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Abstract: MinD is involved in the fine regulation of plastid division and plays a key role in maintaining plastid mor-
phology. Previous laboratory research found that the MeMinD protein is involved in the division of cassava plastids, but
the related proteins that work in conjunction with MeMinD to regulate the division of cassava plastids have not been
clearly identified. This study constructed the pGBKT7-MeMinD vector and, through yeast two-hybrid library screening,
a total of 8 candidate interacting proteins of MeMinD were obtained; after point-to-point verification using the yeast
two-hybrid system, it was found that the nicotinate phosphoribosyltransferase 2 (MeNAPRT?2) interacts with MeMinD.
The results of this study would provide new information for further analysis of the mechanism of MeMinD's participa-
tion in the regulation of cassava plastid splitting.
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Tab. 1 Primers used in this study

1 SIIFA (53

Primer name Primer sequence (5'-3")

pGBKT7- gecatggaggecgaattc
MeMinD-F ATGATATCTCTCAAACCCCTTCC
pGBKT7- ggccgetgeaggtegac
MeMinD-R TTACACTCCAAACAAGGAAAAAAAC
pGADT7- catggaggccagtgaatte
MeFBA1-1-F ATGGCCTCAGCATCACTTCTCA
pGADT7- ctcgagctcgatggatce
MeFBA1-1-R TTAGTACACGTAGCCCTTGACGAAC
pGADT7- catggaggccagtgaattc
MeFBA1-2-F ATGGCCTCTGCTTCTCTCCTC
pGADT7- ctcgagctecgatggatee
MeFBA1-2-R CTAGTAAACATAGCCCTTCACAAAC
pGADT7- catggaggccagtgaattc
MeNAPRT2-F ATGGAGGTGAAAGACTATGGTCT
pGADT7- ctcgagctcgatggatce
MeNAPRT2-R CTATTGTAGCTCTCCAACAGGC
pGADT7- catggaggccagtgaatte
MeALDH2B4-F  ATGGCAGCTCGCAGGAC
pGADT7- cagctcgagetegatggatee
MeALDH2B4-R  TTATAACCAGGCTGGATTCTTTAATGG
1 2
bp
2000
1000

M: DL2000 DNA marker.
B 1 MeMinD EEHITEE
Fig. 1 Cloning of MeMinD gene

bpM12345

2000
1000

M: DL2000 DNA marker; 1~5: KBATHi.
M: DL2000 DNA marker; 1-5: Coliforms.
2 pGBKT7-MeMinD &k
Fig. 2 Construction of pPGBKT7-MeMinD Vector
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Fig. 3 Toxicity detection of MeMinD protein detection
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Fig. 4 Self-activation detection of MeMinD
protein detection
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“+”: Positive control; “—”: Negative control.
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Fig. 5 Positive clones were screened by yeast
two-hybridization



55 10 % RS K¥ MeMinD By HAER 0 % 2057
®2 MeMinD REEEERER
Tab. 2 Annotation of MeMinD candidate interacting proteins
P GeneBank # 3¢5 HEK R HHARK
No. GenBank login number Gene annotation Protein name
1 XP_021592298.1 NADH dehydrogenase (ubiquinone) 1 alpha subcomplex subunit 5 MeMT-ND
2 XP 021609330.1 Fructose-bisphosphate aldolase 1 MeFBAI1-1
3 XP 021604034.1 Fructose-bisphosphate aldolase 1 MeFBA1-2
4 XP_021628049.1 17.4 kDa class III heat shock protein MeHSP
5 XP_043811339.1 Eukaryotic translation initiation factor 3 subunit E MeEIF3
6 XP_043809748.1 Ribulose bisphosphate carboxylase small subunit MeRubisco
7 XP_021631093.1 Nicotinate phosphoribosyltransferase 2 MeNAPRT2
8 XP 021592138.1 Aldehyde dehydrogenase family 2 member B4 MeALDH2B4
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Fig. 6 Growth of yeast transforming bacteria
on defective plates
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