http ://aammt. tmmu. edu. cn B =T KRR ,2016,38(18) 1997

DOI:10. 16016/j. 1000-5404. 201602026

—#E T ELISA 1l ®I+5% 58 MGMT-DNA ZREXER) 77 %

"/,

mEmw, 2 &, TH#E, W, S (400038 F I, 55 = %2 15 K2 ZE T 5 27 B 2 R~ B 5T B )

(FEE] HMY sy —Fh I T B ¢ b 2 W B vk A Il 06-%¢ 5t 4% % i ( 06-Methylguanine-DNA
methyltransferase, MGMT) 5 DNA 32 B4 ( MGMT-DNA crosslink ,M-DPC) &8I Tk, Jitk &
B MR ARSI 4lifk M-DPC | 3g 7 M-DPC #£ 5 dsDNA & & ffi4k DPC fhd e ELISA #1960
BE S S5 AT o ISRV B RO B SZ A T R 40 e HBE | 7838 2 1% B () YSc B2 200 Jfa , s FH) &40 i A%
Fih$i/ 24/ Tris 1 ATy [k i 2 M-DPC A4 2R SYBR Green | 4L (a7 7555 M-DPC #£ & 1 dsDNA
AT . SRR RREEXT M-DPC K i i I S B A% IR B i, LA 5 M-DPC A 5 rh T i 7E ELISA
MRt RE TT o e, S 1 Z2FLARREIN R 5 FL A ELISA . &53%  JoT5 /o 250 ML A RIS 1 [] 42
A T H AT VR T 4 M-DPC, SYBR Green [ #IZEPIZH dsDNA BYZEPEEEI R 2 ng £ 1.5 pg,
Al DU FHEHUR) M-DPC % dsDNA B9 & , Pt 58 —FEAS 5t . M-DPC A] DB F ELISA £ i, HAF—
FEJEENALM R, AITYedE 3 h 5 M-DPC & &4 B3N, XTI Rl EA #8224 h M-DPC
SETEERIG, 8518 PrEr (g ELISA #0 M-DPC [ 77 ¥ P 22 5%  R f . & &, T 5 T34
A3 HA SR AR R Al o BT YL 85 IrEk M-DPC JE BGAT B[] R0 5 8500 o

[ %% MGMT-DNA ZZ8¢%); ELISA ;SYBR Green | ;& JF

[hEESEE] R446.1;R979. 11;R991 [ XEAPRERD] A

An ELISA-based method to detect MGMT-DNA crosslink induced by nitrogen
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[ Abstract | Objective To establish an easy method to detect the content of 06-alkyltransferase (06
Methylguanine-DNA Methyltransferase, MGMT) constituted DPC, the MGMT-DNA crosslinkings ( M-DPC).
Methods  Contemporary techniques was adopted and applied to some critical steps, such as M-DPC
extraction and purification, M-DPC quantification, and optimizing the binding ability of M-DPC antigen to
ELISA plate. Human bronchial epithelial cell line HBE was exposed to different concentrations of nitrogen
mustard, and harvested at indicated time points. M-DPC samples were prepared by employing nucleus
extraction, lysis and Tris-saturated phenol recovery. The dsDNA in M-DPC samples was determined by SYBR
Green dye [ . To enhance the binding ability of the antigen in M-DPC samples to the bottom of ELISA plate,
universal nucleic acid enzyme (Benzonase) was employed to degradate the nucleic acid in M-DPC samples.
Finally, the M-DPC coated plate was subjected to the conventional processes of standard ELISA. Results
Cellular M-DPC was successfully extracted and purified independent on high speed centrifugation and
radioactive isotope labeling. The linear range of SYBR Green [ method to detect genomic dsDNA was
between 2 ng to 1.5 pg, which was suitable for detecting the DNA content in M-DPC samples, and based on
which equal amount of samples was adjusted and applied. The M-DPC content in sample could be detected by
standard ELISA method, in a linear relationship within a certain range of M-DPC concentration. M-DPC
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content was increased significantly in 3 h after nitrogen mustard treatment in a dose-dependent manner, and
was maintained at a high level till 24 h. Conclusion Our method to detect M-DPC by ELISA is easy, rapid,

sensitive, and high throughput, and may also be applied to detect DPC containing other proteins. Nitrogen

mustard-induced M-DPC is in a time- and dose-dependent manner.
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