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Analysis of PARP10 tissue expression profile, interactive
protein and UV stress reaction
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Abstract: One pair of primers were designed and synthesized based on the ¢cDNA sequence encoding Homo sapiens poly
(ADP-ribose) polymerase family, member 10 (PARP10) reported on the GenBank. The ¢cDNA sequence encoding PARP10 was
cloned from 293FT cell by RT-PCR. Then the RT-PCR product was cloned into pPCMV-Myc and pEGFP-C1 plasmids. The interaction
between PARP10 and B-actin was identified through immuno-precipitation and laser confocal microscopy. Extensive expression of
PARP10 in mouse tissues was confirmed by RT-PCR. Besides, Western blotting analysis indicated that cell injury caused by UV
treatment could promote the expression of PARP10. The results in this paper would benefit further study of PARP10.
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shRNA PARP10 Gl1 Amersham ; RNA
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Gl S PARP10, 101 ;
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PARP10 &)
PARP10 Myc/Ha- 1.2 Fi%
Ras E1A/Ha-Ras , 1.2.1
PARP10 3T3-L1 S GenBank PARP10 c¢cDNA
HEK?293 , (Accession No. NM_032789), PCR
PARP10 s ( 1),
(e} PARPI0 mRNA , PARP10
, PARPI10 , cDNA 3, 245 bp
, GAPDH c¢DNA
" L R Invitrogen
1 AAeT ik 1.2.2 PARP10cDNA
11 #H Qiagen 293FT
A549 RNA, RT-PCR, 65°C
, 293FT 5 min, 42°C 60 min ,70°C
; McCoy's 5A DMEM 15 min , 37°C RNaseH RNA,
Giboco ; Hyclone ; cDNA PARP10 3075 bp,
PARPI10 Bethyl ; HRP ( 1160 bp 2010 bp ,
IGg) ;- Trizol F1 R2 94°C
lipofectamine™ 2000 PARP10 cDNA 5 min, 94°C 30 s, 68°C 3 min, 25 ,72°C 10 min
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Table 1  Primers used to amplify different fragments of PARP10

Primer Sequences (5'-3") Description
F1 ATGGTTGCAATGGCGGAGGCAGAG
Primers for the upper 1.16 kb fragment
R12 CAACCCCTTAGAGGTCTCCACTG
F2 CTGGAACATGAGGGGCTG
Primers for the lower 2.0 kb fragment
R2 TTAAGTGTCTGGGGAGCG
PC1 CGGAATTCCGATGGTTGCAATGGCGGAGGCAG Primers for PARP10 possessing the digest sites of
PC2 CCGCTCGAGTTAAGTGTCTGGGGAGCG EcoR and Xho  respectively
PDI GAAGATCT ATGGTTGCAATGGCGGAGGCAG Primers for PARP10 possessing the digest sites of
PD2 GGAATTC TTAAGTGTCTGGGGAGCG EcoR and Bgl I respectively
SQ1 ATGGTTGCAATGGCGGAGGCAG
Primers to test the mRNA level of PARP10
SQ2 CAACCCCTTAGAGGTCTCCACTG
AQl1 CCA TGT TCG TCA TGG GTG TGA
Primers to test the mRNA level of GAPDH
AQ2 CAT GGA CTG TGG TCA TGA GT
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, Gapdh , PVDF Western blotting uv
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Www.matrixscience.com , DH5a ,
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Fig. 1 Agarose gel electrophoresis analysis of full length cDNA ( 95, MALDI-TOF-MS

of PARP10 by RT-PCR. 1: marker III; 2: the cDNA of PARP10. (6 WWw.matrixscience
com S NCBI
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Fig. 3 Extensive expression of Parpl0 in mouse tissues. 1: brain;

800 2: heart; 3: lung; 4: liver; 5: spleen; 6: kidney; 7: muscle;
500 8: testis.
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Fig. 2 Identification of the recombinant plasmids pCMV-Myc- % 0.1
PARP10 and pDsRed-C1-PARP10 by digestion with restriction 0
enzymes. 1: marker III; 2: pPCMV-Myc-PARP10/EcoR I+Xho I; 3: ! 2 3 4. > 6 7 8
pDsRed-C1-PARP10/EcoR 1+Bgl II. Tissues
2.3 Parpl0 ByZE /N BRI HT 4 Parpl0 i IRABHMMEALS Capdh ASHILA
Fig. 4 The ratio of Parpl0/Gapdh in mouse tissues. 1: brain;
3 5 ParplO 5 2: heart; 3: lung; 4: liver; 5: spleen; 6: kidney; 7: muscle; 8: testis.

*2 NREEL Parpl0 #A Gapdh ¥ 8 & IR E E LT
Table 2 Gray values of Parpl0 and Gapdh RT-PCR products in mouse tissues

Brain Heart Lung Liver Spleen Kidney Muscle Testis
Parp10 8092308 6752148 8304485 8615987 5495332 10099307 10179911 12147108
Gapdh 22952608 24464743 23924781 26186453 25918164 26125305 26298107 25478855
Ratio 0.352566 0.275995 0.347108 0.329025 0.212026 0.3865718 0.3870967 0.4767525
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immunoprecipitate of AS549 transfected with pCMV-Myc- ) 1.0 ] PARP10
PARP10; .3: immunopr'e?ipitate of A549 transfected W.ith pCMV- 0.5 1, PARP10 uv
Myc; 4: immunoprecipitate of 293FT transfected with pCMV-
Myc-PARP10; 5: immunoprecipitate of 293FT transfected with B-actin s
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Q96HGS5S _HUMAN, 117, Vs
. 3 Wik
, B-actin ,
, SDS-PAGE Western blotting PARPs
PARP10 DNA [7=9]
B-actin(  7) [10,11] [12] [13]
., pCMV-Myc-PARP10  pCMV-Myc 4]
293FT , 36 h , (131 ,
B-actin , SDS-PAGE , PARPs
PVDF ., Myc [16-21]
o
= =
~ i
= s
51 S =
4_ | (o]
>
wy
o
31 =+
<
&
24 - u
a3
o
o g =
= e [}
1 Yy Tt - a .
o 278 8 E|R3 e Z 8 =2
0 T 1 = in = I LT = " = L AN mm
750 1000 1250 1500 1750 2000 2250 2500 2750 3000

6 MALDI-TOF-MS #{THAKRER BN ELE R

Fig. 6 Peptide mass fingerprint resulted from MALDI-TOF-MS. X-axis: m/z; Y-axis: Intens.[a.u].
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Fig. 7 Detection of PARP10 and B-actin in the immunoprecipitate >
by  Western  blotting. 1:  A549  transfected  with (6] , PARP10
pCMV-Myc-PARP10; 2: A549 transfected with pCMV-Myc; 3: 5]
293FT transfected with pCMV-Myc-PARP10; 4: 293fT Gl S
transfected with pCMV-Myec. PARP10
1 2 3 4 B-actin , IP
. ‘ , PARP10
PARP10
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——————— |- 1
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Fig. 8 Identification of PARPI0 interacting with P-actin by PARPI10
immunoprecipitation. 1: immunoprecipitate of 293FT transfected ’ ’
with pCMV-Myc-PARP10; 2: immunoprecipitate of 293FT
transfected with pPCMV-Myc; 3: no transfection; 4: cell lysis.
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Fig. 9 Localization of PARP10 and B-actin in A549 cell. (A) B-
actin. (B) PARP10. (C) DAPI. (D) merge.
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0.5JUV; 3: A549 cell exposed to 1.0 J UV.
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