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DEVELOPMENT OF A ChIP-seq METHOD IN CRASSOSTREA GIGAS

ZHAN Wang, WANG Wen, SHI Wei-Yang
(School of Life Sciences and Technology, Tongji University, Shanghai 200092, China)

Abstract

analyze DNA-protein interactions. However, the application of ChIP-seq in Crassostrea gigas has not been investigated. In

Chromatin immunoprecipitation coupled with high throughput sequencing (ChIP-seq) is a powerful tool to

this study, we established a protocol for performing ChIP-seq experiment in oyster early embryos. We successfully
performed H3K4me3 ChIP-seq on 16-cell stage oyster embryo and revealed the genome-wide distribution of the H3K4me3
histone marks. This study is the first step toward understanding the epigenetic regulation of oyster embryogenesis.

Key words Crassostrea gigas; ChlIP-seq; high-throughput sequencing; histone modification
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1. lg 10mL (20mmol Tris, 85mmol KCI, 0.5% NP-40, 0.5% ) R
4000r/min, 4°C 15min, ;

2. 2mL (10mmol Tris-HCI, 15mmol NaCl, 60mmol KCI, 2mmol CaCl,, 0.15mmol )
0.5mmol ) ; 2 1.5mL EP ; 7000r/min, 4°C 10min; ;

3. 800uL ; 1000U Micrococcal Nuclease, 37°C 10min,; 2min

4. 10mmol EDTA ; 0.1% SDS, ;

5.  Bioruptor s H, 30s, 30s, 6—7min;

6. 14000r/min, 4°C 15min, EP ; 14000r/min, 4°C 15min, ;

7. 1% input, 9 IP dilution buffer (2mmol EDTA, 150mmol NaCl, 20mmol
Tris-HCl, 1% TritonX-100), Sug ChIP , 4°C ;

8. Protein A/Protein G 25uL ; 5% BSA/PBS ;

9. 100uL 5% BSA/PBS , 8 , 4°C 3—4h;

10. 10 s ; ;

TS (0.1% SDS, 1% TritonX-100, 2mmol EDTA, 20mmol Tris-HCI, 150mmol NaCl) ImL 2
TS (0.1% SDS, 1% TritonX-100, 2mmol EDTA, 20mmol Tris-HCI, 500mmol NaCl) ImL 3

>

>

Buffer (0.25mol/L LiCl, 1% NP-40, 1% , Immol EDTA, 10mmol Tris-HCI) ImL 3 TE
ImL 3 ;
11. , ; IP elution buffer (1% SDS, 0.1mol/L NaHCOj3) 200uL,
, 65°C 1h;
12. 12000r/min 3min, EP S ;
13. input , IP 200uL;  ChIP DNA input 8uL Smol/L NaCl, 65°C
3h;
14. , 1uL RNase A 37°C 30min;
15. 3uL K 55°C 2h; 65°C ;
16. 2, 2.5 , 1/10 , —20°C ;
17. 14000r/min, 4°C 15min, ; 75% , 14000r/min, 4°C 10min, R
input DNA 20uL TE ; ChIP DNA 10uL TE -80°C
18. input DNA (1pg) ChIP DNA, NEBNext DNA (E7370S)

250—300bp PE50



