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國立臺南大學 109 年度生物實驗安全委員會會議紀錄 

時間：109 年 12 月 08 日(星期二)中午 12 時 
地點：誠正大樓 309 會議室 
主持人：陳總務長樹屏

出席者：生物科技學系程主任台生、生態暨環境資源學系謝宗欣老師、生態暨環境資

源學系張原謀老師、生物科技學系鄧燕妮老師、生物科技學系張翠玲老師、

生物科技學系黃銘志老師、總務處環安組張碩文組長

列席者：

壹、主席致詞

感謝委員們撥空中午來參加生物實驗安全委員會，那我們就直接進入提案討論。 
貳、工作報告

一、109 年度申請本校生物實驗安全委員會計畫共 6 件，資料如下： 

1.計畫編號：GR109001(P.3 -P.15)
申請人：生物科技學系曹哲嘉老師

計畫名稱：利用遺傳學模式生物解析光自營生物對環境汙染物之耐受機制

此申請案已於 109 年 4 月 23 日申請通過

2.計畫編號：GR109002(P.16 -P.22)
申請人：生物科技學系張翠玲老師

計畫名稱：探討甘草經泛素蛋白酶體途徑及數據科學對疾病之關聯

3.計畫編號：GR109003(P. 23-P.28)
申請人：生物科技學系張翠玲老師

計畫名稱：開發泛素化螢光蛋白質之流式細胞系統----偵測食品導致細胞自噬

4.計畫編號：GR109004(P.29 -P.36)
申請人：生物科技學系鄧燕妮老師

計畫名稱：男性不孕症患者 LRWD1 的 p53RE 分析及相關研究

5.計畫編號：GR109005(P.37 -P.44)
申請人：生物科技學系鄧燕妮老師

計畫名稱：探討氯化銦對於細胞複製及生殖的影響

6.計畫編號：GR109006(P. 45-P.50)
申請人：生物科技學系吳慧珍老師

計畫名稱：Plant cell wall enzyme-mediated immunity:the role of

Arabidopsis pectin methylesterases reveals beneficial 

plant-microbiome interaction under stress responses.

上述6件計畫，已全數審查完畢。 
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叁、提案討論 

國立臺南大學109年度第1次「生物實驗安全委員會議」案表 

項次 提案事項 提案單位 頁數 

一 
有關計畫編號GR109002、GR109003、GR109004、GR109005、

GR109006生物實驗安全申請案，是否同意進行？ 
總務處環安組 2 

 
提案一 
案由：有關計畫編號 GR109002、GR109003、GR109004、GR109005、GR109006 生

物實驗安全申請案，是否同意進行，提請討論？ 
 
說明： 
一、上述計畫編號 GR109003、GR109004、GR109006，已經 2 名審查委員審查，審

查意見均為同意進行，詳細審核意見表如附件(P.23-P.36、P.45-P.50)。 
二、計畫編號 GR109002、GR109005，初審委員審議「修正後，複審決議」，申請者

提供相關資料說明，意見回覆資料如附件（P.16-P.22、P.37-P.44），是否同意進行，

提請討論？ 
三、上述申請案如經本委員會確定同意進行後，則於申請計畫「基因重組實驗申請同

意書」加蓋本校生物實驗安全委員會查覈章。 

 
決議：照案通過。 

 
肆、臨時動議：無 

 
伍、散會(12:30)結束 
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a. Streptoalloteichus hindustanus

b. E. coli

c. Chlamydomonas reinhardtii

3

a. SPF ; IVC ;

__________________________________

b.

__________________________________

c. virus; microinjection; liposome; gene gun;  

electroporation

4 P1 P2 P3 P4
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附件資料



(Chlamydomonas) Aph7”
(DEP)

DEP dep2 dep2 Aph7”
g040600 sh-Ble

1). Re-transformation of the dep2 mutant strain with the wild-type gene to rescue the 

DEP-hypersensitive phenotype

Cells. The dep2 mutant and the reference strain cc-4533 will be grown in TAP medium (10 mM 

Tris, pH 8.0; acetate; phosphate) until ~2x106 cells/ml under the illumination cycle of 14-hr light and 

10-hr dark at 22 oC.

Cotransformation. We will co-transform the genomic DNA into the dep2 mutant with a

drug-resistant marker DNA for selection. Chlamydomonas genomic DNA containing the disrupted 

gene g040600 will be subcloned from the BAC clones available from Clemson University Genomics, 

S. Carolina, USA, using appropriate restriction enzymes. Purified genomic subclones ~800 ng and

PCR-amplified sh-Ble cassette ~10 ng will be mixed and electroporated into the mutant cell. For one 

transformation, ~3x107 cells will be mixed in the 4-mm cuvette and pulsed with the voltage at 800 V, 

resistance at 600 Omh, capacity at 50 uF, and time constant ~11 ms. The cells will be recovered for 

overnight and plated on the TAP-agar plate containing 2 ug/ml Zeocin and incubated under continuous 

light for 2 weeks. Colonies will be randomly chosen and streaked out for further analysis. 

Assessment of rescue. From our study, dep2 mutant could not survive in TAP containing DEP 

higher than 0.8 mM, but cc-4533 reference strain could still grow. We will use this condition to assess 

whether the re-transformed gene rescue the DEP hypersensitivity in the mutant. Several independently 

re-transformed strains, the dep2 mutant, and cc-4533 reference strain will be grown to mid-log phase 

in TAP medium, and the cell density will be adjusted. Aliquot of cells will be inoculated to the 24-well 

plate. DEP will be added into triplicated wells to make a series of final concentrations containing 0, 

0.2, 0.4, 0.6, 0.8, and 1.2 mM of DEP. Cells will be incubated under dark-light cycle for 72 hrs, and 

the cell density will be counted. The relative growth comparing to no-DEP treatment will be 

calculated. 

2). Introduce the wild-type g040600 gene into the reference cc-4533 strain to test whether it 

enhance the DEP-tolerance

We will also introduce the wild-type allele of the g040600 gene into cc-4533 strain using 

co-transformation strategy mentioned above. We plan to use its native promoter to drive the transgene 

expression. Alternative, the AR promoter (containing the HSP70A and Rubisco promoter sequences) is 

a commonly used strong promoter for Chlamydomonas and will be fused in front of the coding 

sequence of the candidate DEP-response gene. We will test the expression of transgene using qPCR as 
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described above, and confirmed overexpressed strains will be chosen to test their DEP-sensitivity 

using a series of final concentrations containing 0, 0.2, 0.4, 0.6, 0.8, and 1.2 mM of DEP based on the 

relative growth after the 72 hr endpoint and growth curve for 7 days.
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a.       UbG76V-YFP

b. E. coli

c.

3

a. SPF ;   IVC ;

__________________________________

b.

__________________________________

c. virus; microinjection; liposome; gene gun;  
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5  _____ E301-1_____ P1  

P2
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16



17



18



19



20

委員核章



21

委員核章



22

申請者核章



____  ---- _________
 _____ ______ _____ ______ __06-2602587___

 ____ ____________________________
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2

a.       UbG76V-YFP                                

b. E. coli

c.

3

a. SPF ;   IVC ;

__________________________________

b.

__________________________________

c. virus; microinjection; liposome; gene gun;  

4 P1   P2   P3   P4

5  _____ E301-1_____ P1  

P2

 ____________________ P2  P2+ P3  P4 
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LRWD1 p53RE

 ____ ____ _____ _______ _06-2133111 795__

 ____ _____

1 --------
--------

------
------

------------------
2

a. Hs 181.Tes human normal testis
NTERA-2 cl.D1 pluripotent human testicular embryonal carcinoma

A2780s p53 wild-type , OVCAR-3 p53 mutant , SKOV3 p53 wild-type , loss of p53 
function

b. E.coli

c. Hs 181.Tes
NTERA-2 cl.D1 A2780s p53 wild-type , OVCAR-3 p53 mutant , SKOV3

p53 wild-type , loss of p53 function

3

a. SPF ; IVC ; 
__________________________________

b.
__________________________________

c. virus; microinjection; liposome; gene gun;  

4 P1   P2   P3   P4

5  ___ C102-2_________________ P1  

P2

 ____________________ P2  P2+  P3  P4
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: 

LRWD1 p53 p53

response element, p53RE -208 C>A  

P53 DNA damage DNA repair

P53 DNA damage DNA P53

DNA damage indicator p53 apoptosis

spermatogonia germline homeostasis (1-4)

p53 p53 response element, p53RE LRWD1

LRWD1

Chip EMSA p53 p53RE

luciferase H2O2 Camptothecin (CPT)

LRWD1 p53 p53

LRWD1 site-direct mutagenesis LRWD1 p53RE

p53RE LRWD1

immunofluorescence assay western blot LRWD1
p53
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1. LRWD1 overexpression LRWD1   

transfection 1.0×105 Hs 181.Tes human 

normal testis NTERA-2 cl.D1 pluripotent human testicular embryonal carcinoma

A2780s p53 wild-type , OVCAR-3 p53 mutant , SKOV3 p53 wild-type , 

loss of p53 function 12-well 37 5% CO2 24 well

plasmid DNA -DMEM Gibco 12800-017 TurboFect Transfection 

Reagent Thermo Fisher Scientific R0531 Votex 5 15min TurboFect 

Transfection Reagent Mix 96-well 37 5% CO2 24

2. gene knockdown

2×105cell/ml 6-well plate 5% CO2 37 24

8 Lipofectamine® 3000 Reagent

co-transfection Lipofectamine® 3000 Reagent RNAi

National RNAi Core Facility shRNA-LRWD1, shRNA-NRF2 LRWD1
NRF2 Lipofectamine® 3000 Reagent Vortex

10 6-well plate

5% CO2 37 24 25 mg/ml puromycine 6-well plate

5% CO2 37 4 1X PBS

500 l  0.05% Trypsin-EDTA 37 2 500 l 1.5ml

10 7 ml 1ml

10 5% CO2 37

10 10 1.5ml 

0.05% Trypsin-EDTA 37 2 Trypsin-EDTA solution 37 5% 

CO2 3 3mL 7% DMSO(

) 1mL

4 -80 16~18

3. p53RE LRWD1 pGL3 basic-LRWD1 promoter

LRWD1 p53RE 0.6 kb -515 +53

Vector NTI Restriction Enzyme Map Analysis NheI

HindIII forward primer NheI

CTA-G CTAGC reverse primer HindIII 

A AGCTT-GGG PCR pGL3-basic vector pGL3 

basic-LRWD1 promoter
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4. site-directed mutagenesis pGL3 basic-LRWD1 promoter p53

QuikChange II Site-Directed Mutagenesis Kit Cat. No.: AG-210518 Agilent Tech.

400 ng plasmid DNA 0.5 l p53RE primer set, 10

um)  0.5 l dNTP (10 mM) 2.5 l 10X Rxn buffer 0.8 l Pfu Turbo 10%  DMSO

25 l PCR 95 1 DNA 95

 30 55  1 68  7 30 24 68 10

2 200 U QuikChange®

Site-Directed Mutagenesis Kit 37 2

pGL3 basic-LRWD1 promoter p53

32



( ) ____________________   

(

) 

( )

___________________

33



34



35

委員核章



36

委員核章



 ____   ____ _____ _______ _06-2133111    __ 

 ____ _____

1 --------
--------

------
------

------------------
2

a. Hs 181.Tes human normal testis
NTERA-2 cl.D1 pluripotent human testicular embryonal carcinoma

b. E.coli

c. Hs 181.Tes
NTERA-2 cl.D1

3

a. SPF ; IVC ; 
__________________________________

b.
__________________________________

c. virus; microinjection; liposome; gene gun;  

4 P1   P2   P3   P4

5  ___     _________________ P1  

P2

 ____________________ P2  P2+  P3  P4
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InCl

DNA
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1. pEGFP LRWD1 overexpression LRWD1   

transfection 1.0×105 Hs 181.Tes human 

normal testis NTERA-2 cl.D1 pluripotent human testicular embryonal carcinoma

A2780s p53 wild-type , OVCAR-3 p53 mutant , SKOV3 p53 wild-type , 

loss of p53 function 12-well 37 5% CO2 24 well

plasmid DNA -DMEM Gibco 12800-017 TurboFect Transfection 

Reagent Thermo Fisher Scientific R0531 Votex 5 15min TurboFect 

Transfection Reagent Mix 96-well 37 5% CO2 24

2. pCrGFP pEGFP LRWD1 overexpression LRWD1 pCrGFP

pEGFP

1.5% TAP- 16 / 8 25

150mlTAP250 ml

2x 106cells/ml DEP 50ml

16 / 8 25 90 rpm

72 pCrGFP (electroporation)

39



( ) ____________________   

(

) 

( )

___________________

40



41



42

委員核章



43

委員核章



44

申請者核章
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