wo 2020203496 A 1 | AIK 000 TR0 0 OO

) FEFBAFWICE DV T LRI -EREERE

(19) 15 AT S AR > 0 O 0 0O 0
EREER U
oBsH s = WO 20201203496 A1
2020105 8 H(08.10.2020) WIPO | PCT
(51) EFRRFET 4048 Jun); T6578501 EERMFEHHERXANHF A
C40B 40/06 (2006.01)  CI2N 15/10 (2006.01) BT 1 — 1 [E7 A% AME KSR Hyogo
CI2P 19/34 (2006.01)  CI2N 15/63 (2006.01) (P). iEBE BR 2 (KONDO Akihiko); T 6578501
Q1) ERHEES PCT/IP2020/013133 SERMFAFHHEXAREET -1 BIX
FE AP RFA Hyogo (JP).
(22) EPFRHEER - 202053 H24 H(24.03.2020) _
e . UHRIEA: R FF R B X A # E (TSUKUNL &
(25 EFRHRO S | AAGE ASSOCIATES); T 1020083 BE#RT A F X $HT
(26) EFRARDESS : BAGE 5—3—1#ETEY R A4 >4 — Tokyo (JP).
(30) BiEtET— 4 - B HEEEGGRTDEWRY ., 2TOEROENGF
¥5BE 2019-069798 20194 H1H(01.04.2019) JP ENTHEE) : AE, AG, AL, AM, AO, AT, AU, AZ,
(1) HERA - Tk B o A M OF K BA, BB, BG, BH, BN, BR, BW, BY, BZ, CA, CH,

CL, CN, CO, CR, CU, CZ, DE, DJ, DK, DM, DO,

% (NATIONAL UNIVERSITY CORPORATION
DZ,EC, EE, EG, ES, F1, GB, GD, GE, GH, GM, GT,

KOBE UNIVERSITY) [JP/JP]; T6578501 f% &

B T A ABT 1 — 1 Hyogo (P). HN, HR, HU, ID, IL, IN, IR, IS, JO, JP, KE, KG, KH,
KN, KP, KR, KW,KZ, LA, LC,LK, LR, LS, LU, LY,

(72) 3¢PR% : #hi@ SR (TSUGE Kenji); T 6578501 £ MA. MD. ME. MG, MK, MN, MW, MX. MY, MZ.
BERHFHEXSNAGE 1 —1 BTXRZE NA, NG, NI, NO, NZ, OM, PA, PE, PG, PH, PL, PT,

A ME K%K Hyogo (JP). A FH # ASHIT

(54) Title: METHOD FOR CONSTRUCTING CHIMERIC PLASMID LIBRARY
(G4 READERM 1 FASTIAINTA TS ) —OEESTE

(57) Abstract: The present invention addresses the problem of providing a novel method which is for preparing a DNA
fragment for microbial cell transformation, and by which the combinatorial library of a long-chain DNA can be efficiently
constructed and confirmation of the genotype of the obtained clone is facilitated. The present invention is a method for
preparing a DNA fragment, which is for microbial cell transformation and has at least one insert DNA unit that includes
a DNA containing an effective replication origin in a host microorganism and an insert DNA in which unit DNAs are
linked, the method being characterized by including: (A) a step for preparing, through an OGAB method, a plurality of
types of plasmids having an insert DNA unit in which a plurality of types of unit DNAs capable of being linked in a
specific linking order are linked; (B) a step for decomposing a plasmid into unit DNAs by treating the plurality of types
of plasmids prepared in the step (A) with a restriction enzyme suitable for each plasmid and preparing a mixed liquid of a
plurality of types of unit DNAs; and (C) a step for preparing a long-chain DNA fragment by re-assembling the unit DNAs
through the OGAB method by using the mixed liquid of a plurality of types of unit DNAs obtained in the step (B).
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