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L eptobrachella ventripunctata Found in Guangxi, China
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Abstract: Five specimens (2 males and 3 females) of the Leptobrachella were collected in Pohe Village,
Zhelang Township, Longlin County, Guangxi, China at 105°13"27" E, 24°44'58" N altitude 826 m during a
field survey in May 2021. The specimens were measured with digital calipers for following measurements:
snout-vent length, head length, head width, snout length, internasal space, interorbital space, width of upper
eyelid, diameter of eye, diameter of tympanum, length of lower arm, hindlimb length, tibia length, foot length,
and compared these characters with the L. ventripunctata. All specimens were fixed in 10% buffered formalin,
transferred to 95% ethanol, and deposited in Yulin Normal University. Five liver samples attained from

euthanasia specimens and then preserved in 95% ethanol and stored at - 20 ‘C were used for molecular

HEWH  H MOV R A 5 KRR AR B R A T E R AL LA - (Oc01-1) BFAESN BRI A
* JIMEH, E-mail: beiyongjian@ylu.edu.cn;

F—EENMA RER, B, WLHFRE: BTN SRS E-mail: 1401319621@qq.com:

# JEFEE—EE BUER, &, b PO MEY%: E-mail: jllai 01@163.com.

WA E I 2021-11-23, &EIH#: 2022-05-09  DOI: 10.13859/j.¢jz.202204016



4

REREE: VR E S R

analysis. All samples were 17 sequences from all known Leptobrachella species, two sequences from the
out-group Brachytarsophrys and Leptobrachium were obtained from GenBank and incorporated into our
dataset (Detail information of these materials was shown in Table 2). Genomic DNA was extracted from liver
tissue samples using DNA extraction kit. Partial sequences of 12S rRNA and 16S rRNA gene were amplified
according the method of Lyu et al. (2017). The resulting fragments were sequenced with both forward and
reverse primers. The Clustal W algorithm was used in MEGA 7.0 software to compare all the 12S rRNA and
16S rRNA gene sequences and the Kimura two-parameter model was used to calculate the genetic distances
between species of the genus Leptobrachella. We assessed phylogenetic and systematic relationships among
the species mentioned above of the mitochondrial DNA genes of 12S rRNA and 16S rRNA using maximum
likelihood and Bayesian inference methods by PhyloSuit v1.2.2 software. In this study, we found that the
specimens were similar with L. ventripunctata in morphological, morphometric measurements (Table 3) and
feature (Fig. 1). Bayesian inference tree and maximum likelihood tree showed that the five specimens were
clustered with the L. ventripunctata with a high support, which the Bayesian posterior probabilities (PP) were
1.00 and the bootstrap support (BS) was 100 (Fig. 2). The genetic distance between the specimens and L.
ventripunctata was 0.7% - 0.9%, much lower than that between Leptobrachella species (4.4% - 23.4%)

(Table 3). The specimens from Longlin County are identified as L. ventripunctata based on morphological and

° 621

molecular comparison, and it is a new record of this species in Guangxi, China.

Key words: Leptobrachella ventripunctata; Guangxi; New record

1 & Bl ( Megophryidae ) % % s &
(Leptobrachella) FZE A TR HIEF
HRAIENE AR LT (Rowley et al. 2016). R UE
J& AR R N (RN T 60 mmD, HAR
KEARERIRTE, 1R 2R e MR HEHE
A (Nguyen et al. 2018). H FI#RiERE & 91
Flt (Frost 2022), FREILAA B RUE B
33 F (Chen et al. 2020, Li et al. 2020, Luo et al.
2020, Lyu etal. 2020, Wang et al. 2020, FEH|
4% 2020, Chen etal. 2021a, Cheng et al. 2021,
X545 2021, Shietal 2021, F P25 2021),
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HIeHfE (L. wuhuangmontis) K B 11 2280 (L.
damingshanensis) 1+ 75 K 1 & = E (L.
shiwandashanensis)

2021 4 5 FJAE]BEAE AR 2B EH
(105°1327" E, 24°44'58" N, ##1k 826.0 m)

KR 5 SHMEARULUIN E RIS RYIFIbRA . 2
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ventripunctata) »
1 MRS

11 sERAR
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Ylusyy0018 () Ylusyy0019 (9 ). Ylusyy0020
()~ Ylusyy0021 (3D Al Ylusyy0022 (Q),
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122 HF4Z1 DNA HeEL. yiB5F X
FARARAA R (B A BR 2> &) 1 i /40
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DP304)$2H 5 RAMA4H41 0 DNA. SR Lyu
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PL L3975/H4551. L2A/H10 M55 1 16S
rRNA JE K343 B B, BAL1091/H1478.L13/H56
NEIYIYHE 12S rRNA FERER B (% 1.
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A OL455008 ~ OL455012; 16S rRNA K& 5%5
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Tablel Primer sequencesinformation

G/ BN F1WFEF (53" I KRN (bp)
Primer name Primer sequence Amplification product and length

H56 CGATTATAGAACAGGCTCCT

12S rRNA, 499
L13 CTCAACTTACAMATGCAAG
H1478 TGACTGCAGAGGGTGACGGGCGGTGTGT

12S rRNA, 424
L1091 AAAAAGCTTCAAACTGGGATTAGATACCCCACTAT
H10 TGATTACGCTACCTTTGCACGGT

16S rRNA, 597
L2A CCAAACGAGCCTAGTGATAGCTGGTT
L3975 CGCCTGTTTACCAAAAACAT

16S rRNA, 565

HA4551 CCGGTCTGAACTCAGATCACGT
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Table2 Samplesused in thisstudy and GenBank accession numbersfor sequences

GenBank ¢S

YFh [T N KA GenBank accession number
Species Voucher ID Localities 165 IRNA 125 RNA
AHFFLARA Specimen of this study Ylusyy0018 1 [E T 4 Baise, China OL442758  OLA455008
Ylusyy0019 OL442759  OL455009
Ylusyy0020 OL442760  OL455010
Ylusyy0021 OL442761  OL455011
Ylusyy0022 OL442762  OL455012
JEPTH 2805 Leptobrachella ventripunctata ~ CIB201307-062 *FEZF Yunnan, China LC201978  LC201978
/NEEGEHE L. minimus KUHE19201 ZZE & M1l Doi Suthep, Thailand LC201981  LC201981
AR R L liui IZCASH30037 FE4&F5 Jinxiu, China EF544238  EF544238
ULl % 9% L. oshanensis - - KC460337  KC460337
X EE SR L. laui KUHE21705 [E 4k Hong Kong, China LC201982  LC201982
B RS L. alpina YN20130305001 " E 57 Jingdong, China MW487804 MW487804
L. khasiorum SDBDU2009.1160 - KY022303  KY022303
L. melanoleucus KUHE19719 ZRE EWfhJe Surat Thani, Thailand ~ LC201990 LC201990
L. fuliginosus KUHE19223 Z2E £ Doi Pui, Thailand LC201984  LC201984
L. pictus KUHE39298 LR PEWRbfi L Sarawak, Malaysia ~ AB847556  AB847556
L. arayai BORN22931 LRPEIT I E Sabah, Malaysia AB847558  AB847558
L. baluensis SP21604 HRPGT I Sabah, Malaysia LC056792  LC056792
L. sabahmontanus BORNEENSIS12632  Li3RVG 2% 1 Borneo, Malaysia AB847550  AB847550
L. maurus SP21450 LR P YL E Sabah, Malaysia AB847559  AB847559
L. kjangensis LSUHC4439 U3k P§F -] 8 Tioman, Malaysia LC202002  LC202002
L. marmoratus KUHES3227 LR P25 Y Borneo, Malaysia AB969291  AB969291
L. hamidi KUHE17545 LR PEWRbf L Sarawak, Malaysia ~ AB969286  AB969286
o L JE BRI Brachytarsophrys carinense TNHC85525 - IX564854 IX564854
J NS Leptobrachium guangxiense NHMG200807002 s E L Shangsi, China IX467671 IX467671

FrREER) 5 S ERIERBIFA, K 215 ~
36.0 mm (K 3), “F¥EKHN 2940 mm, FR
Ylusyy0021 SHRASN, HAR 4 SHRASL T
KT kK. 5 GERAYTIIRIE MR, W
m HBS R T TS SERmEm, HEfRf
ANT EHRES SEAT SRR ATE 2 FRKAE TR
K, YONRKR—RE A 5. BB, BT
e 3>2> 1> 4, BHONTCZRE, Bk A G .
LR, BEIMKEREBOKE G, H B
TR ARV b R B3 2 kL HRELA

B, PIRIEA A G = AR Ao A
A5 R BT s, DB G, JHEH
AR, ATTITPIR R 5 Rt
WRR O R IR R, AR
SR AT T 4B B, BN R AR HE A
AT o
22 HEEf#R

AU EIEHE TR AR T EMREHIR S
WA FHER 756 ~ 826 m HIIRTEL, R
RUNESEIENT AR, EBRE, WERK, MEH
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B 1 R IR R
Fig.l1 Thephotos of Leptobrachella ventripunctatain Lonlin County, Guangxi

a. HHEHM; b, BEEW; c. FIEHW; d BEKEEE: e MIEHM.

a. Dorsal view; b. Ventral view; c. Facade view of hand; d. Posterioventral view of thighs; e. Facade view of foot.

R3 JHEAENERERERSER

Table3 Measurementson the specimens of Leptobrachella ventripunctata in Lonlin County, Guangxi (Unit: mm)

FRAS Voucher

Ylusyy0018 Ylusyy0019 Ylusyy0020 Ylusyy0021 Ylusyy0022
TS Sex ? ? 5} 3 ?
A& Snout-vent length 32.3 32.9 21.5 24.3 36.0
3k Head length 10.7 10.3 7.4 9.5 10.9
k%% Head width 12.4 12.3 8.8 9.5 124
WK Snout length 4.2 4.6 3.8 3.6 5.0
ELAIPE Internasal space 3.7 35 33 34 3.9
FRIAIEE Interorbital space 3.8 3.3 4.0 3.8 3.6
HREGESE Width of upper eyelid 3.6 3.6 2.8 2.8 3.4
fR42 Diameter of eye 44 5.2 3.1 3.6 5.4
FMEE 4 Diameter of tympanum 2.8 33 2.1 2.1 3.1
HIE KT Length of lower arm 16.2 16.9 11.4 12.7 17.4
JE M4 Hindlimb length 49.2 50.0 333 38.4 50.0
J&¥ Tibia length 16.6 15.7 11.8 12.8 16.7

J£K Foot length 13.8 13.3 9.6 12.1 14.4




4 34 RERE:

I VG R M B B S

° 625

ERIEWE T RS UM AR b bRARE
RIS R B K4k R (Odorrana graminea)
FAEPE R (Hyla annectans) %%,
23 HTERGRESN

oy () e K ABAIR R 0 % 8 A DL P S0 B
PRI AR —3 (B 2). ASCREEM 5 5
RIS JEARA ) S ERIE R N —3, Dt
W7 J5 3 ME % {6 (Bayesian posterior probabilities,
PP) A 1.00, s KIRER HEME (bootstrap
support, BS) A 100.

KT Kimura XUSHUBY AL 584 B BY
(R 4 HBIR, 5 SRR AL B R KA
0.1%, ‘EAI15 I8 BE 5 IR 2 [A] )82 4% PR BS 2
0.7% ~ 0.9%, 5 HoA Z= 5 b Jo W b 83 A% B 12 32
KTEET 8.5%0 BRIRASL, B & H AR Fh

Z I IRAL PR B N 4.4% ~ 23.4%, BFH KTIX
Be bR AR 5 I B B T I K IBAEEE B (0.9%)
TEASFHEH G RN T RERE G RE
B, SRETT THREMER 5 5 ERIERIRAN
I B T
3 Wik
KBRS B R R AR A S IR
FRAETLASFHEARLL, 5201 8 iR
WETEETEAZE R . ARUCRER) 2 SHEHEARAA
RARK: 21.5 F1 24.3 mm, 7] [X 5] F = 5 5 580
(K 48 ~ 53 mm) (PRIELE 2012); A1 K
PREBKAE T, XAl TSR R L
Z%0fs (Chen et al. 2021b) FMATY KL ) 12
584 (Wang et al. 2018); RE[E]TCEE, X 71

1.00/100 AB969291 Leptobrachella marmoratus
AB847558 L. arayai
0.98/87 >
0.82/49) AB969286 L. hamidi

AB847559 L. maurus
ABB47556 L. pictus
AB847550 L. sabahmontanus

LC202002 L. kajangensis

LC201984 L. fuliginosus
LC201990 L. melanoleucus

EF544238 fRE 28 L. liui

LC201982 XI| RS L. laui
MW487804 &1L ZYE L. alpina
KC460337 gk 11122284 L. oshanensis
KY022303 L. khasiorum

0.1
1.00/100
1.00/100,
1.00/100;
0.61/47 |
1.00/98 ]
1.00/100,
1.00/88
0.71/20
1.00/99
0.95/78

1.00/100

LC201981 /NFEGEME L. minimus

LC201978 EPEHZEE L. ventripunctata
Ylusyy0022

Ylusyy0021

Ylusyy0020

Ylusyy0019

Ylusyy0018

LCO056792 L. baluensis

IX467671 | ViR EEYE Leptobrachium guangxiense

IX564854 S5k BYE Brachytarsophrys carinense

B2 #ET 16SrRNA 1 12SrRNA E[H 31 it 2 52 8 U1 H 3 F B oA LU aR i

Fig.2 Bayesian inferencetree and maximum likelihood tree of the Leptobrachella

based on the 16S rRNA and 12SrRNA genes sequences

W RS ET oy MR DU 307 5 B2/ AR B R (E: Ylusyy0018 ~ Ylusyy0022 I VU RAR I 3 S8 @ AR AR, H AR E R WE 2.
o U RO DU ST 3K, Fon it e 2 .

The node-side numbers represent BI posterior probabilities/ML bootstrap support values; Ylusyy0018 to Ylusyy0022 is the specimen of the
Leptobrachella collected by Guangxi, and the information of other species sequences were shown in Table 2. The scale in figure is the branch

length of BI tree, indicating the diversity of species differentiation.
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T B A T R R (1 g Ll B R R [ AT
& 2022) F1 ik 25 R B S (1) AT PG 5 90 (Fei et al.
2016); AEHTE A G H B A 5 1% B OB,
DX TR AL i ) Ll o8 (o A A
2K 2022) Fi4 5 Kl ERWE (Chen etal.
2021a), LLRIEHESEA KA DR bR
CHHEPIFEZE 2022),

Uer, INTERE s B, &7
AMEAR CREBEHEE 2022) PLK R L ER
(Frost 2022) K IUIEHE 5 5805 . HRAE) PRz
MRE R IUNGHE S IRE, — 7 T4 1% X Ik A
MZ MR T, B ik izY
T 6] P B A7 1) ZR G AE ARSI 300 ke
I A G B B TR b A SR B b R AEL AR 2 I i
SREAR, FERERIE R, SR FE IR R R
I3 A X AR S AL (R EIAEZE 2022). B
B0 SR MR B 5 T A= 5 R 3 E 850 ~ 1 000 m
(RPEE 2012), MUK SR (756 ~
826 m) WRMLT CAI iR, KT MM
A e A Rt — DA A

Z % X W
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Wb A B/ MERS A B L RS

Little Sint Calidris minuta and Yellow-bellied Prinia
Prinia flaviventris Found in Hubel, China

2019 4 A 20 H, 7EHIACE BT E T HARTT &K X AR ILHTEE (30°26'43” N, 114°06'09” E, 4k 16 m) M

SRR T /NERS (Calidrisminuta) 1 2 (B 1 72D, SRl A TR S8 ER:, SZ90NKIL, 762019
AT KALEAR, B 2R ORI B, W51 T2 IR SRR SR B o BRI /N 5 TE R A S5
(Charadrius alexandrinus ). 7 JHi%# (Calidristemminckii) &R &, KA KAHERS (C. subminuta). 2
WEHERS (C. ferruginea) FIZREIEAS (C. acuminata) F7EMITIES). MBI /MNERS KL 15 em, k. FZEMam
B, JHOUuRE, B WSS hA 6, B REHARENTE, REN A =GRS, Mk
By, R, AR ER A ROU 5 3 (0 H R  IEAE 3 R & N BRI AMA (FBESE 2018).

Bl /MRE () MEBELEE B
Fig. 1 Little &int Calidris minuta (left) and Yellow-bellied Prinia Prinia flaviventris (right)
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