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Abstract 

Background Over the past two decades, dengue fever (DF) has emerged as a significant arboviral disease in Yun-
nan province, China, particularly in the China-Myanmar border area. Aedes aegypti, an invasive mosquito spe-
cies, plays a crucial role in transmitting the dengue virus to the local population. Insecticide-based vector control 
has been the primary tool employed to combat DF, but the current susceptibility status of Ae. aegypti to commonly 
used insecticides is unknown. Assessment of Ae. aegypti resistance to pyrethroid insecticides and an understanding 
of the underlying mechanisms of this resistance in the China-Myanmar border region is of significant strategic impor-
tance for effectively controlling the DF epidemic in the area.

Methods Aedes aegypti larvae collected from Ruili and Gengma counties in Yunnan Province were reared to adults 
in the laboratory and tested for susceptibility to three pyrethroid insecticides (3.20% permethrin, 0.08% lambda-
cyhalothrin and 0.20% deltamethrin) by the standard WHO susceptibility bioassay. Genotyping of mutations 
in the knockdown gene (kdr), namely S989P, V1016G and F1534C, that are responsible for resistance to pyrethroid 
insecticides was performed using allele-specific PCR methods. A possible association between the observed resistant 
phenotype and mutations in the voltage-gated sodium channel gene (VGSC) was also studied.

Results Aedes aegypti  mosquitoes collected from the two counties and reared in the laboratory were resistant to all 
of the pyrethroids tested, with the exception of Ae. aegypti from Gengma County, which showed sensitivity to 0.20% 
deltamethrin. The mortality rate of Ae. aegypti from Ruili county exposed to 3.20% permethrin did not differ signifi-
cantly from that of Ae. aegypti from Gengma County (χ2 = 0.311, P = 0.577). By contrast, the mortality rate of Ae. aegypti 
from Ruili County exposed to 0.08% lambda-cyhalothrin and 0.20% deltamethrin, respectively, was significantly dif-
ferent from that of Ae. aegypti  from Gengma. There was no significant difference in the observed  KDT50 of Ae. aegypti 
from the two counties to various insecticides. Four mutation types and 12 genotypes were detected at three kdr 

Open Access

© The Author(s) 2024. Open Access  This article is licensed under a Creative Commons Attribution 4.0 International License, which 
permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the 
original author(s) and the source, provide a link to the Creative Commons licence, and indicate if changes were made. The images or 
other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line 
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted by statutory 
regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this 
licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/. The Creative Commons Public Domain Dedication waiver (http:// creat iveco 
mmons. org/ publi cdoma in/ zero/1. 0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Parasites & Vectors

*Correspondence:
Jinyong Jiang
yipdjiang@126.com
Xinyu Feng
fengxinyu@sjtu.edu.cn
Full list of author information is available at the end of the article

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s13071-024-06124-9&domain=pdf


Page 2 of 12Chen et al. Parasites & Vectors           (2024) 17:91 

Background
Dengue fever (DF) is a mosquito-borne disease transmit-
ted by Aedes aegypti or Aedes albopictus mosquitoes that 
carry the dengue virus. It is prevalent throughout tropi-
cal and subtropical countries and regions, with particu-
larly severe outbreaks recorded in Southeast Asia and 
the Western Pacific regions [1]. China’s Yunnan Province 
shares borders with Vietnam, Laos and Myanmar, with 
a border length of 2185.7 km with Myanmar [2]. DF is a 
major public health concern in Myanmar, where a total of 
58,461 cases were reported between 2017 and 2019 [3, 4]. 
This high incidence rate of DF in Myanmar has resulted 
in multiple local outbreaks in other regions, includ-
ing in Ruili and Gengma counties, Yunnan Province [5]. 
Approximately 5500 cases of DF have been reported in 
these counties, indicating that DF is a significant vector-
borne disease with a substantial burden on public health 
[6–9]. The dominant mosquito species inhabiting Ruili 
and Gengma counties is Ae. aegypti [8, 10–12]. As a pre-
ventative measure aimed at combating the DF epidemic, 
pyrethroid insecticides have been applied consistently  in 
an effort to effectively reduce the population density of 
Aedes mosquitoes and prevent the spread of the disease. 
However, this extensive and prolonged use of these insec-
ticides has resulted in the emergence of resistance among 
local mosquito populations, posing a significant obstacle 
to the control of DF in the region.

Insecticide resistance in mosquitoes can be attributed 
to several mechanisms, including knockdown resist-
ance (kdr), metabolic resistance, epidermal resistance 
and behavioral resistance [13]. Resistance to pyre-
throid insecticides in Ae. aegypti is primarily attrib-
uted to mutations in kdr genes (kdr) and to metabolic 
detoxification mechanisms [14]. Kdr mutations result 

in alterations in the voltage-gated sodium channel 
proteins (VGSC), the target site of pyrethroids and 
organochlorines. These mutations reduce the binding 
affinity of pyrethroids to the VGSC, thereby reducing 
their effectiveness [15]. The most commonly observed 
mutation associated with pyrethroid resistance, 
V1016G, is found in the IIS6 region of the Ae. aegypti 
VGSC gene  [16], with mutations also found at other 
sites in IIS6 region, such as G923V, L982W, S989P, 
V1016I, A1007G and I1011V/M. Another mutation, 
F1534C, in the IIIS6 region of the VGSC gene, has also 
been identified and is associated with pyrethroid resist-
ance [16–18].

The phenomenon of Ae. aegypti mosquitoes develop-
ing resistance to pyrethroid insecticides has been noted 
across multiple countries and regions worldwide. Pro-
gress in researching this topic has been made in both 
China and the Greater Mekong Subregion (GMS), with 
pyrethroid resistance gaining significant attention from 
researchers in China in recent years. Several studies 
have investigated the prevalence and mechanisms of 
resistance in different regions of China. One study con-
ducted in southern China found high levels of pyrethroid 
resistance in Ae. aegypti populations and identified the 
S989P, V1016G and F1534C mutations [19]. Another 
study conducted in Yunnan Province, southwest China, 
also reported high levels of pyrethroid resistance in Ae. 
aegypti populations, and identified the V1016G mutation 
as the primary resistance mechanism in this region. In 
addition to identifying single-point mutations, research-
ers have also detected new co-occurrence of mutations 
related to pyrethroid resistance in Ae. Aegypti [20, 21]. 
Several studies have shown that the presence of both 
V1016G and F1534C mutations in the same individual 

mutation sites. Based on results from all tested Ae. aegypti, the V1016G mutation was the most prevalent  kdr mutation 
(100% prevalence), followed by the S989P mutation (81.6%) and the F1534C mutation (78.9%). The constituent ratio 
of VGSC gene mutation types was significantly different in Ae. aegypti mosquitoes from Ruili and those Gengma. The 
triple mutant S989P + V1016G + F1534C was observed in 274 Ae. aegypti mosquitoes (60.8%), with the most common 
genotype being SP + GG + FC (31.4%). The prevalence of the F1534C mutation was significantly higher in resistant Ae. 
aegypti from Ruili (odds ratio [OR] 7.43; 95% confidence interval [CI] 1.71–32.29; P = 0.01) and Gengma (OR 9.29; 95% CI 
3.38–25.50; P = 0.00) counties than in susceptible Ae. aegypti when exposed to 3.20% permethrin and 0.08% lambda-
cyhalothrin, respectively. No significant association was observed in the triple mutation genotypes with the Ae. 
aegypti population exposed to 3.20% permethrin and 0.20% deltamethrin resistance (P > 0.05), except for Ae. aegypti 
from Gengma County when exposed to 0.08% lambda-cyhalothrin (OR 2.86; 95% CI 1.20–6.81; P = 0.02).

Conclusions Aedes aegypti from Ruili and Gengma counties have developed resistance to various pyrethroid 
insecticides. The occurrence of multiple mutant sites in VGSC strongly correlated with the high levels of resistance 
to pyrethroids in the Ae. aegypti populations, highlighting the need for alternative strategies to manage the spread 
of resistance. A region-specific control strategy for dengue vectors needs to be implemented in the future based 
on the status of insecticide resistance and kdr mutations.

Keywords Aedes Aegypti, Insecticide resistance, Pyrethroid, Knockdown resistance, Mutation
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or population in Southeast Asian countries results in a 
higher level of resistance to pyrethroids [22–24].

Additionally, a study found evidence of co-occurrence 
of triple mutations (S989P, V1016G and F1534C), which 
resulted in even higher resistance to pyrethroids, as 
observed in Ae. aegypti populations from Myanmar [25]. 
These mutations in the VGSC gene of Ae. aegypti are 
believed to play a significant role in the development of 
pyrethroid resistance. However, it is important to note 
that resistance mechanisms can be complex and multi-
factorial, involving additional genetic variations and met-
abolic detoxification pathways.

In light of the development of insecticide resistance, 
data are asymmetric both within China and in the GSM 
countries. In-depth studies on insecticide resistance in 
Ae. aegypti are critical to controlling the spread of dis-
eases transmitted by this mosquito species. Therefore, 
we have investigated the resistance status of two Ae. 
aegypti populations from Ruili and Gengma counties 
to three pyrethroid insecticides, namely permethrin, 
lambda-cyhalothrin, and deltamethrin. Molecular sur-
veillance based on allele-specific PCR (AS-PCR) was uti-
lized to confirm the presence of the commonly reported 
V1016G, F1534C and S989P mutations and to determine 
the presence of particular genetic variations or mutation 
combinations that contribute to pyrethroid resistance. 
Finally, the association between mutant and phenotype 

was statistically analyzed to explore the mechanisms of 
the resistance. The findings of the study will provide sci-
entific evidence for the control of Ae. aegypti in Yunnan 
Province.

Methods
Mosquito collection and rearing
The study was conducted in two different urban areas 
of Yunnan province, namely Ruili County of Dehong 
prefecture (24.0108°N, 97.8556°E) and Gengma County 
of Lincang City (23.5540°N, 99.0819°E). From Septem-
ber to December 2022, larvae and pupae of Ae. aegypti 
were collected from various artificial outdoor breeding 
sites, such as abandoned car tires, discarded containers 
and cans (Fig. 1). The collected larvae were collected in 
plastic containers, brought back to the laboratory and 
reared until they emerged into adults  (F0). The rear-
ing conditions consisted of a constant temperature of 
26 ± 1  °C, relative humidity of 65 ± 5% and a dark:light 
cycles of 12:12 h. After emergence, the adult mosquitoes 
were identified to species level based on morphological 
characters.

WHO susceptibility test
The adult Ae. aegypti mosquito bioassay was con-
ducted following the WHO susceptibility test protocol 
[26]. A total of 20–30 non-blood-fed female Ae. aegypti 

Fig.1 Aedes aegypti mosquito collection sites from two different urban areas of Yunnan Province, China. Map was created with the software ArcMap 
10.1 in ArcGIS 10.1 (ESRI, Redlands, CA, USA)
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mosquitoes aged 3–5  days were used in the bioassays. 
These adults were exposed to impregnated paper with 
3.20% permethrin, 0.08% lambda-cyhalothrin and 0.20% 
deltamethrin, respectively (all insecticides were provided 
by the Institute of Infectious Disease Prevention and 
Control, Chinese Center for Disease Control and Preven-
tion), for 1 h. The diagnostic doses reported in this study 
refer to the values established by the China Centers for 
Disease Control and Prevention [27, 28]. Following expo-
sure, the mosquitoes were transferred to separate hold-
ing tubes, and the number of deceased mosquitoes was 
tallied after a 24-h period. Probit regression analysis was 
used to determine the time  (in minutes) taken for 50% 
of the test mosquitoes to be knocked down  (KDT50) and 
95% confidence interval (95% CI) of Ae. aegypti in Ruili 
County and Gengma County in response to different 
insecticides. After 24 h of recovery, the number of dead 
and live mosquitoes were recorded, and the mortality 
rate associated with each tested insecticide was calcu-
lated. Mosquitoes were considered to be deceased if they 
were unable to fly or had turned upside down regard-
less of slight leg tremors. Each insecticide was tested in 
three replicates, and control groups were set up. If the 
mortality rate in the control group was > 20%, the experi-
ment was considered to be unsuccessful and to neces-
sitate a restart. If the mortality rate in the control group 
was < 20%, the results had to be corrected using Abbott’s 
formula. S indicates susceptible, based on a mortality 
rate of ≥ 98%; M indicates suspected resistant, based on a 
mortality rate  90% to 98%; R indicates resistant, based on 
a mortality rate < 90% [29].

Allele‑specific PCR genotyping of kdr mutation
Following the bioassay, mosquito DNA was extracted 
according to the manufacturer’s instructions (TianGen 
Biotech, Beijing; Art. No. 22011210T332). Two fragments 
of the VGSC gene (DII-S6 and DIII-S6) were amplified 
using allele-specific PCR (AS-PCR) [13, 19] sets (Addi-
tional file 1: Table S1) as previously described. The ther-
mal cycling conditions used for the experiment consisted 
of an initial denaturation at 94 °C for 3 min; followed by 
35 cycles of denaturation at 94  °C for 30 s, annealing at 
51 °C or 60 °C for 30 s (51 °C for S989P, 60 °C for V1016G 
and F1534C) and extension at 72 °C for 60 s; with a final 
extension at 72 °C for 5 min. A negative control PCR tube 
was run, which contained all of the components of the 
AS-PCR except for DNA. After we conducted a thorough 
analysis and made precise modifications to the various 
factors involved in the experiment, the AS-PCR protocol 
displayed exceptional efficiency in precisely distinguish-
ing between homozygous and heterozygous mosquitoes 
with regards to three crucial mutations, namely S989P, 

V1016G, and F1534C, with the application of 1.2% aga-
rose gel electrophoresis.

Data analysis
Microsoft Excel version 365 (Microsoft Corp., Redmond, 
WA, USA) was used to organize the data and calculate 
the mortality rates and kdr mutation rates of Ae. aegypti 
in response to the three types of pyrethroids. SPSS ver-
sion 25.0 software (SPSS IBM, Armonk, NY, USA) was 
used for the statistical analysis that compared the mortal-
ity rates and kdr gene mutation rates at different sites, as 
well as the differences in resistance phenotype and sensi-
tive phenotype kdr gene mutation rates of Ae. aegypti in 
Ruili and Gengma counties in response to different insec-
ticides. Pearson’s Chi-square test (χ2) was applied to ana-
lyze differences in mortality rates and kdr gene mutation 
rates at different sites. Additionally, the kdr gene muta-
tion rates for both resistant and susceptible phenotypes 
of Ae. aegypti to the three insecticides were assessed in 
Ruili and Gengma counties. P values < 0.05 were consid-
ered to indicate statistical significant difference. Odds 
ratios (ORs) and 95% CIs were estimated using Fisher’s 
exact test to assess the associations between kdr muta-
tions and resistant phenotypes; at an OR > 1.0 and 
P < 0.05, the kdr mutation type was considered to be sig-
nificantly associated with insecticide resistance.

Results
Species identification and sampling size
From September to December 2022, > 1000 larvae were 
collected from Ruili and Gengma; following emergence 
in the laboratory, 485 female mosquitoes were mor-
phologically identified as Ae. aegypti and subsequently 
tested for insecticide susceptibility to 3.20% permethrin, 
0.08% lambda-cyhalothrin and 0.20% deltamethrin, 
respectively.

Aedes aegypti insecticide bioassays
The mortality rates of Ae. aegypti from Ruili County 
upon exposure to 3.20% permethrin, 0.08% lambda-
cyhalothrin and 0.20% deltamethrin were 18.1%, 11.43% 
and 24.0%, respectively. The mortality rates of Ae. aegypti 
from Gengma County upon exposure to these three 
insecticides at the same concentrations were 21.9%, 
36.1% and 100.0%, respectively. Based on the mortality 
rates, Ae. aegypti mosquitoes from the two counties were 
considered to be resistant to all of the tested pyrethroids, 
with the exception of Ae. aegypti from Gengma County, 
which showed sensitivity to 0.20% deltamethrin (Table 1). 
The mortality rate of Ae. aegypti from Ruili County 
exposed to 3.20% permethrin was not significantly dif-
ferent from that of Ae. aegypti from Gengma County 
(χ2 = 0.311, df = 1, P = 0.577). In contrast, the mortality 
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rate of Ae. aegypti from Ruili County exposed to 0.08% 
lambda-cyhalothrin was 11.43%, which was significantly 
different from that of Ae. aegypti from Gengma County 
(χ2 = 12.93, df = 1, P < 0.001). The mortality rate of Ae. 
aegypti from Ruili County exposed to 0.20% deltamethrin 
was also significantly different from that of Ae. aegypti 
from Gengma County (χ2 = 118.40, df = 1, P < 0.001).

The  KDT50 and 95% CI of the two Ae. aegypti popu-
lations in Ruili and Gengma counties in response to 
different insecticides are shown in Fig.  2 and Table  1. 
There was no significant difference in the knockdown 
rates of Ae. aegypti from Ruili and those from Gengma 
showed following exposure to 3.20% permethrin, 0.08% 
lambda-cyhalothrin and 0.20% deltamethrin, respectively 
(Table  1). Exposure to 0.20% deltamethrin had a rapid 
knockdown effect on Ae. aegypti from both Gengma 
County and Ruili County. In contrast, the  KDT50 of Ae. 
aegypti from Gengma County was much higher than the 
 KDT50 of Ae. aegypti from Ruili County following expo-
sure to permethrin (3.20%) and lambda-cyhalothrin 
(0.08%), respectively (Table 1).

Identification of kdr mutations and genotypes in Ae. 
aegypti
Genomic DNA was obtained from 451 individual 
mosquitoes from Ruili and Gengma counties, follow-
ing which we performed assays to detect the  S989P, 
V1016G and F1534C mutations in the VGSC gene 
(Additional file 2: Figure S1). Overall, V1016G showed 
the  highest individual mutation rate (100.0%, 451/451), 
followed by S989P (81.6%, 368/451) and F1534C (78.9%, 
356/451). Four mutation types were also observed 
in the tested samples: V1016G, V1016G + S989P, 
V1016G + F1534C and V1016G + S989P + F1534C. In 
the 209 Ae. aegypti samples from Ruili County, three 
mutation types were detected; the combinations and 

frequencies of these mutations were: V1016G + S989P 
(24.4%, 51/209), V1016G + F1534C (11.0%, 23/209) 
and V1016G + S898P + F1534C (64.6%, 135/209) 
(Fig.  3a). In contrast, four types of mutations were 
identified in the 242 samples from Gengma County: 
V1016G (0.4%, 1/242), V1016G + S989P (12.8%, 
31/242), V1016G + F1534C (29.3% (71/242) and 
V1016G + S898P + F1534C (57.4%, 139/242) (Fig.  3b). 
The constituent ratio of VGSC gene mutation types in 
Ae. aegypti mosquitoes from Ruili and Gengma was sig-
nificantly different (Fisher’s exact test, P = 0.000).

Four kdr mutation types were observed in Ae. aegypti 
mosquitoes from Ruili and Gengma counties, result-
ing in the identification of 12 genotypes. Among these 
genotypes, the combination S989P + V1016G + F1534C 
was particularly prevalent, accounting for 60.8% of the 
observed genotypes. The dominant mutation type was 
SP + GG + FC (31.4%). Additionally, two genotypes 
of S989P + V1016G were identified, accounting for 
20.8% of the observed genotypes, with PP + GG being 
the primary type (97.9%). Also, three genotypes of 
V1016G + F1534C were detected, accounting for 18.19% 
of observed genotypes, with GG + CC being the pri-
mary type (85.4%). Only one single mutation genotype 
of V1016G was identified as GG. The triple mutation of 
S989P + V1016G + F1534C was found to be dominant in 
both Ruili and Gengma counties, accounting for 64.6% 
and 57.4%, respectively. Althoug S989P + V1016G and 
V1016G + F1534C combined mutations were found at 
both locations, the V1016G + F1534C combination was 
higher in Ruili County, whereas the S989P + V1016G 
combination was higher in Gengma County (Fig.  3a, 
b). These findings indicate that the mutation types of 
Ae. aegypti varied at the different locations, and that a 
comprehensive understanding of these mutations could 

Fig. 2 Knockdown times of Aedes aegypti from Ruili County (a) and Gengma County (b) following exposure to 3.20% permethrin, 0.08% 
lambda-cyhalothrin and 0.20% deltamethrin, respectively



Page 7 of 12Chen et al. Parasites & Vectors           (2024) 17:91  

be helpful in devising effective strategies for controlling 
vector-borne diseases.

Association between kdr gene mutations and resistant 
phenotypes
To determine the impact of kdr mutations on resistance 
to the three pyrethroid insecticides, we first analyzed 
them separately for their associations with 3.20% per-
methrin, 0.08% lambda-cyhalothrin and 0.20% deltame-
thrin. Regarding exposure to 3.20% permethrin, we found 
that the frequency of the F1534C mutation in mosqui-
toes from Ruili County was significantly higher in resist-
ant mosquitoes than in susceptible ones (Fisherʼs exact 
test, P = 0.01, OR = 7.43, 95% CI 1.71–32.29). Regarding 
exposure to 0.08% lambda-cyhalothrin, we found that 
the frequency of the F1534C mutation in mosquitoes 
from Gengma County was significantly higher in resist-
ant mosquitoes than in susceptible ones (Chi-square test, 
χ2 = 9.29, df = 1, P < 0.001). Overall, the F1534C muta-
tion was found to provide increased protection against 
insecticides, whereas the S989P and V1016G mutations 
were found not to have a significant relationship with the 
insecticies (Table  2). Generalized linear model analysis 
was used to reveal the relationship between the frequen-
cies of mutation types and resistance to each insecticide. 
The results showed that triple mutations conferred Ae. 

aegypti from Gengma County with significantly greater 
resistance (Chi-square test, χ2 = 2.86, df = 1, P = 0.02) 
when exposed to 0.08% lambda-cyhalothrin; however, 
the triple mutation did not show a significant association 
with 3.20% permethrin and 0.20% deltamethrin resist-
ance (P > 0.05) (Table 3).

Discussion
Aedes aegypti, commonly known as the yellow fever 
mosquito, has been identified as a significant transmis-
sion vector of DF since its first recorded presence in 
Ruili County in Yunnan Province in 2002 [30]. Over the 
years, the species has caused numerous local DF out-
breaks in border areas such as Ruili and Dehong pre-
fectures [31]. Consequently, the use of insecticides for 
controlling the Ae. aegypti vector is crucial for prevent-
ing DF in the region. However, the overuse and misuse 
of insecticides have led to the development of resistance 
in these mosquito populations, rendering these control 
measures increasingly ineffective [32, 33]. To tackle this 
issue effectively, it is crucial to have a clear understand-
ing of the resistance status of Ae. aegypti populations in 
the region to the various insecticides being used. This 
study aimed to investigate the resistance of Ae. aegypti 
to the three main insecticides used in the two border 
counties of Ruili and Gengma in Yunnan Province. The 

Fig. 3 Different kdr mutations and genotypes in Ae. aegypti from Ruili County (a) and Gengma County (b), Yunnan Province. kdr Knockdown gene
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results showed that the Ae. aegypti populations from 
both Ruili and Gengma exhibited widespread resistance 
to all three insecticides, with the exception of Ae. aegypti 
from Gengma County, which showed sensitivity to 0.20% 
deltamethrin. The development of resistance in mosqui-
toes can be attributed to the extensive use of these insec-
ticides due to outbreaks of imported and local DF and 
the rapid increase in population density in both regions. 
To address this challenge, new strategies for vector con-
trol are urgently needed, including the use of alternative 
insecticides and implementation of novel approaches.

The resistance of Ae. aegypti to different insecticides is 
an important indicator  for evaluating the effectiveness 
of insecticides. In our study, we found that the resist-
ance of Ae. aegypti from two different locations, Ruili and 
Gengma counties, to 3.20% permethrin was similar, with 
a mortality rate of 18.1% and 21.9%, respectively. We also 
found that the  mortality rate of Ae. aegypti from Ruili 
County exposed to 0.08% lambda-cyhalothrin was  sig-
nificantly lower than that of Ae. aegypti from Gengma 
County, indicating that Ae. aegypti from Ruili County has 
a higher level of resistance to this insecticide than those 
from Gengma County. This was also observed for 0.20% 
deltamethrin.  Previous studies have also shown that Ae. 
aegypti from Ruili County have developed resistance to 
0.03% lambda-cyhalothrin, with a mortality rate of 20.1% 
[32]. These results suggest that Ae. aegypti in different 
locations have developed varying levels of resistance to 
different insecticides. It should be noted that the con-
centration of insecticides used in various earlier studies 
is inconsistent, which limits the horizontal comparison 
of resistance levels and can only provide a reference level 
for resistance. Furthermore, there is a deficiency in the 
systematic monitoring of Ae. aegypti resistance at estab-
lished monitoring points, which hinders the provision of 
comprehensive information on the evolution of resist-
ance levels over time. Therefore, we recommend that 
local public health authorities systematically monitor 
insecticide resistance in different Ae. aegypti populations 
to provide a basis for practical decision-making regarding 
control measures for vector-borne diseases.

Several kdr mutations have been identified in Ae. 
aegypti, including V410L, G923V, L982W, S989P, 
A1007G, I1011M/V, V1016G/I, T1520I, F1534C/L and 
D1763Y [16, 34]. Previous research has demonstrated 
that specific individual mutation sites, such as V1016G 
and F1534C, can directly confer resistance to pyrethroids 
[35] and that combinations of double and triple muta-
tions can further augment the level of resistance [16, 
35]. Our analysis of 451 individual mosquitoes revealed 
mutation rates of 81.6% for S989P, 78.9% for F1534C and 
100.0% for V1016G. In 2015, Li et  al. [19] reported an 
81.9% occurrence of the S989P mutation in Ae. aegypti in 

southern China, and in 2017, Shi Q-M et al. [36] found a 
25.0% occurrence of the F1534C mutation in mosquitoes 
in Yunnan Province, China. These findings indicate that 
the S989P and F1534C mutations are prevalent muta-
tions in Ae. aegypti populations in Yunnan and other 
regions of China. Notably, in 2017, Shi C-N et  al. [28] 
observed the V1016G mutation in all 100 samples from 
a population in Yunnan Province, and in 2020, Lan et al. 
[37] reported a 100.0% mutation rate in four counties in 
Yunnan Province, with a mutation rate of 99.3% in a fifth 
county. These results suggest that the V1016G mutation 
has become a fixed trend in these populations. In addi-
tion, the distribution and origin of kdr mutations dem-
onstrate unique global geographical characteristics. For 
example, the kdr mutation combination S989P + V1016G 
was found exclusively in Asia, while the F1534C muta-
tion was present in samples from almost all continents 
[38, 39]. Understanding the distribution and origin of kdr 
mutations is crucial for developing effective strategies to 
combat insecticide resistance and control vector-borne 
diseases [40].

Our study found four mutation types and 12 genotypes 
in the tested Ae. aegypti specimens, with triple, double 
and single mutations accounting for 60.8%, 36.8% and 
0.2% of all mutations, respectively. The most common 
genotypes were SP + GG + FC and PP + GG. Accord-
ing to Moyes et  al. [41], the presence of two mutations 
(S989P + V1016G/V1016G + F1534C) could enhance the 
resistance of Ae. aegypti to pyrethroids. The presence of 
a triple mutation (S989P + V1016G + F1534C) has been 
linked to an even higher insecticide resistance, with the 
authors of one study reporting a resistance level that 
was 28-fold [42] and 90-fold that of the sensitive strain 
[24]. Additionally, high frequencies of 1520I + 1534C and 
T1520 + 1534C in Ae. aegypti from Pakistan have been 
found to confer resistance to pyrethroids [43]. These 
results suggest that multiple mutations have a strong 
synergistic effect and that combined mutations are more 
effective than a single mutation in conferring resistance 
to pyrethroids. Monitoring changes in the category and 
intensity of resistance is crucial for responding to DF epi-
demics and for their prevention and control, as well as for 
providing important references and evidence for the con-
trol of other vector-borne diseases.

Although this study provides valuable insight into the 
resistance of Ae. aegypti, certain limitations must be 
taken into consideration. Firstly, the VGSC gene com-
prises multiple loci, and only the three most common 
ones were studied in this research. The contribution of 
the remaining loci to resistance needs to be explored 
further. Additionally, other mechanisms related to resist-
ance, such as enzymatic metabolism, have not yet been 
systematically studied. Secondly, the study only measured 
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resistance to those insecticides commonly used for den-
gue vectors. In contrast, the potential effects of interac-
tions and resistance levels of other insecticide classes, 
particularly agricultural insecticides, were not consid-
ered. Moreover, due to the rapid expansion of this inva-
sive mosquito species, it is essential to conduct vector 
resistance surveillance (including bioassay and genetic 
assay) in other nearby regions, including both endemic 
and non-endemic countries, to provide comprehensive 
and systematic evaluation indicators for the prevention 
and control of  DF in Yunnan Province.

Conclusions
In conclusion, this study provides substantial preliminary 
data on the resistance of Ae. aegypti to insecticides com-
monly used for dengue vector control. The co-occurrence 
of the kdr mutations resulted in a higher resistance level 
and conferred a complex resistance pattern. The develop-
ment of resistance to synthetic pyrethroid insecticides in 
the Ae. aegypti populations from the two endemic areas 
studied here highlight the need for continuous monitor-
ing of insecticide resistance and the rational selection 
of insecticides. Further research into the mechanism of 
insecticide resistance in vector mosquitoes is essential 
for effective decision-making and the development of 
novel strategies for vector control.
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AS-PCR  Allele-specific PCR
DF  Dengue fever
kdr  Knockdown resistance gene
KDT50  Time taken for 50% of the test mosquitoes to be knocked down
VGSC  Voltage-gated sodium channel gene
CI  Confidence interval
OR  Odds ratio
χ2  Pearson’s Chi-square test

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13071- 024- 06124-9.

Additional file 1: Table S1. Allele-specific PCR (AS-PCR) primer for Ae. 
aegypti. 

Additional file 2: Fig. S1. AS-PCR results of knockout resistance gene 
mutation in Ae. aegypti. a heterozygote and homozygote of S989P 
mutants, b heterozygote and homozygote of V1016G mutants. c 
Heterozygote and homozygote of F1534C mutants; M, DNA marker; 
SS, susceptible homozygote; RS, resistant heterozygote; RR, resistant 
homozygote.

Acknowledgements
We appreciate the cooperation of all Centers for Disease Prevention and 
Control: Lincang, Gengma, Mangshi and Ruili.

Author contributions
LC performed the statistical analysis of experimental data and original draft 
preparation. KZ, JS and YZ participated in laboratory detection work. XZ, QD, 
YL and XY participated in the mosquito collection work. JJ and XF reviewed 

the final draft, provided revision advice and contributed to project adminis-
tration and supervision. All authors have read and agreed to the published 
version of the manuscript.

Funding
This research was funded by the Lancang-Mekong Fund Project - Phase 2 of 
Lancang-Mekong Tropical Disease Prevention (202301), Yunnan Major Science 
and Technology Special Project (202102AA100019), and Yunnan Science and 
Technology Talents and Platform Plan (202305AC160012).

Data availability statement
All data generated or analyzed during this study are included in this published 
article and its supplementary information files.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Faculty of Life Science and Technology, Kunming University of Science 
and Technology, Kunming, China. 2 Yunnan International Joint Laboratory 
of Tropical Infectious Diseases, Yunnan Provincial Key Laboratory of Vec-
tor-Borne Diseases Control and Research, Yunnan Key Technology Innovation 
Team for Insect Borne Infectious Disease Prevention and Control, Yunnan 
Institute of Parasitic Diseases, Pu’er, China. 3 Lincang Center for Disease Control 
and Prevention, Lincang, China. 4 Gengma Center for Disease Control and Pre-
vention, Gengma, China. 5 Dehong Prefecture Center for Disease Control 
and Prevention, Mangshi, China. 6 Ruili Center for Disease Control and Preven-
tion, Ruili, China. 7 School of Global Health, Chinese Center for Tropical Diseases 
Research, Shanghai Jiao Tong University School of Medicine, Shanghai 20025, 
China. 8 One Health Center, Shanghai Jiao Tong University, The University 
of Edinburgh, Shanghai 20025, China. 

Received: 15 October 2023   Accepted: 8 January 2024

References
 1. Yang J, Zhang B-S, Tang F-L, Yang X, Yang H-L, Wu C, et al. Analysis of the 

epidemiological characteristics of an outbreak of dengue fever and its 
treatment. J Pathog Biol. 2014;9:1020–4 (in Chinese).

 2. Chen F. The past, present, and future of China-Myanmar border trade. 
Beijing: China Academic Journal Electronic Publishing House; 1995 (in 
Chinese).

 3. Linn NN, Kyaw KWY, Shewade HD, Kyaw AMM, Tun MM, Khine SK, et al. 
Notified dengue deaths in Myanmar (2017–18): profile and diagnosis 
delays. F1000Research. 2020;9:579. https:// doi. org/ 10. 12688/ f1000 resea 
rch. 23699.1.

 4. Zhang J, Shu Y, Shan X, Li D, Ma D, Li T, et al. Co-circulation of three den-
gue virus serotypes led to a severe dengue outbreak in Xishuangbanna, 
a border area of China, Myanmar, and Laos, in 2019. Int J Infect Dis. 
2021;107:15–7 (in Chinese).

 5. Zhang R-B, Hong J, Tian R, Chen Z-H, Yang Q, Ye Q, et al. Epidemiological 
characteristics of overseas imported dengue fever and malaria cases 
in Yunnan Province from 2015 to 2021. Prev Med. 2023;35:141–3 (in 
Chinese).

 6. Liu Y-H, Yin X-X, Zhang H-L, Yang Z-L, Dong C-L, Chen S-Y, et al. Epidemio-
logical characteristics of dengue fever and monitoring of Aedes vector 
mosquitoes in Dehong Dai and Jingpo autonomous prefecture of Yun-
nan province, China, 2013–2019. Chin J Vector Biol Control. 2021;32:173–
80 (in Chinese).

https://doi.org/10.1186/s13071-024-06124-9
https://doi.org/10.1186/s13071-024-06124-9
https://doi.org/10.12688/f1000research.23699.1
https://doi.org/10.12688/f1000research.23699.1


Page 12 of 12Chen et al. Parasites & Vectors           (2024) 17:91 

 7. Yue Y-J, Ren D-S, Liu X-B, Wu H-X, Guo Y-H, Zhao N, et al. A study on 
spatial characteristics and correlations of different types of dengue cases 
in mainland China, 2014–2018. Chin J Vector Biol Control. 2020;31:517–20 
(in Chinese).

 8. Lun X-C, Yang R, Lin L-H, Wang J, Guo Y-H, Xiu P-C, et al. Analysis of 
knowledge, attitude and practice toward dengue fever among residents 
in Jinghong city, Xishuangbanna Prefecture, Yunnan province China. Chin 
J Vector Biol Control. 2022;33:281–8 (in Chinese).

 9. Zhang H-L. Cross-border spread, indigenous transmission, development 
trend, and control strategy for dengue fever and chikungunya fever in 
Yunnan province China. Chin J Vector Biol Control. 2021;32:12–20 (in 
Chinese).

 10. Zhou K-M, Yang M-D, Lan X-M, Zheng Y-T, Tang Y-R, Wu C, et al. An investi-
gation of the distribution of dengue vector Aedes in the main urban areas 
of 129 counties(cities, districts) of Yunnan province, China. Chin J Vector 
Biol Control. 2021;32:150–7 (in Chinese).

 11. Wang G, Zhang H-D, Gao J, Guo X-X, Xing D, Li C-J, et al. Investigation on 
the Breeding Sites of Aedes aegypti and Aedes albopictus in Border Areas 
of Yunnan Province. Acta Parasitol Med Entomol Sin. 2021;28:159–64 (in 
Chinese).

 12. Teng X-B, Xu X, Yang R, Li H-C, Deng W, Zheng X-X, et al. The larvae 
charateristics of dengue vector mosquitoes in residential area of Gengma 
county, Yunnan province in 2016. Chin J Vector Biol Control. 2018;29:355–
7+63 (in Chinese).

 13. Kushwah RBS, Kaur T, Dykes CL, Ravi Kumar H, Kapoor N, Singh OP. A 
new knockdown resistance (kdr) mutation, F1534L, in the voltage-gated 
sodium channel of Aedes aegypti, co-occurring with F1534C, S989P and 
V1016G. Parasit Vectors. 2020;13:327.

 14. Hemingway J, Ranson H. Insecticide resistance in insect vectors of human 
disease. Annu Rev Entomol. 2000;45:371–91. https:// doi. org/ 10. 1146/ 
annur ev. ento. 45.1. 371.

 15. Hemingway J, Hawkes NJ, McCarroll L, Ranson H. The molecular basis 
of insecticide resistance in mosquitoes. Insect Biochem Mol Biol. 
2004;34:653–65.

 16. Chen M, Du Y, Nomura Y, Zhorov B-S, Dong K. Chronology of sodium 
channel mutations associated with pyrethroid resistance in Aedes aegypti. 
Arch Insect Biochem Physiol. 2020;104:e21686 (in Chinese).

 17. Akhir MAM, Wajidi MFF, Lavoué S, Azzam G, Jaafar IS, Awang Besar NAU, 
et al. Knockdown resistance (kdr) gene of Aedes aegypti in Malaysia with 
the discovery of a novel regional specific point mutation A1007G. Parasit 
Vectors. 2022;15:122. https:// doi. org/ 10. 1186/ s13071- 022- 05192-z.

 18. Harris AF, Rajatileka S, Ranson H. Pyrethroid resistance in Aedes aegypti 
from Grand Cayman. Am J Trop Med Hyg. 2010;83:277–84. https:// doi. 
org/ 10. 4269/ ajtmh. 2010. 09- 0623.

 19. Li CX, Kaufman PE, Xue RD, Zhao MH, Wang G, Yan T, et al. Relationship 
between insecticide resistance and kdr mutations in the dengue vector 
Aedes aegypti in Southern China. Parasit Vectors. 2015;8:325.

 20. Melo Costa M, Campos KB, Brito LP, Roux E, Melo Rodovalho C, Bellinato 
DF, et al. Kdr genotyping in Aedes aegypti from Brazil on a nation-wide 
scale from 2017 to 2018. Sci Rep. 2020;10:13267. https:// doi. org/ 10. 1038/ 
s41598- 020- 70029-7.

 21. Chung HH, Cheng IC, Chen YC, Lin C, Tomita T, Teng HJ. Voltage-gated 
sodium channel intron polymorphism and four mutations comprise six 
haplotypes in an Aedes aegypti population in Taiwan. PLoS Negl Trop Dis. 
2019;13:e0007291 (in Chinese).

 22. Plernsub S, Saingamsook J, Yanola J, Lumjuan N, Tippawangkosol P, 
Walton C, et al. Temporal frequency of knockdown resistance mutations, 
F1534C and V1016G, in Aedes aegypti in Chiang Mai city, Thailand and the 
impact of the mutations on the efficiency of thermal fogging spray with 
pyrethroids. Acta Trop. 2016;162:125–32. https:// doi. org/ 10. 1016/j. actat 
ropica. 2016. 06. 019.

 23. Ishak IH, Jaal Z, Ranson H, Wondji CS. Contrasting patterns of insecticide 
resistance and knockdown resistance (kdr) in the dengue vectors Aedes 
aegypti and Aedes albopictus from Malaysia. Parasit Vectors. 2015;8:181.

 24. Hirata K, Komagata O, Itokawa K, Yamamoto A, Tomita T, Kasai S. A single 
crossing-over event in voltage-sensitive Na+ channel genes may cause 
critical failure of dengue mosquito control by insecticides. PLoS Negl Trop 
Dis. 2014;8:e3085.

 25. Naw H, Võ TC, Lê HG, Kang JM, Mya YY, Myint MK, et al. Knockdown resist-
ance mutations in the voltage-gated sodium channel of Aedes aegypti 

(Diptera: Culicidae) in Myanmar. Insects. 2022;13:322. https:// doi. org/ 10. 
3390/ insec ts130 40322.

 26. MOH. Mosquito Insecticide Resistance Detection Methods: Bioassay. 
2011. https:// kns. cnki. net/ kcms2/ artic le/ abstr act?v= A4c13 4OkBY 90abJ 
vLCVr DZzN3 qw5vz VeUN4 FqBlO kBvY3 ihaFB OQr4s h9a- zDfZG opkal I8uAF 
yzGRB OYPPw 7ah4D LpFkI_ FmUQT oXDHf 3myi- t2tPD FmRAq R3N3Y NnX& 
unipl atform= NZKPT & langu age= CHS. Accessed 6 Feb 2024. (in Chinese). 

 27. Jin J-C. Insecticide resistance of different populations of dengue fever 
mosquitoes in China and population of Culex tritaeniorhynchus in Dan-
dong. MA thesis, Nanjing Agricultural University; 2012 (in Chinese).

 28. Shi C-N: Insecticide Resistance and Its Underlying Mechanisms for Den-
gue Vectors Aedes albopictus and Aedes aegypti in Jinhong City, Yunnan 
Province. MA thesis, Chinese Center for Disease Control and Prevention; 
2017 (in Chinese).

 29. Zheng Y-T, Yang C-M, Yang M-D, Jiang J-Y. Ecological and insecticide 
resistance surveillance of dengue vector Aedes in Yunnan border region 
of China. Chin J Vector Biol Control. 2022;33:38–43 (in Chinese).

 30. Dong X-S, Cai F-C, Zhou H-N, Wang X, Dong L-M, Wu C, et al. Yunnan 
Province border port mosquito investigation. Chin J Vector Biol Control 
2004:142–5 (in Chinese).

 31. Wei C, Guo X-L, Yang R, Tang Y-R, Yue Y-J, Liu X-B, et al. Epidemiological 
and cluster characteristics of dengue fever in Yunnan province, China, 
2013–2020. Chin J Vector Biol Control. 2021;32:720–4+43 (in Chinese).

 32. Lan X-M, Zheng Y-T, Dong C-L, Liu Y-H, Yin X-X, Yang M-D, et al. Investiga-
tion on the resistance of Aedes aegypti and Ae. albopictus to several 
insecticides in Ruili city, Yunnan province. Chin J Vector Biol Control. 
2017;28:572–5 (in Chinese).

 33. Wang J-Y, Lan X-M, Yang R, Jiang J-Y, Li H-C, Deng W. Study on the resist-
ance of Aedes aegypti to six common insecticides in Gengma county, 
Yunnan province. Chin J Vector Biol Control. 2017;28:444–6 (in Chinese).

 34. Gan SJ, Leong YQ, Bin Barhanuddin MFH, Wong ST, Wong SF, Mak JW, 
et al. Dengue fever and insecticide resistance in Aedes mosquitoes in 
Southeast Asia: a review. Parasit Vectors. 2021;14:315.

 35. Plernsub S, Saingamsook J, Yanola J, Lumjuan N, Tippawangkosol P, 
Sukontason K, et al. Additive effect of knockdown resistance mutations, 
S989P, V1016G and F1534C, in a heterozygous genotype conferring pyre-
throid resistance in Aedes aegypti in Thailand. Parasit Vectors. 2016;9:417.

 36. Shi Q-M: Genetic characteristics of Aedes aegypti (Diptera: Culicidae) in 
Yunnan Province. PhD thesis, The Military Medical Sciences Academy of 
the Chinese People’s Liberation Army; 2017 (in Chinese).

 37. Lan X-M, Yang M-D, Yang R, Jiang J-Y. Analysis of knockdown resistance 
gene mutations in pyrethroid insecticide-resistant populations of Aedes 
aegypti in Yunnan Province. Chin J Zoonos. 2020;36:993–9 (in Chinese).

 38. Cosme LV, Gloria-Soria A, Caccone A, Powell JR, Martins AJ. Evolu-
tion of kdr haplotypes in worldwide populations of Aedes aegypti: 
Independent origins of the F1534C kdr mutation. PLoS Negl Trop Dis. 
2020;14:e0008219. https:// doi. org/ 10. 1371/ journ al. pntd. 00082 19.

 39. Fan Y, O’Grady P, Yoshimizu M, Ponlawat A, Kaufman PE, Scott JG. Evi-
dence for both sequential mutations and recombination in the evolution 
of kdr alleles in Aedes aegypti. PLoS Negl Trop Dis. 2020;14:e0008154. 
https:// doi. org/ 10. 1371/ journ al. pntd. 00081 54.

 40. Scott JG. Life and death at the voltage-sensitive sodium channel: evolu-
tion in response to insecticide use. Annu Rev Entomol. 2019;64:243–57.

 41. Moyes CL, Vontas J, Martins AJ, Ng LC, Koou SY, Dusfour I, et al. Con-
temporary status of insecticide resistance in the major Aedes vectors of 
arboviruses infecting humans. PLoS Negl Trop Dis. 2017;11:e0005625.

 42. Srisawat R, Komalamisra N, Eshita Y, Zheng M, Ono K, Itoh TQ, et al. Point 
mutations in domain II of the voltage-gated sodium channel gene in 
deltamethrin-resistant Aedes aegypti (Diptera: Culicidae). Appl Entomol 
Zool. 2010;45:275–82.

 43. Rahman RU, Souza B, Uddin I, Carrara L, Brito LP, Costa MM, et al. Insecti-
cide resistance and underlying targets-site and metabolic mechanisms 
in Aedes aegypti and Aedes albopictus from Lahore Pakistan. Sci Rep. 
2021;11:4555. https:// doi. org/ 10. 1038/ s41598- 021- 83465-w.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.1146/annurev.ento.45.1.371
https://doi.org/10.1146/annurev.ento.45.1.371
https://doi.org/10.1186/s13071-022-05192-z
https://doi.org/10.4269/ajtmh.2010.09-0623
https://doi.org/10.4269/ajtmh.2010.09-0623
https://doi.org/10.1038/s41598-020-70029-7
https://doi.org/10.1038/s41598-020-70029-7
https://doi.org/10.1016/j.actatropica.2016.06.019
https://doi.org/10.1016/j.actatropica.2016.06.019
https://doi.org/10.3390/insects13040322
https://doi.org/10.3390/insects13040322
https://kns.cnki.net/kcms2/article/abstract?v=A4c134OkBY90abJvLCVrDZzN3qw5vzVeUN4FqBlOkBvY3ihaFBOQr4sh9a-zDfZGopkalI8uAFyzGRBOYPPw7ah4DLpFkI_FmUQToXDHf3myi-t2tPDFmRAqR3N3YNnX&uniplatform=NZKPT&language=CHS
https://kns.cnki.net/kcms2/article/abstract?v=A4c134OkBY90abJvLCVrDZzN3qw5vzVeUN4FqBlOkBvY3ihaFBOQr4sh9a-zDfZGopkalI8uAFyzGRBOYPPw7ah4DLpFkI_FmUQToXDHf3myi-t2tPDFmRAqR3N3YNnX&uniplatform=NZKPT&language=CHS
https://kns.cnki.net/kcms2/article/abstract?v=A4c134OkBY90abJvLCVrDZzN3qw5vzVeUN4FqBlOkBvY3ihaFBOQr4sh9a-zDfZGopkalI8uAFyzGRBOYPPw7ah4DLpFkI_FmUQToXDHf3myi-t2tPDFmRAqR3N3YNnX&uniplatform=NZKPT&language=CHS
https://kns.cnki.net/kcms2/article/abstract?v=A4c134OkBY90abJvLCVrDZzN3qw5vzVeUN4FqBlOkBvY3ihaFBOQr4sh9a-zDfZGopkalI8uAFyzGRBOYPPw7ah4DLpFkI_FmUQToXDHf3myi-t2tPDFmRAqR3N3YNnX&uniplatform=NZKPT&language=CHS
https://doi.org/10.1371/journal.pntd.0008219
https://doi.org/10.1371/journal.pntd.0008154
https://doi.org/10.1038/s41598-021-83465-w

	Pyrethroid resistance status and co-occurrence of V1016G, F1534C and S989P mutations in the Aedes aegypti population from two dengue outbreak counties along the China-Myanmar border
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Mosquito collection and rearing
	WHO susceptibility test

	Allele-specific PCR genotyping of kdr mutation
	Data analysis

	Results
	Species identification and sampling size
	Aedes aegypti insecticide bioassays
	Identification of kdr mutations and genotypes in Ae. aegypti
	Association between kdr gene mutations and resistant phenotypes

	Discussion
	Conclusions
	Acknowledgements
	References


