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A preliminary study of chromosome number in Ophiocordyceps sinensis
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Abstract [Objectives] To investigate the chromosome number of Ophiocordyceps sinensis, an important edible and
medicinal fungi endemic to Tibetan Plateau and surrounding areas of high elevation, and thereby lay a foundation for genome
sequencing and other research on the evolution, genetics and molecular biology of this species, as well as help determine the
chromosome number of other entomogenous fungi. [Methods] A genome assembly using second and third generation
sequencing technology supplemented with Hi-C data, in addition to microscopic observation, was used to determine the
chromosome number of O. sinensis. Strain 1229, the genome of which has been sequenced and assembled to a complete level,
was cultured in insect cell culture medium to acquire blastospores. Blastospores were co-incubated with colchicines, then
treated with lywallzyme to obtain dispersed metaphase chromosomes. Those chromosomes were stained with fluorescent DAPI,
then observed and counted under a laser confocal microscope. [Results] Based on the genome assembly obtained from second
and third generation sequencing and Hi-C data, strain 1229 of O. sinensis was found to possess six chromosomes with a strong
telomere interaction between chromosomes. This number was supported by microscopic observations. [Conclusion] The
genome of O. sinensis possesses six chromosomes. Blastospores are suitable for counting the chromosomes of O. sinensis.
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VS ERUN Ve o naacty/b e TN U o A )
PRTHBUR 20 M35 1%~ BE R R N2, iR
Yo oA 28 o SR AR, W
G WAEE RV AT W B e e fh, i
2, REBHEY G OAREEEER T I (FRE
WERIERAELS, 1984; FREmPHAE, 1989 ). HIAZE
e/ INTEAEY) , By ARARE RS ' A
TSR, 2 R 22 HCEL R W) Rl 11 G €0 (A 5 e it SR
& ( Wieloch, 2006 ).

B G R B AR R B R BT 43 4
2, mAEEIEE (Genetic linkage map ). 6%
WLEEYE . Bk i g BRI R UK 3% (Pulse field gel
electrophoresis, PFGE ) LA & Hi-C ¥ ( High-
throughput chromosome conformation capture )

(U5, 2021 ), jot A B A1 vk i 5 T AN [
FEPR BT T FR i 2 18] B AFD B B b A i B, 7
SR B FhRicEcs RSN T, SRR
AR R AR R R (FERFE, 2014 ), L%
BNV ARG RO AT AR | (BRI i R
Il LR 1) 5 A5 S B P R g S, BRIk A%
J& Neurospora il # )& Aspergillus DEcFh LA
N & Hmw A (Barry, 19965 XI4H5E,
2010; O’Connell etal., 2012), 45 RKEHYF A
o gt A A R

BHONESE M L Gt B . PO Bk
B BOCHRERME . SRS 23
BRI A TP A0 ) e AR AT G 1 WS, TT
BHWRA R AR ECH (Iwano et al., 1997;
Tsuchiya et al., 2004 ; Wanner and Schroederreiter,
2008 )., 5 D1/R#A5E McClintock (1945 ) it
G Ry BIOIER , 7R 1R Ao LRE Dk 7 5
Neurospora crassa J# 4 2 i 4xid 2 . 4R, H
TR CL A (8 SR /N AL T2 S AR 9 4 T A BR
NG, HAXRE, 8w ARMEE R X T A G
A, HIZRORZ QO R | Je (mt a] A # A
FI 544 R 3R B2, A I i 22 OWLER I
R B BRI AE R /1% 2 (Poma et al.,
1998; ZRVKIE, 2014 ), Shirane 55 (1989 ) A7
B9 2 1524 ( Germ tube burst method ) REXS A
2257 A I A Y EAR T b o BB B R b A

| F WL, 76 H B H v 38 k)12 ( Taga and
Murata, 1994; Dai and Taga, 2001; ZRuKiZ,
2014; Piresetal., 2016; 5KJik, 2019 ), B4k,
IR i R il A 38 459 380 i A O AR P A T A
Pt AR AT e R AE (Pomaetal., 1998 ),

PFGE A2 FL L (AT Tk
Schwartz F1 Cantor ( 1984 ) 1 YK H A F iz Rk Yy
ORI e, WIS, AT 2Rk ) 5 T K Y G
ARy Rk B ( Beadle et al., 2003 ), PFGE
IO A oy 24 B R A i, H 55 ZERAS S8 1Y
BN DNA, 7] 53 B g (R — e 10-10 000
kb FYR/NET, K/NFH T A G o AR AR M X 43
(Beadle et al., 2003; Z=J%5%E, 2021), 1MiHA
I T 3L A 5 R

Hi-C 2 —Fh e iR R B, wik1s
DNA FAFERENA EfiEF R, 5 =07
G55 T 2 2 Yt fAR K T 2 5 DK T 2L
R BRI BRI AR (120 Mb) (1)
YiRpah, ReEEEA . AR Hi-C
A%, PRI R AR A EE A 58 A, Rt
WA DU e R gics: . Hi-C 3% B RTRAS =
HE5 Rl gz HABIE MW, A —E M FEW
Pk, B ANy AT Sk

4 1 5 5 Ophiocordyceps sinensis J&— i i
EEemEA AR, hTHRFZHME,
2 3| 4ttt B A9 & 1 ( Holliday and Cleaver, 2008 ),
AR AZ i P RAZ A AR AR 520, BE IR AN KT
Z45 (Yan et al., 2017), FEKAEFEI AH
VAN R B fa i (Wk—25%, 2020 ). EK
C A 258 B BT L R A B AT 1T | 22
MM (Huetal.,2013;Lietal.,2016; Xia et al.,
2017; Liuetal., 2020; Shuetal., 2020 ), {HH
THAAERKEREE T, HEAREY %, HIEH
HR/N (~110 Mb ) s 55 2R E T (30-40 Mb )
1) 3 A5 L, BIESR H = AR, AR MELH 3
P (AR BRI 2075 (Liv etal., 2020; Shu
et al., 2020), HHFIFRMGHHRTEHEIA R E RN
FEHFAE 23 MEER (contig) (Shu et al.,
2020), #EEGEMAKT, HIEARRERIE, T
Puffe ge o IR B0
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ABEFEAE . =AU P 4L AL -, D
Hi-C %, meA A% 6 A0 & Mkl 1 52
B @R BB RN AR AT REAFAE 9 WA
NHEER, VIZFAEAT bR, X4 R R G
EHRHEAT T RS, B uE 25 R
Qe R, A& RO R IR IR AT 2E
7 HEA

1 MREFE

1.1 &

FEDRZEI e B B AOWEE BT A 1229 T AR
I BRI B ARAR , 0 T FH T e AR
AF 2005 4 6 H 21 HREE A H A RIE MBI
AHILS, KELBERIEIRAS CS68. Hiffl s
B SIEL (2010 ).

12 EEANFEAZRE

KPR ZH DNA S Bl ARG TR T 2214
W TG % B P AR T = . =AU Hi-C
W o Z AR 222U Sk 4 A R A R )
SERL, PRI IERIZ] DNA JERIEE 500 bp DNA
CPE, SRH 100 bp XK, P60
Illumina HiSeq 2500 (Lietal., 2016 ), =Ll
( PacBio ) fE RHA YIS F BEARA R ITTAEA F 58
i, P2 DNA $2IUdi ] TIANamp Yeast DNA
i®# & ( TIANGEN Biotech (Beijing) Co., Ltd.,
W), BRE ) UL . JER4] DNA SEH
1% 35 5 0 &8 e r UK A T, - Quibit2.0®
Fluorometer ( Life Technologies, [ ) ik
FERN i ; I 20 kb SCE, 7 PacBio RSIIM
-G C4P6 151 19 4~ SMRT cells Hi-C
WP AE 1V AR DR A FRA R 52 L, SCEY
@ fdi H Dovetail TM Hi-C &5 & ( Dovetail
Genomics, FE[E ), Yok RS AR 2,
FEH Mbo T Y17 ARG A S, KA i A 0 b
LR #NSFERE . RMLJE B DNA 4225 B R 5
4alifb¥TWia~450 bp, F Streptavidin Beads [F]i
A=W EFRICH DNA, PCR 414 J5 44 2 XU s
J¥3CPE, 7€ Illumina Hiseq 4000 &A%, 32K
150 bp,

AR R e FastQC #4 ( Andrews,
2010 ) FEA7 4 4047 , #RJ5 FH Trimmomatic v0.39
WAt (Bolger et al., 2014 ) FBrizL AR &7
S1#55) clean data, —ARI)F 4G EHE e B
3k 8 RGBT & gL, SR )5 A Canu v2.2

( https://github.com/marbl/canu/releases ) #£174]
ACUERN L 2%, 20235 H 1Y) contigs ] Racon v1.4.3
( Vaseretal., 2017 ) 7EERINSELT H PacBio I
FPRE A TR HE, RMERT R AT 3 IR, KLY
contigs FH AR A i Pilon v1.22 4
( Walker et al., 2014 ) FA¢HE 3 . Hi-C ¥
sz 500 E R0y RN REE, H
BWA v0.7.15 #{ (Li and Durbin, 2009 ) 5_I-
WAL RTINS, F 24 HiC-Pro v2.7.8
(Servant et al., 2015), 3D de novo assembly
( Dudchenko et al., 2018 ), ALLHIC ( Zhang
etal., 2019) S Hrin R IEL B contigs i
IRIE . HFFE ), 1S3 RAAHBES R,

13 FEATHEREBELE

A& B ZFAE A F (Blastospore ) il #55
FRONE . BIHE 10%R40E (FEBRE, dbat)
Y Grace's Antheraea 3577 ( Life Technologies
Corporation, FZ[E ) HfiIA 3.3 g FEREKIF1 3.3 ¢
FLEE K@Y, 1 molL”" KOH ¥4 pH =
6.2-6.4, JTUEBRTE, 4 CIAfARH. FELLLREFR
Tk B2 b B i 7 1k Spodoptera frugiperda B 141
Mo S CAEERE, dtnt) MikERR SR, DIZRE
REGFRE 0 SO A S TR WA ARG T 4 1229
WRER R R, 18 CRFERIFR 20 d, W
T PR R AR i, SRR,
PR A A

14 RBEFERUZITH

FE T WP A 0.5% Bk K il &
( Biological Industries , A 551 ), 18 °C .
120 r-min ' JRi555E 48-72 h, BiRULEEEIAG 2
AR EWEM SR EP &, IMA 1 mL
TR £h 2% vk ( Phosphate buffered solution, PBS )
Ve 3R, bl A 2% RERE (T RA R
SRR SET ) ALFE 30 min, BOFE LT,
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JILA 500 uL PBS ZZ i . DAPI ( Gen-View, El
Monte, CA, £ ) Y&f4 10 min, FHEOGILERE
BHEE (Leicasp8, 8 ) 7F 63x¥5 N WEH
2257 4P A AR AE . IR0 R e AR A R
DGR

15 AubvRrEERE (i

S RN TR 2o R R N R VA K =D S ) A e S
RAG RN BRI, B2 0] DU RS R G
. DAPI 55 (o Ge (A A iy X I — Bk o
ORL, DA HI-C J: PR 2H 20 e P& rh o rT 15 21 Ay
A]&E A LR E f7 45 B\ Varoquaux et al., 2015 ),
HhUC R Y G £ R AR R LA B P T TR AiE
REHAE -

2 GREHSH

21 EEHAR

Zeidb = SARIMFHELL Hi-C 438, &l
RN B PN O St Y DR S R N A2 S PO
RS B Wbl P8, I8 E) S8 B EIKF o H
FEH MR/ 111.9 Mb, 6 YL a4k K 2435l
4 Chr 1 25.5 Mb, Chr I 22.8 Mb, Chr III
19.8 Mb, Chr IV 17.8 Mb, Chr V 14.3 Mb, Chr
VI 11.8 Mb, 4 e A s ik i smbr A ([
1), FEW A 3T BT 1) G (PR TE 20 A 1) v 2R
£ MRYE Hi-C $ETIHE 1 6 R iRdcki
M RKEAZE N . Chr T (13.00/25.50=0.51 ), Chr
II (11.00/22.80 = 0.48 ), Chr III ( 8.00/19.80 =
0.40 ). Chr IV ( 7.00/17.80 = 0.39 ). Chr V
(5.30/14.30 = 0.37) Fl Chr VI (2.00/11.80 =
0.17 ),

22 $EENESITH

PRI R WA, WAL T KiE (50
) ZEAEMT A 220 20 I A, R TR
o, AR 3 RO LY A IE T, YL R AR
AEXT BB A B, v 2 s Ah T 225 24T

(Kl2: A, B), 1 sk E2 580 (B 2: C).
ZER R M H R 1229 BHA 6 KUk,
Hrp# 4 4 (Chr I -Chr IV ) APUREEH]huykr,
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Whole genome 180 K
%12-14 Mb
iChr I (25.5
16
% 10-12 Mb 14
Chr I (22.8Mb) 12
10
% 7-9 Mb 8
Chrl[(19:8Mb) 6
% 6-8 Mb 4
ChrlV (1’28 Mb) 2
; 0
<38-10 Mb
ChrV (14.3 Mb)
51-3
ChrVI(11. Nﬂ?
Bins (180 kb per bin)

Bl ZHEFEASBEREAMKERHI-CAERE
Fig. 1 High-through chromosome confor mation
capture (Hi-C) heat map of genome assembly of

Ophiocordyceps sinensis

V] v e €0, PR T s 06 S TR 9y T Dy HE IX A g o
HAR, MLny R B R ORI AL E
The darker rectangular areas on both ends of the

chromosomes represent interactions of telomeres, and the
dotted circles indicate centromeres.

PR ML A R225 (K 2), Chr T4
WS RIZER, Hoso ki I AR S5 5 Chr 1T HO
BLPANER /34T, FBHSRLT 0] BEECK , P
DNA K JFis A 25, Chr [1I7E 3 MM IES
FEE—EMES, WRERMEMEAFIE, |
LRI FIN DNA KA 225 Chr Vi aFF
AR, FR AU 20 B W ek (1A 2
B, C), AW LRAE (K 2: A), AlaEE
AHHIAL TSR S 24 RS Chr V. Chr VIR
TN e SHWS a7 N R T

3 o ) A T R T i € Xk £
K, 158 4 FYE o kbim Kb e
0.44-0.49 Z[a] (£ 1): Chr 1 (0.45), Chr 1I
(0.44), ChrII1 (0.49 ), Chr IV (0.48), 5 Hi-C
PRI T S5 SR A — P 25 57 B i g 2%
Yeta R oA, 45 Chr T (Chr 1T Chr 1T,
Chr IV, ChrV | Chr VI 6 25t A i AL 51k
2.00. 1.86, 1.74. 126, 1.06 #10.78 um*, K/l
#%: Chr I :Chr Il : ChrIIl : Chr IV : ChrV :
Chr V[=2.56:238:2.23 :1.62 : 1.36 : 1.O( 1),
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Chr Il ChrV
Y ChrlV ”»

Ch $Chr [
e ChrVl S

o I'g
Chr VI chry  BCHrI

ChrV *

Chr I Chr I Chr I Chr IV Chr V Chr VI Chr I ChrI Chrll ChrIV ChrV Chr VI Chr I ChrII Chrll ChrIV Chr V Chr VI

3 pm 3 um 3 um

B2 MAHREEHUABRKALECHERATEEREHE
Fig. 2 Fluorescence staining of chromosomes of Ophiocordyceps sinensis observed by laser confocal microscope

A AR B A2ndibll; ¢ 2850 bR
A. Cells of prometaphase; B. Cells of prometaphase; C. Cells of metaphase and anaphase of mitosis.

k1 ZHEFEF6EREEFONEERK/NME
Tablel Localization of centromeresand estimation of chromosomal sizes of Ophiocordyceps sinensis

R B POEHR ()
Yo 1K 4 F Localization of centromeres Area of fluorescence
Chromosome name Y Y
A B c Afffe A B c Afffe
Chr | 0.46 0.48 0.42 0.45 2.00 1.99 1.99 2.00
Chr II 0.41 0.52 0.39 0.44 1.74 1.88 1.95 1.86
Chr III 0.49 0.54 0.45 0.49 1.68 1.66 1.87 1.74
Chr IV 0.51 0.46 0.46 0.48 1.19 1.28 1.31 1.26
Chr V - - - - 1.08 1.10 1.00 1.06
Chr VI - - - - 0.87 0.65 0.81 0.78

FPCREASE T e N Ol A 1 DX et e 8 T R LA . o REAT . AL B C iR A
2 AR R AN R 22 00 R4
The location of centromere is obtained by measuring the longest distance between the fluorescent area on both sides of the

centromere and then calculating the length ratio. — indicates that there is no obvious centromere observed. A, B, C indicate
different mitotic stages of Ophiocordyceps sinensis in Fig. 2.

aestivum A 5-6 YL oA ; OG0 AL,
WB/ANAESE (2014 ) HRIEKAESHEE H Amanita

3 itig

YE R 5 B 2K, Jeaknyg 5 M
B AIEA TR, G YR i
PEALTT R (BREEFNSRE R, 1984 ), L, 4
R H RN BE F I SRR, 765326
MARGE K EFOEPA EE S S PR A
R E 2 2R T B OSSR ik ih 75 Hi Uk . Borbye
(11992 dE 3G WA ISR B /INAE R TR
Erysiphe graminis f.sp. hordei 5 7-8 ZkJe ik ;
Poma 45 (11998 ) i 3 i fOURSR & I B i Tuber

fuliginea JL (A% H 2 10 45, |7 R R ELR
Cordyceps s. L[ Y O A% H A7 —Lefiil, nmd
AR (2000 ) F PFGE #&il45 3 Rak i i K ff 28
i Metarhizium anisopliae var. majus 44 {414 % /1>
N7 S TE/NHEEE (2010 ) SRS BIR B
YR IK AR, BiE 3 BRASTR] A% i B B R
Cordyceps militaris e fk¥k 7 455 FRERCA
(2010 ) RS R Ik b Ik RS, K
i 1475 F5 Paecilomyces tenuipes %t {1420 ¥ 73
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B 8 A5 o AWFFERA HI-C Hiihi — . =L
BE PR 2R 00 7 R 20 2 D S e AOMER B e A4 L
HHH 1229 BRI QOB H o 6 45, 5 HHET
CLRNAY T SO B LR Y 0 IR B KAARAHIE

A FBEE R TS50 R 20K Kb
R S5 EF )7 %) (Long terminal repeat
retrotransposons ), HHLAY . = AR P ok
ey ILN 4 (Huetal., 2013; Lietal.,
2016; Xiaetal., 2017; Liuetal., 2020; Shu
etal., 2020 ), i #h 78 Hi-C W7 &d, 4 m s
TR S D AR B B 6 SR oe R gL ik, SN 4
K/ 1119 Mb, J&HHT GenBank I {RAFAYEE —
KFBEFFEF A, W T A AR F A I R 2
KEJPFP (https://www.ncbi.nlm.nih.gov/genome/
browse#!/eukaryotes/ ), Hi-C HfiBh— . =fCIF
H A BRI R R N A 4 K 2400
kL RibE e PN I N Y = il Sy B SN E|
DUy SR

AT 5T R FROKAN R AR B 2R A 10, AR K
AT 227 24 I AR IR, P2k T RE T Tk 40 i
RE T & T AR AR, 1 e 65 PO G R AR i
BRI TS o ZF A A0 I DL AR AT 7 S g s PR
KRR, BA G &R, A
FAE R RS AT R W 2L i 22, IR
FREACIRAS . &M E B2 AUERK S, R
A AR A R, H ST OB s 2 A4 (i i
AR, 2016 ), MR SESHEL. M EfLTHI
TR IXE DL R 5 AR Ho 2 i R IE R 2214
2 B ) Rl A IR Z 0 R (XIE S
SE, 2003), ATyl AL S B A A% Y D AR
JOTAAR o 25 A A6 2 TR 3 L TR 22 2RI U e
il , —MAEE T8 AR R AT
A CRICHAE, 2011), HA I ZFAE AT 7E
A FlR G B AR AR A L E B
HREW, FAEMTFREAEERFERIE, 7
M b i FEAAAIE X, Y5 KA 54 A i
W, ZEAE TR I R S S BT AR I HF 3
(Lietal., 2020),

M Hi-C FERHLURIAE T DIE , &l
B Y AR ROR R A BAE (] 1), Bk

BA MR E Y ORTE AL N R AR, X
5 B ROREE S AR (B 2), e Erh,
PSSR ENEFEPU AN o @2 R NP LR R g R
RN K53, TR AR RIS, T .
M, IV, V., VI3 ki g X, (HR{UER
oSS, -5 YL R MERf 2 1 40002 2 R
R, RIS T KA, IR FHHERR %
e HA e AR S |, e BRAS [R) 14 40 B H 3447 76 X
— BB YA, FES G A ARG R
PRI/ kL B E R, I 11502 1 4%
AR 2 SRR, A H BT BT Y e (R B T ]
RESE 6 2%, AR 7 %o BIARWIZE , WAL
PR FENSH TR WA R R, TEE
AL, 6 KU RfEENE 2R, TS5 aKT
EARB NMEE, KU TIEABINE Erysiphe
graminisf. sp. hordei "4 Y BEIE 454 ( Borbye
etal., 1992),
AR SO T ) Gt AR i TOW S Oy 3 T T IR
A LR YLt AR TR, E Y A S B SR AT
BEAFTERB A G BRI AT B IR G2 o #h Fo s 28
TEIREH L B 25 R, e KORHR AR L S 4 2R 1
HERYE, HEAh, PFGE 702 i oW g2 i) d 2Eh
7t {H PFGE 125 75 22 ] £ o JoT ot oA R ik 10 e €2 1Ak
DNA, — i ik [ Az o 44 Jin 2 1 Ak 35 i 4
SRIGIEATHLYK 7 ( Beadle et al., 2003 ), 221k
LI 1) TR 22 0 SR AN P Ak 33 R tR 1) SR A T A
AR YL AR DNA 3RS, JEim R e
WECR AR, X W& PEGE % H AR £ 0 HI7E
RN B, AR D AE 22 R B N 9 D A
(Beadle et al., 2003 ), X Fher=4:2F4E 71
Yrff, AT LA K 2R A 47 1T PFGE Bk
JufRBa:, O IR S s B A, g
o AR (R AN BB PEAG AR 25 R ] FE %,
L BELE & 2 M IRA 44 38 4% R ( Fluorescence in situ
hybridization ) 5555 IUREE JE R A9 Y (A 7
A5G Hi-C B IYE P 4H 40 % DL R0
RSO AMEL, B T R R YLt
REE N 6 5% RIBTEEST T —Ff R 2R A 40 72k
il 8 S A BT T g AW g H By ik, W]
e B HAD FC R R IR T SRR A A L A
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O G AR A E KA B TR e
TSI, it — R s A R A o
RH=%,

Bigh . S R B sh WIS I R e BT
h1mm%%%mmﬂﬁﬁﬂﬁ$@¥ﬁﬁﬂ
H R B2 B B A I 5 T it — AF Y B R AR R
LR FR I
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