length and three functional do—
main truncated AR were successfully constructed. The recombinant clones were identified by using bacterial culture
as a template and further verified by double enzyme digestion. It showed that there were identical bands in the
same sizes as the inserted fragments. The nucleotide and the amino acid sequences were aligned to the reference se—
quence in NCBI GenBank. The GST fusion protein GST-AR-NTD + DBD (96 ku) and GST-AR-NTD ( 86 ku)

were successfully induced and verified. The purified protein could be directly combined with the viral genome
DNA. Conclusion The prokaryotic expression conditions of truncated AR plasmid from the same gene sequence
are different. The purified AR protein can be used to understand the direct interaction mechanism between function—
al domains of AR and other molecules.
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Abstract Objective To explore method for isolating and culturing human epidermal stem cells ( EPSCs) in vitro
and isolating and purifying epidermal stem cell exsomes ( EPSCs—4xo0) by optimizing the technical process. Meth—
ods Firstly the improved separating enzyme was used to isolate the EPSCs derived from human skin tissue.

Then an improved serum-ree culture medium and 10 specific factors were combined to construct optimized 2D cul-
ture medium which could stimulate the growth of EPSCs promote the secretion of EPSCs%x0 maintain the stem—
ness and proliferation of EPSCs and delay the differentiation and maturation of EPSCs. Further the conditions of
differential centrifugation was optimized and then the human EPSCs¥Exo was successfully extracted with high effi—
ciency and high purity. Results The human skin tissue was confirmed with the expressions of markers for epider—
mal cells. EPSCs were verified with high expression levels of integrin-w6 integrin81 P63 and CK19 by immuno—
fluorescence staining and Western blot. The nanoparticle tracking analysis results showed the particles separated for
EPSCs supernatant was saucepan with the detected diameter between 30 — 150 nm. The Western blot results showed
the positive expression of membrane markers Tsgl01 CD9 and CD63 and the negative expression of intracellular
markers Calnexin and GAPDH. Conclusion The results show that the human-derived EPSCs have been success—
fully isolated and cultured in vitro and the EPSCs—Exo have been successfully isolated and identified.
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