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Table S1. Oligonucleotides used for site-directed mutagenesis of FOXB_01332.

Oligonucleotides used for site-directed mutagenesis of 9S-DOX-AQS

Replacement

5’- Forward primer 5’- Reverse primer

F416W
E946V
S949A
N921V

gagttcaatcttctctaccgetggeactcettgeatctccaage  gettggagatgeaagagtgecageggtagagaagattgaacte

gttcctgtcactgcetttctacgtggttctgtegttettcctte gaaggaagaacgacagaaccacgtagaaagcagtgacaggaac
ctgctttctacgaggttctggcgttcttecttcgtecggag ctccggacgaaggaagaacgcecagaacctcgtagaaageag

gttgcttgegecaggggaatgtegttgatcaggtcactgataac  gttatcagtgacctgatcaacgacattccectgegecaagcaac

Fig. S1.

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

MSSVIVALAVLVLSLLYLTLFRNDLTHL I IEKLQSFRTGSGWELSPRSRLLPRATKAALS

61 RIIOVEIIERMIAR | FHSDELEEEDEBERYQAGEAYGDEKVEATSE [ELRATGVKER
) T — MSFNEKFQAEESYCESEEDPSSLLNNFEKEVADE EBFAGTRSQAS

121 RSDIRTEIEMK( (KGRI QMHMEK I 0V AMMER ISR ORI G VI O MR SO
47 PAQEIL GIKEL L [Re0R B K G T TEL M T AT AT T AN K I TR GNIRGTS

181 IENFAE--——-—————— NKYSMRTED
sor@lP| SY[UGGDVKYDVVNSDKPAHKHNCELYDT I EFKVPGTDVLLREQVPQAPDEMEQYREPD]

TGS HNNGLEPNLG PRIT

167 SN NG KSERR
HD

P FYHAS | 11HD | FRTNRADENISDTSSYLDLAPLYGSSLEDQRMIR TVENGALKPDTFHE

ZE gl Y 1D PR TNRUDINRSDTSSY LDLAPLY G55 LUDQUENR TVZCRL KPDT FHEl

TRENPAGI SSI)
TFRENPAGI SO

CYIMKRLLGQPAGVN YSRFHNYVADMLLK I NENGRFJjL B8P PSS E ELRIK ABAK QDIED!
PIYMKR L GQPAGVN YSRFHNYVADJILLK INENGRFELSVPPNRSE ERKIAK ABAK QD!

374 AL YENIRLHDYLR
347 UECL YANIBLHDYLR

TNTHHSASDWTLDPR

AMERMIFDEDGVPRG
TNTHHSASDWTLDPRMA!

6FDEDGVPRG



ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036

FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036

FOXB_01332

ATEG_02036
FOXB_01332

ATEG_02036
FOXB_01332

YRFH

434 SASENERGEREVIE: RER NFEL K SEER-DLNKPEDQE I PQEFMMEMIR[EES 1 DI

407 BVERNEAREIECIE RERT | INGFLKEEZERKAEDEQDEWTELGQLMT 1 FENTPIE
F

GEENP SEREFEGLIREGDGRAIDEDL V| L KDSVEDPAGEFGERNVPKAL

ZTAP SURIFRGLIERWEDGIFNDEDL VI L KDEMEDPAGHFGERIIVPKAL

ENC 1MSHRKI)
EVIG 1 RoE )

553
527

TR S NEYRBFFULKREIIFEH | 8P | ASLGKL Y RPDNVEN Y POHGREDAK PSP
OSSN SREF e KRB S8 | NSXPB | AL KL YasPDVVER Y PORIEDL K PGl

SUCRCRCEPlyYllVGRAVIFSDAVTLVRSDRAETEDY TESNL TRWGEEEVOQDY L GGSMEEKL
SEIQCEGLLPY YBVGRAVESDAVTLVRSDRFNTHDY TSNL TRWGMIIEVQOD YIRIL GGSMBRIK

SEER | ORAEP e FPENSERINOPVETRKINEQ T ARE 1 GTHDRYELEDPRGPPRNIVL TRMEYDT
CETA 1 ORBVPYFPENSIEIOPVE TRKENEQT AKE 1 GTIDRY L BDPIGPPRTZAY L TREZNIS

733
707

K/EKDQAS]=RYEIIA: YYD ERE-[TND EBDRANAAQIKLVHS I EFSPDEFLDL
QIESNTK IV PN T M EREIDEGW ERAEQNY THEANFSKALSK 1 PMHNA

792
767

SETTT L ERTKANTLWETROMEHE RITERVYIIEYAR
HAF 1E5EE I INKEDF TIKESCE0Y RINERVIZEN O

ARINECLE) [ IPENETESIN
ADL FMEDERTISENPRCIEE

852
827

AR Y RIGIL MR 1 WGENNNDPARITEGRRETAIJES AN KIUNEQAQPAQSEYLKN
ARy RIS ER 1 WGINNNDPAGYINRRRINAGEEATG T/ NAEADAGRPRE IGLV
N

LMTRRQAT ERWYENNTAKETEMEMSAEENAR | CRIA 1 € ETRESGVVAN
SAVANRIG ERSCELKEVERTIAQENNVE QY TENLIMFAFEE [EVRVTAFYE
NVDQ E

EAXR

FRYEN ! CHEEE BV TP YR Ol B R IEVMEC TIRNICAREVTD
LRPENES 1TAE RAIAQKGE- - - -BAIE AAER R IESQRNYRUA TARGENQ

912
887

VLQ

965 MHQ

947 Ms

VLS
YGXHECXXKXXAXXF

1025 [EHDFKFEEV INHEELACRDE N ERRDKERLDRPASAY 1 Q[ CMEARES e R=T A I TFAV

1003 [goA1QRETAYNLMEEERCRNGE ERACKENPQRKKEDVSAESMEQRES MV RALAGVT

1085
1063

S | RIMEAEL KNLRPAPGEM G K SUTTIERo A [ETQEPISKSNMHGKASAVD-
(Sl | KBV K(EL RPAPGOM G KN NA [GFEAS WKVHFNGHGKGKE

AN GERVPTKSTPIQEYYYLLQKRKDEILGN

Fig. S1. Alignment of ATEG 02036 and FOXB_01332 by ClustalW algorithm, marked by Boxshade. Some conserved
elements are marked in red above the alignment. The positions which were subject to site-directed mutagenesis are marked in
blue letters below the alignment.
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Fig. S2. RP-HPLC-MS/MS analysis of products formed by incubation of 13R-HPODE with 9S-DOX-AOS. The main pro-
ducts are two epoxyalcohols, which were formed in equal amounts as judged from the ion intensities of m/z 193 (9-hydroxy-
12(13)epoxy-(10E)-octadecenoic acid) and m/z 197 (11-hydroxy-12(13)epoxy-(9Z)-octadecenoic acid) in the MS/MS
analysis (m/z 311 — full scan).
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Fig. S3. Oxidation of 20:2n-6 and 20:4n-6 by 9S-DOX-AOS. A, NP-HPLC-MS/MS analysis of products formed from
20:2n-6. B, MS/MS spectrum of the a-ketol formed from 20:2n-6. C, NP-HPLC-MS/MS analysis of products formed from
20:4n-6. D, MS/MS spectrum of the a-ketol formed from 20:4n-6.



